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THE DEPENDENCE OF THE SPECIFIC ACTIVITY OF UREASE 
UPON THE APPARENT ABSOLUTE ENZYME 
CONCENTRATION 


By JACK PETERSON,* KENT M. HARMON, f and CARL NIEMANN 

(From the Gates and Crellin Laboratories of Chemistry, % California Institute 
of Technology, Pasadena) 

(Received for publication. May 22, 1948) 

If the activity of an enzyme preparation is determined under conditions 
in which a further increase in substrate concentration is without demon- 
strable effect, all other factors being held constant, it is ordinarily assumed 
that the specific activity of the enzyme, expressed in terms of arbitrary 
units per unit weight of the enzyme, is independent of the absolute enzjrtne 
concentration (1, 2). However, with urease solutions stabilized with hy- 
drogen sulfide or cysteine (1) we have observed that the specific activity 
of a given urease preparation, when determined under the above conditions, 
increases with decreasing apparent enzyme concentration over a wide range 
of concentrations and that this increase in specific activity proceeds with 
a measurable velocity at temperatures above 15“. This phenomenon was 
observed with crude urease preparations, such as jack bean meal, and with 
two, three, and seven times recrystallized urease. Since little or no differ- 
ence was observed in the behavior of three and seven times recrystallized 
urease, the data presented in this paper are limited to those obtained with 
thrice recrystallized preparations. Urease activity was determined by a 
modification of the procedure described by Van Slyke and Cullen (3). The 
precision of the modified procedure was ±2 to 3 per cent. 

EXPERIMENTAL 

Determination of Urease Activity 

Bcayents — The buffer solution, 0.1 m in phosphate adjusted to pH 7.0, 
used in all c-xpcriment.s was prepared from dipotassium hydrogen phosphate 
and potassium dihydrogen phosphate. The 1.0 m solution of urea was pre- 
pared daily in order to minimize the effects of bacterial contamination. 
The crystalline urease was prepared from jack bean meal by the method 
of Dounce (4), all operations subsequent to the initial extraction being 
carried out at 5°. Thrice recrystallized urease from 200 gm. of meal was 

* Died January 29, 1948. 

t National Research Council Predoctoral Fellow. 

t Contribution No. 1177. 
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dissolved in 3 to 5 mL of water, 1 per cent saturated with hydrogen sulfide, 
and this stock solution kept at 5"^ prior to its use. Hydrogen sulfide so- 
lutions were prepared daily by appropriate dilution of a solution ssrtii rated 
at 0°. Redistilled water was used in all cases. 

Procedure— Clem 18 X 150 mm. reaction tubes were charged witli 2i) 
ml. of buffer solution and 1.0 ml. of 1.0 m urea solution (or staiidiird tiJiv- 
monium sulfate solution containing 100 y of ammonia nitrogen pei* ml.) and 
placed in a constant temperature bath at either 25° or 15°. Wlien iiiemial 
equilibrium had been attained, the enzyme solution was added (usually 

1.00 or 0.79 ml.) and the time noted. After the desired time interval had 
elapsed (usually 2 minutes), 0,5 ml. of 1.0 m sulfuric acid was added to each 
of the tubes; the latter were shaken and placed in an ice bath. Exactly 
10 ml. of 0.01 M sulfuric acid were placed in each 18 X 150 min. absorption 
tube and the tubes fitted with rubber stoppers, each bearing a 4 mm. glass 
inlet tube and a capillary type critical orifice designed to |)ermit aii air 
flow of 300 to 400 ml. per minute. To each of the reaction IuIjos in the 
ice bath were added 3 to 4 gm. of anhydrous potassium carl)onate, and ( lie 
tubes were fitted with rubber stoppers, each bearing a 4 mm, inlet tube as 
well as a 4 mm. U-tube serving to connect the reaction tulie witli the 
absorption tube. Each reaction tube was connected to iin al)sor|)iion 
tube with a short length of rubber tubing and placed in a 55° liath, tlie 
inlet and outlet tubes connected to manifolds, and the aeration stjirtcd. 
After 20 minutes each reaction tube was disconnected and shaken so as to 
wash down the sides of the tube with carbonate solution. After this pr()C‘.“ 
ess, the tubes were reconnected and allowed to aerate for a second period 
of 20 minutes, when the washing process was repeated. After a, final 20 
minutes aeration the absorption tubes were disconnected and phu*(M.l in an 
ice bath. To the chilled contents of each of the absorption i.ubes was acldcnl 

1.0 ml. of Nessler^s reagent (5), the tubes were removed from icai bai.lp 
and after 10 minutes the intensity of the color measured in a, Klc4t eoloi’- 
imeter. With the apparatus at our disposal it was possilile to run elevcai 
determinations simultaneously and in every such sericis two or more de.- 
terminations were blanks in which either the urea solution or f.lie ur(‘a,se 
solution was replaced by an equal volume of water or standard ainmonium 
sulfate solution. For precise results such blank determinations wei*c found 
to be necessary. The conversion of colorimeter readings to mi(ir()niolc\s of 
ammonia was based upon a series of determinations of the ammonia, re- 
coverable in the range of 10 to 200 y of ammonia nitrogen from a standard 
solution of ammonium sulfate. The specific activity was calculated from 
the relation specific activity == 10a;/^a, where x = the number of mi(‘.ro- 
moles of ammonia liberated, t == the time in minutes during which hydrol- 
ysis occurred, and a = the micrograms of protein nitrogen present in the 
solution. 
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Dilution Experiments 

Procedm’e— Relatively concentrated solutions of thrice recrystallized ure- 
ase in water 1 per cent saturated with hydrogen sulfidej i.c., containing 
300 to 1500 7 of protein nitrogen per mh, were diluted with solutions of 
hydrogen sulfide or cysteine previously adjusted to pH 7.2 to 7.5 by the 
addition of anhydrous potassium carbonate.^ The specific activity of ure- 
ase in these solutions was then determined as a function of time, zero time 
being taken as the time of mixing. In those experiments in which a step- 
wise dilution technique was employed the solutions were allowed to stand 
at 25 for 2 hours after the initial dilution. A 1:10: 6000 stepwise dilution 
is defined as an initial 1 : 10 dilution which has subsequently been diluted 
to effect a final over-all dilution of 1:6000. The data obtained in these 
experiments are given in Tables I to III. 

Determination of Michaelis Constants 

Procedure — The kinetics of the hydrolysis of urea by thrice recrystallized 
urease were studied at 25*^ and pH 7.0. The activity of the urease so- 
lutions was determined as described previously and the rate of determi- 
nations were made at nine different urea concentrations; i.e.^ 0.004, 0.005, 
0.006, 0.007, 0.008, 0.010, 0.015, 0.025, and 0.250 m urea. The data so 
obtained were found to obey the Michaelis-Menten equation, v = 
VS /(Km -f* S)j where v = the rate of hydrolysis at a urea concentration 
S and V = the maximum or limiting rate of hydrolysis over the concen- 
tration range of substrate studied. In practice it was found convenient to 
follow the suggestion of Lineweaver and Burke (6) and to transform the 
original Michaelis equation into its linear form l/v = K^n/VS + 1/F for 
evaluation of the data. It should be noted that the concentration of urea 
corresponding to a given rate was always taken as the average urea con- 
centration ol:)taining during the determination of that rate. 

DISCUSSION 

The de|')endcneo of the specific activity of urease upon the apparent 
enzyme concentration in systems containing hydrogen sulfide was first ob- 
served Avlicn relatively concentrated solutions of urease in water containing 
hydrogen sulfide were diluted approximately a thousand fold witli the same 
solvent.*^ It was further obseived^ that in the absence of hydrogen sulfide 
rapid inactivation of the urease occurred and that the effect observed with 
solutions containing hydrogen sulfide could be obviated by the presence of 
silver ion. In earlier experiments it was not appreciated that urease is 

^ The pH of water I to 10 per cent saturated with hydrogen sulfide was found to 
vary between 6.5 and 4.5. 

® Unpublished experiments of the authors. 
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slowly inactivated at pH 4,5 to 5.5 in solutions containing hydrogen sulfide, 
Howeverj it was found that this inactivation could be minimizcMi or sup- 
pressed by maintaining the systems at approximately pll 7 a,t all f-irncAs. 

The data presented in Columns 2 and 3 of Tabic I are i;ypic*,a.l of iliosc* 
observed when relatively concentrated solutions of urease are tlilui-cHl at- 25'^ 
and pH 7 with water containing hydrogen sulfide and tlic spcMfific aef.ivif.y 
of the urease in these solutions determined as a function of time, wit.h zei'o 
time as the time of mixing. The initial values arc not parl.iivularly aiaai- 
rate, since the actual determination of urease activity requires a ininimiini 
of 2 minutes if precise results are to be obtained. Nevertheless iiie data 

Table I 

Dilution of Urease Solutions with Water 1 Per Cent Saturated with flydrogen 
Sulfide at ^5° and pH 7,2 to 7.6* 


Specific activity at 25°, pH 7. Of 


Time after 
dilution 

1:6000 dilution 

1:4:6000 

dilution 

1:10:6000 dilution 


Experiment I 

Experiment 11 

Experiment I 

Experiment 1 1 

Experiment I 

Experiment 11 

(1) 

(2) 

(3) 

<4) 

(5) 

(6) ^ 

0) 

min. 







2 

136 

131 

138f 

146f 

150 

MS 

10 

141 

134t 

145 

151 

161 

153 

30 

149 

139 

156f 

154 

108 

154 

70 

169 

163 

186 

170.t 

181 

1(53 

120 

186 

175 

207 

186 

190 

IS'I 

180 

198 

19U 

218 


203t 


240 

210 

207 

228 

204 

210.t 

201 

300 

220 


228 


217 



* The original urease solution contained 1365 y of protein nitrogen per ml. 
t Average of duplicate determinations, agreeing within ±2 p(n’ c.ent.. 

I Obtained from a smooth curve througli other points of tin; seih's. 


in Columns 2 and 3 of Table I clearly illustrate that l.he specilic, activity 
of the urease in these solutions increases with time. 

The increase in the specific activity of urease upon dilution noted alnnu; 
was observed when urease solutions containing 13()5 y of protchn nitrogtm 
per ml. were diluted to give solutions containing approxirnattily 0.23 y of 
protein nitrogen per ml. In order to determine whether this offciCit could 
be observed with dilutions of lower order dilutions of 1:4 and 1:10 vvci'c 
employed; these solutions were allowed to stand sufficiently long to attain 
equilibrium, and then diluted uniformly to the point at which it was pos- 
sible to determine the specific activity of the urease contained therein rea- 
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sonably accurately. As before, the specific activity of the urease in the 
final solutions was determined as a function of time (Table I, Columns 4 to 
7). It will be noted that in every case the specific activity increased with 
time and reached, within experimental error, the same maximum limiting 
value. Further, it is clear from these data that the initial 1:4 and 1:10 
dilutions were effective in diminishing the percentage change in specific ac- 
tivity observable upon the final 1:6000 dilution, and one may conclude not 
only that dilutions of low order were attended by changes in specific ac- 
tivity, but also that at equilibrium and with relatively high concentrations 
of urease the specific activity of urease is a function of the enzyme concen- 
tration if the latter is taken as being equivalent to the amount of protein 
nitrogen present in solution. 


Table II 

Dilution of Urease Solutions with Water 1 Per Cent Saturated with Hydrogen 
Sulfide at 15° and pH 7.^* 


Time after dilution 

Specific activity at IS®, pH 7.0, after 1:4000 dilution 

Experiment I 

Experiment II 

min. 

2 

88 

83 

15 

88 


45 

86 

88 

60 

91 

93 


* The original urease solution contained 1365 7 of protein nitrogen per ml. 


An attempt was made to estimate the magnitude of the temperature co- 
efficient of the above reaction by measuring the change in the specific ac- 
tivity of urease brought about by a 1:4000 dilution of a relatively 
concentrated urease solution at 15° and 25° and at pH 7.3. Unfortunately 
the data obtained in these experiments (Table II) did not justify the cal- 
culation of a value for tlie temperature coefficient. However, they do pro- 
vide evidence that the reaction is dependent on temperature. 

The above observations on the behavior of urease in solutions containing 
hydrogen sulfide suggested the desirability of investigating the effects ob- 
servable with another so called stabilizing agent. In Table III are pre- 
sented data which were obtained in preliminary experiments in which 
cysteine was used instead of hydrogen sulfide. While these data are not 
as extensive as those available for hydrogen sulfide, it is clear that in both 
systems similar, but not necessarily identical, reactions are operative. 

The Michaelis constant (1, 2, 7) of an enzyme is often taken as a char- 
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acteristic property of the enzyme, though it is recognized (7) the 
constant may be dependent upon temperature and pH Using crude prc‘|')" 
arations, Van Slyke and Cullen (3) and Ambros and Mlliicli (8) olitniiifnl 
data which give values of 0,011 m urea at 20° and pi I 7 and 0.0082 :\i 
at 50° and pH 7.6 for the Michaelis constant of urease. With iireasr^ so- 
lutions containing 0.065 to 0.095 y of protein nitrogen pia* ml., whicU liad 
been prepared by dilution with water 1 per cent saturated with hydrogen 
sulfide and allowed to stand at 25° for 3 to 4 hours, values for the A1 iehaedis 
constant of five different urease preparations, obtained from two difTi'rt'uii 
lots of jack bean meal, were found to be 0 . 0098 , 0.01 16, 0.0098, 0.0 1 12, and 
0.0103 M urea at 25° and pH 7.0 respectively. The variation in the Mi- 


Table III 

Dilution of Urease Solutions with Solutions of Cysteine at 25'' and pll 7.0^' 




Specific activity at 25®, pll 7. Of 


Time after dilution 

0.01 M cysteine 


0.002 M cysteine 



1:5000 dilution 

1:5000 dilution 

1:4:5000 dilution 

1: 10:5iH]U dilution 

min. 

2 

119 

137 

123 

98 

10 

123 

141 

129 

103 

30 

134 

150 

13G 

109 

70 

154 

169 

152 

121 

120 

179 

183 

100 

130 

180 

188 

190 

171 

132}; 

240 

198 

193 

175 

132 

360 

198 

176 

189 

150 


The original urease solution contained 1305 y of protein nitrogen per nil. 
t Average of duplicate determinations, agreeing witlun ±2 per (and,.. 
t Obtained from a smooth curve through other j)()intB of tlie H<U’ieK. 


chaelis constant noted above, ix. 0.0107 db 0 . 0009 , was somcwlmt groatc^r 
than that observed, f.e. 0.0106 db 0 . 0003 , when tlie const.ant of a givcai 
urease preparation was redetermined at intervals over a. period <if Hnvanl 
months. 

The fact that a substantial increase in the specific activity of iirc^a^se is 
observed -when a relatively concentrated solution of urease in waiter con- 
taining hydrogen sulfide or cysteine is diluted with the same solvmit a^pixiars 
to preclude the possibility that the effect observed is simply an activation 
of urease by hydrogen sulfide or cysteine (9). An alternative cxplaruitioii 
may be that the urease molecule dissociates into smaller units upon dilution 
and that this process is accompanied by an increaKse in the niimbcir of ivr 

3 Ionic strength and the nature of the buffer may also be important variables. 
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active sites, tlie hydrogen sulfide or cysteine merely serving to prevent in- 
activation, A second explanation may be that the crystalline urease 
preparations are contaminated with a naturally occurring inhibitor, which 
is not removed by the repeated recrystallization of urease from relatively 
concentrated solutions, and that the urease-inhibitor complex dissociates in 
dilute solutions, the degree of dissociation being a function, witliin limits, 
of the degree of dilution. Although there are insufficient data to determine 
whether all of the above hypotheses are operative or whether any one should 
be completely excluded, it is clear that the observed effect must be taken 
into account if' studies on urease action are to be properly evaluated. 

SUMMARY 

It has been observed that the specific activity of urease in solutions con- 
taining hydrogen sulfide, or cysteine, and expressed in terms of arbitrary 
units of urease activity per unit weight of enzyme taken as protein nitrogen 
is dependent, within limits, upon the apparent enzyme concentration. The 
Michaclis constants of several urease preparations have been determined 
at 25° and pll 7.0 under conditions minimizing the above phenomenon. 
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STUDIES ON DIPEPTIDASES 


II, SOME PROPERTIES OF THE GLYCYL-l-LEUCINE DIPEPTIBASES 

OF ANIMAL TISSUES'^ 

By EMIL L. SMITH 

{Fro-ni the Laboratory for the Study of Hereditary and Metabolic Disorders, and the 
Departments of Biological Chemistry and Medicine, University of Utah 
School of Medicine, Salt Lake City) 

(Received for publication, May 22, 1948) 

One of the main problems connected with the study of peptidase activi- 
ties concerns the individuality and specificity of the enzymes which are 
responsible for the hydrolysis of the many peptides which can be split by 
animal tissues. Thus far, only a few exopeptidases have been extensively 
studied, and the problem of classification of these activities demands 
considerable investigation prior to the actual isolation of these enzymes* 
The apparent instability of most of the enzymes which act on simple pep- 
tides has rendered the task of purification quite difficult. However, since 
it has become clear that many of the peptidases require the presence of 
heavy metals for full activity, the position is now somewhat better for 
establishing the conditions for the study of these enzymes. 

The present investigation deals with the enzymes which are responsible 
for the hydrolysis of glycyl-L-leucine (GL) as these are found in hog intes- 
tinal mucosa, human uterus, and in rat and rabbit muscle. These enzymes 
all exhibit the specificity characteristics of dipeptidases, since the peptide 
derivatives which do not contain both free amino and free carboxyl groups 
are resistant to hydrolysis. Like the glycylglycine dipeptidase discussed 
earlier (2), the activity towards GL does not appear to parallel the hy- 
drolysis of any other peptide which has been studied. The GL-splitting 
enzymes arc, therefore, tentatively classified as specific glycyl-L-leucine 
clipeptidases. 


Effect of Metal Ions 

It has been found that the GL-splitting enzymes of different tissues may 
be quite specific in the type of metal which is required for activation. For 
example, with extracts of hog intestinal mucosa the hydrolysis of GL is 
activated by Mn'"'"+, while the enzyme of human uterus is specifically ac- 

* This investigation was supported by a grant from the United States Public 
Health Service. A report on a part of this work was presented at a meeting of the 
American Society of Biological Chemists at Atlantic City (March, 1948) (1), For 
the first paper in this series, see (2). 
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tivated by Zn++. A complicating factor is that all of tliesc cnzj'mes arc 
inhibited by Ca++. Crude extracts of the 1 issues .seldom exhibi! their 
maximal activity, except in the presence of phosphalc. I’lie Ixdt.'ivior of 
the enzymes in the presence of divalent metal ions will lie discussed sepa- 
rately for the different tissue, s. 

Human Ulerus — Fig. 1 shows some of t.hedata obtained with an nijtKMni.s 
extract of an acetone powder prepared from a lill c'ixHl w;i(('r ext rad of 
human utoras (3). In the presence of both Zn+' and phosphate, ;i. ma\iu\iil 
rate of splitting is found, and the reaction proceeds with the kitn'tics of a 



Fig, 1. Fffect of metal ions and phospliaU; on the hydrolysis of Kiyeyl i, leimine, 
by^an enzyme preparation from human uterim. The exp(n'inicntH were perriiriiied.'ii, 
40° at pH 7 .8 to 8.0 at .an enzyme concentration of 0,0102 mp;. of prol.tdn N per ee. 

first order reaction. In the absence of phosphate (no tmlTc'r nddedi, lint 
hydrolysis is inhibited by Ca++ and, more surprisingly, by Zn ' ' also. 
Addition of phosphate alone gives a gradually increasing rate as compa red 
to the control. Simultaneous addition of phosphate, ( ’a", and Zn "’ 
gradually reverses the inhi.bitoi-y effect of Ca++. 

While phosphate is fairly specific in allowing the maximal activity of 
the enzyme to be manifest, citrate is partially elToclive. Tlie lower three 
experiments in Fig. 2 were conducted in the presence of 0.02 m veronal 
buffer. K is apparent, however, that highest activity is obtained only wit,h 
the combination of Zn++ and phosphate, and that citrate is not comiilelnly 
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effective in reversing the inhibitory effect which Zn++ has in the absence of 
phosphate. The GL dipeptidase of uterus is not activated by other metal 



Fig. 2. Effect of citrate on the hydrolysis of glycyl-L-leucine by an enzyme from 
human uterus. The experiments were performed at 40° at pH 7.8 to 8.0 at an enzyme 
concentration of 0.0102 mg. of protein N per cc. The three experiments at the bottom 
of the graph were carried out in the presence of 0.02 m veronal buffer. 

Table I 

Effect of Metals on Hydrolysis of Glycyl-h-leucine 
The experiments were performed at 40° and at pll 7.7 to 7.8. The metals were 
present at a concentration of 0 .001 m. The preparations of hog intestinal mucosa and 
rat muscle were filtered aqueous extracts. The preparations from rabbit muscle and 
human uterus were made from acetone powders obtained from the water extracts of 
these tissues. 


Tissue 

Buffer 

Protein 
N per cc. 
test 

solution 

Time 

No 

metal 

Hydro 

1 

lysis. 

* per 

N3 

cent 

t 

o 

U 




mg. 

krs. 







Hog intestinal mucosa. . 

0.02 M veronal 

0.52 

0.5 

7G 

39 

46 

32 

20 

41 




1 

106 

49 

62 

46 

37 

71 

Hat muscle 

0.02 ‘‘ 

0,47 

1 

69 

40 

67 

21 

41 

72 


0.1 phosphate 


1 

72 

61 

79 

83 

51 

63 

Rabbit muscle 

0.02 “ veronal 

0.43 

5 

22 

66 

24' 

16 

51 





*24' 

69' 

103 

74 

40 

103 ! 


Human uterus 

0.1 “ phosphate 

0.0069 

2 

31 

19 

27 

46 

14‘ 



ions which have been tested. In fact, inhibition is produced by Mg++ or 
C 30 ++ (Table I). 



12 


STUDIES ON DIPEPTIDASB8. II 


It should be noted that, in ii few instances, Zn++ activated the enzyme 
even in the presence of veronal buffer (3). However, for comiiletely re- 
producible results and for maximal activities, it has been found de.siral)le 
to use phosphate buffer. 

Rat ilfw.sde— Crude aqueous extracts of rat muscle contain a CL dipep- 
tidase which is very similar to that of human utmiis. In veronal bulTer, 
the enzyme is inhibited by 0.001 m Mn+*', Zn+"i‘, and ( 'a* ' . Mg' 
and Fe++ have no effect. In the presence of 0.1 m phosphate bufler, t he 
enzyme is strongly activated by Zn++, slightly activated by Mg", and is 
inhibited by Mn++ and Co++ (Table I). 

Rabbit Muscle— Aqueous extracts of fresh muscle or of an acetone-dried 
powder show an Mn++ or Co++ activation of GL hydrolysis in f.be presence 
of veronal or phosphate. Other ions are inhibitory (Zn+'), or show no 
effect whatsoever (Mg++). 

Hog Intestinal Ahicosa — A centrifuged aqueous extract of (he imu^osa 
displays no effect of activation, and the hydrolysis of GL is inhibited liy 
0.001 M Mn++, Co++, Mg++, Zn++, and Fe“'+ (Table 1). A sfabh; ))rei)a.ra- 
tion may be obtained from the crude exti'act by collecting (he i>rfH'i|)i(a(x^ 
which forms between 0.4 and 0.8 saturation with ammonium sulffUe. 
The dialyzed and filtered solution shows a ncgligilde activity in (he absemee 
of metal ions, but is strongly and specifically activated by Mn;' 'riiis 
Preparation A was used for subsequent studies of kinetics and ac(.ivation 
behavior. 


Kinetics 

It is evident from Table II that Preparation A of hog in(,es(.inal nuu’osa 
is strongly activated by Mn++. If the enzyme is not preincubafed rvitli 
Mn++, a considerable lag period is found during which (luj ra(.(i <tf hydrol- 
ysis of GL gradually increases. Thus, the reaciion between Mn ' ' and 
protein to form an active enzyme is a time j-caction like that, pimdously 
described for other peptidases (3-5). After incubabon of th<! [n'oi.ein wi(,h 
Mn++ for 3 hours, the hydrolysis of GL proceeds with the kiiuibcs of a 
first oi’der reaction. 

When activation is produced by the specific metal witli a (u'lule ( i,s.suc 
extract, no lag period is shown in the hydrolysis of the substral.e, and tlm 
hydrolysis of GL proceeds as a first order reaction. For tlie different ex- 
tracts, the velocity constants K are proportional to the enzyme concen- 
tration. Table III shows that with the uterine extract the proteolytic 
coefficient C is constant over a wide range in the presence of Zn+ '- and 
phosphate buffer. It should be noted that, for these experiments, satisfac- 
tory kinetic measurements can be made with as little as 0.0034(5 mg. of 
protein N per cc. of test solution. It is evident that the GL dipeptidase of 
uterine tissue is extremely active. 
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The experiments with the extract of rat muscle show satisfactory first 
order kinetics in the presence of Zn*^ and phosphate. It is apparent from 
Table III that even in the presence of Mn"^ and veronal, where the Ml 
activity of the enzyme is not manifest, K is proportional to the enzyme 
concentration. 

The activation of hog mucosal Preparation A was studied at different 
concentrations. A constant amount of enzyme (0.514 mg. of pro- 
tein per cc.) was incubated with Mn'^+ for 3 hours and an aliquot was then 
added to the buffered substrate solution. The first order velocity con- 

Tablb II 

Hydrolysis of Glycyl^h-leucine by Hog Intestinal Mucosa 
The experiments were performed at 40® in 0.1 m phosphate buffer at pH 7.8. € 
is the proteolytic coefficient defined as the first order velocity constant K at enzyme 
concentration expressed in mg. of protein N per cc. where C= K/E. The enzyme 
was Preparation A. 


Conditions 

Enzyme 
concentration 
in test solution 

Time 

^ Hydrolysis 

i 

C 


mg. protein 

N per cc. 

hrs. 

per cent 


No metal added 

j 0.103 

3 

1 


Contained 0.001 m Mn''"'^; no 

0.103 

0.5 

1 


prior incubation 


1 

19 




1.5 

29 




2 

48 


Contained 0.003 M in test 

0.072 

0.5 

17 

0.036 

solution after prior incubation 


1 

32 

0.038 

for 3 hrs. of 0.02 m MnCl 2 with 


1.5 

38 

0.032 

enzyme 


2 

51 

0.035 



2.5 

58 

0.035 



3 

64 

0.035 


stants are shown as a function of log concentration in Fig. 3. The 

highest Mrr^+ concentration increases the rate of hydrolysis about 27-fold. 
The course of the activation is that of the typical mass law form previously 
described for other peptidases (2, 6). The apparent dissociation constant 
of the metal-protein complex is 1.8 X 10'“'^. This value must be taken only 
as an approximation, since the experiments were performed in the presence 
of phosphate which may bind some of the metal. The true concentration 
of free Mn'*'"'" may be lower than that of the total present in the 

test solutions. 

Specificity 

Although the hydrolysis of dipeptides has frequently been ascribed to 
dipeptidases, evidence has seldom been presented in support of this view. 
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Table III 

Effect of Enzyme Concentration on Hydrolysis of Glycyl-hdeucine 
The measurements were performed with a crude filtered aqueous extract of rat 
muscle^ with an aqueous extract of an acetone-dried powder of human uterus, and 
with a crude aqueous extract of hog intestinal mucosa. TIic tests with uterine ex- 
tract were made at 4.0® in the presence of 0.001 m Zn'*"^ and 0.15 m phosphate buffer at 
pH 7.8. The test solutions with the muscle extract contained 0.001 m Mu"'""'* and vero- 
nal buffer. The experiments with the crude intestinal extract contained 0.04 m 
veronal and no added metai ion. The proteolytic coefficient C = K/E^ where K is 
the first order velocity constant for the enzyme concentration E given in ing. of 
protein N per cc. of test solution. 


Tissue extract 

Enzyme 

concentration 

Time 

Hydrolysis 

K X 10"8 

C average 


mg. protein 

N per cc. 

hrs. 

per cent 



Human uterus 

0.00346 



1,04 

0.30 


0.00692 



1.98 

0.29 


0.0102 



3.04 

0.30 


0.0138 



4.0 

0.29 





4.4 

0.32 


0.0277 



8.3 

0,30 


0.0415 



12.6 

0.30 





11.9 

0.29 


0.0692 



19 

0.27 





20 

0.29 

Rat muscle 

0.109 

7 

28 

0.34 




24 

73 

0.39 

0.0034 


0,163 

3 

18 

0.46 




5 

33 

0.57 




6 

39 

0.60 i 




7 

46 

0.64 

0,0035 


0.218 

2 

18 

0.73 




4.5 

35 

0.70 




5.5 

43 

0.75 




7 

54 

O.Sl 

0.0034 


0.272 

2 

22 

0.89 




3 

33 

^ 0.95 




4.5 

46 

0.97 




5.5 

54 

0.99 

0.0035 


0.408 

1.5 

29 

1.67 




2 

36 

1.50 




2,5 

42 

1.55 




3 

1 47 

1.55 




4 

57 

^ 1.55 

0.0039 

Hog intestinal mu- 

0.104 



1 2.5 

0.024 

cosa 

0.26 



1 6.4 

0.025 


0.52 



J2.0 

0.023 


Maschraann (7) has suggested that the hydrolysis of certain dipeptides, 
including GL, is performed by substrate-specific enzymes. However, 
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tests iiiiist be performed with appropriately siihstitutcd derivatives in 
order to dc^temiiiie tlie specificity of the enzyme involved in eacli instance. 
Thus, wliile the h^'^irolysis of glycylglycine is apparently due to a specific 
<lip(^piid[ise (2), the hydrolysis of i.-leiicylglycine is pcrfoi'med t)y an enzyme 
\vhi(;h has thc^ specafieity of an aminopeptidase (5, 8). 

Ill Tal)!c IV a, re given some data on the specificity of the extracts of 
luimaii utnrus and of rat muscle. The uterine extracts show no splitting 
of caiTohenzoxyglycyl-L-lcucine, indicating that a carboxypeptidase is not 
invoh^ed and tliat a fi'ee amino group is essential. The slow hydrolysis of 
(;arhol.Kmzoxyglycyl-L-leucinamidc is not activated by and requires at 



Fkj. 3. Kffect of coiicontraiion of (in moles per liter) on the proteolytic 

coefficient for hydrolysis of glycyl-L-leucine by Preparation A of hog intestinal 
mucosa. For each experimental point, the enzyme (0.514 mg. of protein N per cc.) 
was inciil,)atcd with Mn^’+ for 3 hours at 40° in the presence of 0.3 M phosphate buffer 
at pll 7,7. An aliquot was then added to the substrate solution buffered with 0.1 m 
phospliatc at i)ll 7.8. The concentration of enzyme in each test solution was one- 
fifth of the incubation value. Correspondingly, the plotted Mn'*'’^ values are those 
for the teat solutions; the incubation mixtures contained five times as much. Each 
|)lotted point is the average of two independent kinetic runs made on successive days. 

Icuvst 10 times the amount of enzyme necessary for hydrolysis of the free 
peptide, ddiis hydrolysis must therefore be due to an endopeptidase of a 
different cluirar;ter. 

With th(‘, uterine enzyme at a concentration of 0.082 mg. per cc., the 
hydrolysis of (IL is nearly complete in 1 hour, while the hydrolysis of 
glycyhb-leucinamide (GLA) proceeds quite slowly. With a 5-fold increase 
in enzyme concentration, it was noted that the initial hydrolysis of GLA 
is sliglitly inhibited by ZiV"^, but is strongly activated by More- 

over, in the presence of Mn*^*^ both of the sensitive peptide bonds are hydro- 
lyzed. It has recently been found that a highly purified preparation of 
leucine aminopeptidase rapidly hydrolyzes the amide bond of GLA to form 
GL and ammonia.^ Since the aminopeptidase which is activated by Mn++ 
is present in all crude tissue extracts, it introduces a complicating factor, 

^ Smith, E. L., and Slonim, N, B., to be published. 




16 


STUDIES ON DIPEPTIDASES. II 


It appears that the initial hydrolysis of GLA must take place at the amide 
bond by tlic action of the aminopeptidasc; this is followed by the scission 
of the formed GL by the dipeptidasc. 


Cilyc\vl"C-loiicinan:iide 


I iCiici n c aniii u )pep tidase 


(jlycyl-L-leucinr 

Glycine + leucinn 


Nil; 


Glycyl-L-ieiicino 

drpeptidase 


Table IV 


Specificity of Glycyl-iAeAfcinc Dipeptidase 
The experiments were performed a,t 40° in 0.1 m phosphate buffer at pH 7.8 with 
a substrate concentration of 0.05 m. Carbohcnzoxyglycyl-L-leucinanudc was only 
partially in solution. Hydrolysis is ex})rcssod as 100 per cent for tlio completes 
splitting of one peptide bond. 


Tissue 

Substrate 

Enzyme 

concen- 

tration 

Metal 

Time 

Hydrol- 

ysis 



mg. 

protein N 
per cc. 


hrs. 

per cent 

Human uterus 

Giycyl-L-Ieucine 

0.082 

0.001 M 

1 

91 


Carbobenzoxyglycyl-L- 

0.82 

0.001 “ ‘‘ 

22 

4 


leucine 

Ca r b obe nz oxy gly cy 1 - l- 

0.82 

o 

o 

o 

5 

28 


leucinamide 



22 

57 


Glycyl-L-leucinamide 

0.082 

0.001 

3 

20 . 

3 

10 


it 

0.41 

0.001 “ “ 

f ! 

9 





3 

10 





20 

i 0 


ti 

0.41 

None 

,1 

4 





3 

13 

! 




20 

103^ 


(C 

0,41 

O.OOJ. m: 

1 

20 





3 

95 





20 

! 1B5^ 


L-Leucinamide 

0.205 

0.001 “ 

3 

! 88 

Rat muscle 

Glycyl-L-leucinc 

0.24, 

0.001 “ Zn-n- 
0.001 ‘'Mn-i + 

3 

3 

1 84 

1 4:9 


Carbobonzoxyglycyl-L- 

0.05 

0.001 “ 

23 

3 


leuciiie 

Carbobenzoxyglycyl-L- ■ 

0.95 

0.001 “ “ 

23 

10 


leucinamide 


None 

23 

27 


G lycyl-L-leucinamide 

0.24 

0.001 M Zn+-'' 

3 

10 





20 

44 


(t 

0.24 

0.001 

3 

31 





20 

133* 


* 100 per cent for the splitting of one peptide bond. 
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If tlie initial hydrolysis were due to the dipcptidase, Zil++ should exert a 
strong activating effect. Since it has not yet been possible to remove the 
aminopeptidase from these preparations, the question must remain open 
whether tlie enzyme which splits GL has a very slow action on GLA. 
Nevertheless, the GL-splitting enzyme does appear to have the specificity 
of a dipeptidase, since its action on the substituted compounds must be 
very slight indeed. 

The crude extract of rat muscle shows a specificity similar to that of the 
uterine extract (Table IV). Here also, the differential effects of Zn+"'" and 
on the splitting of GLA can be used to distinguish between the action 
of the lVIn++-activated leucine aminopeptidase present in this tissue (3) 
and the ZiV'+-activated dipeptidase which acts on GL. With this extract, 
the endopeptidase action on carbobenzoxygiycyl-L-leiicinamide is in- 
hibited by Zn+'^. 

With extracts of hog intestinal mucosa and rabbit muscle, it is not pos- 
sible to utilize tho two metals in differentiating between the leucine amino- 
peptidase and the GL dipeptidase, since both of the enzymes from these 
tissues arc activated by Mn+'^. Hence, the consecutive splitting of both 
peptide bonds of GLA proceeds with great rapidity in the presence of 
Nevertheless, since the leucine aminopeptidase of hog mucosa has been 
obtained substantially free of the GL dipeptidase,^ it appears legitimate to 
ascribe to the aminopeptidase all of the activity of the crude extract towards 
GLA, particularly since the purified enzyme shows this action to approxi- 
mately the same relative extent as does the crude preparation. 

DISCUSSION 

The demonstration that the hydrolysis, of GL is due to a dipeptidase 
provides the second instance in which it has been showm that the splitting 
of a dipepiide is due to a specific enzyme. The hydrolysis of glycylglycine 
has also recently been indicated to be due to a specific dipeptidase (2). 
Although the use of substituted compounds has provided the evidence for 
classifying these hydrolytic enzymes as dipeptidases, it is premature to 
conclude that other dipcptidcs are not hydrolyzed by these enzymes. 
The fact that ZiW*' is a specific activator for two of the enzymes which 
split GL immediately differentiates these from the many other enzymes 
which split simple dipeptides and which are not activated by this metal 
However, Zn^"^ has recently been reported to be the metal involved in a 
dehydropeptidase (8). We have found that the hydrolysis of glycyl-L- 
tryptophan by preparations from human uterus is also activated by Zn"**^. 
Nevertheless, it can be stated that the hydrolysis of GL and of glycyl-L- 
tryptophan is due to distinct enzymes, since the GL dipeptidase is de- 
stroyed to a much greater extent by heating to 50® for 10 minutes than is 
the enzyme which splits glycyl-u-tryptophan. Up to the present time, we 
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have not been able to obtain any evidence that the dipepticlase which splits 
GL possesses any other type of action. 

The assistance of Mrs. Toshiko Shimizu is gratefully acknowledged. 

EXPERIMEm’AL 

Hydrolysis was measured by the titration of liberated carboxyl groups 
by the method of Grassmann and Heyde (9). The substra(.('.s W('re pi-est'iit 
at a concentration of 0.05 m. Hydrolysis is expressed as 100 per coni, for 
the complete splitting of one peptide bond. The acetone-di'ied pr(![iarvi- 
tions of human uterus and of the rat muscle (ixtract have alixxnly Ixx'ii 
described (3). The substrates prepared were as follows: glycyl-x.-lt'ucim; 
(10) and carbobenzoxyglycyl-L-leucinc (11). Carbobenzoxyglycyl-r.-hai- 
cinamide and glycyl-n-leucinamide hydrochloride will be described later.' 

SUMM.XRY 

1. The enzymes of human uterus and rat muscle which hydrolyze 
glycyl-L-leucine (GL) are activated by Zn++; the corresponding enzym(‘s of 
rabbit muscle and hog intestinal mucosa are activated by Mn++. Maximal 
activity in all cases is obtained with phosphate buffer apparently becau.s<f 
of the binding of Ca++ which is an inhibitor of these enzymes. 

2. With activating metal and phosphate buffer, the hydrolysis of GL 
proceeds ivith the kinetics of a first order reaction, and is proportional to 
the enzyme concentration over a wide range. 

3. After precipitation and dialysis of the GL dipeptidase of hog intes- 
tinal mucosa, the activation by Mn++ is a time reaction. 'I’he act ivity of 
the enzyme at different Mn++ concentrations shows a typical ma,ss Ioav 
relationship with an apparent dissociation constant of 1 .8 X 10 '. 

4. The GL-splitting enzymes possess the specilicity of dipe'pt.idasc's, sinc(> 
carbobenzoxyglycyl-L-leucine, carbobenzoxyglycyl-L-leucinamide, and gly- 
cyl-L-leucinamide are hydrolyzed either not at all or only \'ery slowly ley 
the dipeptidases. 

5. Extracts of human uterus and rat muscle contain an endopeptid;isc 
which slowly splits carbobenzoxyglycyl-L-leucinamide. This hydrolysis 
is not activated by metal ions. 
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recognition that the hydrolysis of the peptides, glycylglycine and 
/cyl-L"leucine, is due to specific dipeptidases (1--3) has led to a search for 
.in explanation of why the responsible enzymes should require such ex- 
tremely specific substrate configurations. While a complete description is 
obviously not yet possible, a partial answer seems to be in the r61e that cer- 
tain metals play in these hydrolytic reactions. It was suggested that, in 
the case of glycylglycine dipeptidase, the function of Co*^ is to act as a 
bridge forming a coordination compound involving the substrate, on the one 
hand, and the protein on the other (1). This hypothesis arose from the 
observation that at pH 7.6, where the enzyme is maximally active, Co+'^ 
coordinates much more readily with glycylglycine (GG) than it does with 
triglycine or glycine, as judged by the relative effect of these compounds 
on the absorption spectrum of Co"^. This suggestion has now been sub- 
jected to further test in several ways. First of all, it has been found that 
those substituted compounds which are not split by the enzyme react either 
weakly or not at all with Co+'^. Secondly, an additional substrate for the 
GG dipeptidase has been found in sarcosylglycine (SG), and this compound 
coordinates readily with Co‘^. From the closely parallel data of the speci- 
ficity of the enzyme and the specificity of complex formation with Co‘‘"+, 
some evidence is available regarding the types of linkage involved. 

The observations with Co'^'+ are facilitated by the characteristic absorp- 
tion bands which can easily be studied, unlike the coordination of other 
metals with peptides in which we have observed only a change in the ultra- 
violet end-absorption. On the other hand, certain difficulties appear in 
this work with namely, the reversible oxygen binding and subsequent 
irreversible slow oxidation which may occur with some of these chelate com- 
pounds, as beautifully demonstrated by Burk and his collaborators (4). 
Nevertheless, that other effects may be found in the absence of the enzyme 
should not detract from the primary matter of whether or not coordination 
takes place. 

This work was aided by a grant from the United States Public Health Service, 
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Specificity of Glycylglycinc Dipeplidase 

It is shown in Table I that two tissue extracts ricli in iliis di|)<^pt,ic!a.sc5 ( i ) 
readily split SG and that this hydrolysis is sti*o'n.H;ly by (A) '' ■ in 

the same degree as the lyydrolysis oi‘ (.IG. Neitlier ol’ (host* luis die 

slightest detectable ctfect on glycylsarcosiuc or NHliiiudhylglytiylgiyv/iiicy 
this is particularly striking with the uterine extra, ct, where" no spiitiing \v:i^ 
observed in 21 hours with 40 times the amount of ("uz^aue iicHi("ssa,ry lor com 
plete hydrolysis of GG in 3 hours. Although giycylsarcosine ha.s prm’ioiisl 
been shown to be resistant to hydrolysis (5, G), this has been rcim'csiign.tc 
because of the pronounced activation of GG dipeplidase l)y (A.;d‘"^y wh' 
was unknown w^hen the earlier work was performed. 


Tablk I 

Specificily of Glycylfiycine Dipeptulasc 

The experiments wore performed at 40° in 0.1 m pliosphato l)urfer n,t pH 7.0 (,i> 7.7. 


Tissue 

Substrate 

ProUnii N 
per cc. 
test 

soluU«.m 

Time 

i 

Uydrul 

o.nni m; 

i 

yi'Tv 

No 



mg. 

hrs. 

per cent 

per tent 

Rat muscle 

Glycylglycinc 

0.20 

8 

on 

'[ is 


Sarcosylglycine 

0.60 

20 

68 

i8 


N ‘Dimethyl glycylglycinc 

0.80 

20 


1 8 

i 

Giycylsarcosine 

0.80 

20 

0 

I 

Human uterus 

Glycylglycinc 

0.02 

8 

101 

6 


Sarcosylglycine 

0.40 


102 

1 8 


N -Dimcthylglycylglycine 

0.80 i 

21 

■i 

2 


Giycylsarcosine 

0.80 

21 

i 2 

I 2 


It has already been demonstrated that the hydrolysis of (4(5 follow's tin* 
kinetics of a zero order reaction with extracts of hunia,n uiemis or ra.li muscle 
(1) ; this is likewise true for the enzyme of hog intestinal nuic,osa, (T'a,ble 11 ). 
With all three extracts, the hydrolysis of SG also follows the zero order 
kinetics. Jx®, the zero order velocity constant, is cal(ui!a,tied as }>er cent 
hydrolysis per minute, and is lOfiE, wliere E is in mg. of prot-ein N por 
CG. K%g is proportional to the enzyme concentration, as shown in Tal 4e ! I 
for the uterine extract. 

The GG dipeptidase from hog intestinal mucosa is relatively lal)ile civcm 
on standing in the cold. AfterS days, C%g decreased from 15.;} to 4 A], or 
times. Similarly, CV. decreasedfrom 1.07 to 0.29 or 3.7 times. The paral- 
lel loss of activity for the two substrates is further evidence Unit the samc^ 
enzyme is responsible for both actions. Similar results have also lieeii ob- 
tained with the labile GG dipeptidase of rat muscle. 
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From the data in Table II, the proteolytic quotient Q, C'‘’go/C'®sc> maybe 
calculated for the three extracts. For i-at muscle Q — 11.7, for intestinal 

Table II 

Kinetics of Hydrolysis of Sarcosylglycine 
The tests were made at 40° in the presence of 0.001 m CoCIs« The solutions were 
buffered at pH 7.6 to 7.8 with 0.02 m veronal (rat muscle) or 0.1 M phosphate (uterus 
and intestinal mucosa). The preparation from intestinal mucosa was a fresh aqueous 
extract of an acetone-dried powder; the aged extract had been ailoived to stand at 5° 
for 5 days. is the zero order velocity constant expressed as per cent hydrolysis 
per minute. C®, the zero order proteolytic coefficient, is K^/E^ where E is in mg. of 
protein N per cc. 


Tissue 

Substrate 

Protein N 
per cc. 
test 

solution 

Time 

Hydro- 

lysis 


O 



mg. 

min. 

per cent 



Rat muscle 

Glycylglycine 

0.059 



0.61 

10.4 


Sarcosylglycine 

0.108 

ISO 

17 

0.094 





240 

23 

0.096 





300 

29 

0.097 

0.89 

Human uterus 

Glycylglycine 

0.0-11 



0.69 

16.8 



0.082 



1.28 

15.6 


Sarcosylglycine 

0.082 



0.31 

3.8 



0.123 



0.41 

3.3 



0.205 



0.62 

3.0 



0.246 



0.87 

3.5 



0.41 

15 

19 

1.27 



1 i 


30 

s 38 

1.27 




i 

45 

56 

1,24 





60 

i 75 

1.25 

3.1 

Hog intestinal mucosa 

Glycylglycine 

0.0416 

30 

17 

0.57 




1 

60 

38 

0.63 





90 

01 

0.68 





120 

79 

0,66 

15.3 



0.0416 

120 

11* 




Sarcosylglycine 

0.208 

90 

19 

0.21 





150 

36 

0.24 



! 

1 

180 

40 

0.22 




i 

300 

65 

0,22 

1.07 



1 

t 

300 

19* 



< e i (,• <.*4 

Glycylglycine 

0.0416 



0,19 

4.6 

(aged 5 days) 

Sarcosylglycine 

0.208 



0.06 

0,29 


* These test solutions did not contain added 


mucosa Q — 14.3, and for uterus Q = 4.8. If the activities were completely 
homospecific, Q should be the same for all three extracts. With extracts 
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of rat muscle and hog mucosa, consistent values of (i wcirc always olitalned 
(Table III). However, with some extiwits of human utenis valiu's of 1(5 
to 12 were found. While the data were rcasonaldy <u)nsis(.i'ul for (f’ufi. tlie 
variation appears to be in the rate of hydrolysis of i^( !. t'rom this, it would 
appear that the CKl dipeptidases of different tissiujs are homosp(‘cilic, i)ut 
there is probably some additional factor in uterine (ixt racts wiiich is (u)n- 
cerned in the hydrolysis of SCI. 


Tabck in 

Proteolytic. Quolicnlfi for Glycylglycinc Dipcplidim'« 


Tho experiments wore porfonnod .at 40° and pll 7.0 to 7.S with 0.02 m vi-nmal or 
0.1 M phosphate in the presence of 0.001 M Co''*'. The proUiolytio (luidicnt -- 
C«oo/C'»so. 


Preparation 

Buffer 

^ C,Q 

sc; 

Proteolytic 

(}iioti(;»t 

1.* Human uterus 

Phosphate 

1,6.2 

3.4. 

4.8 

2. “ 

ti 

15.3 

3.1 

•1.9 

3. 

a 

IS.S 

4.6 

l.l 

4. “ “ 

Veronal 

13. S 

1.37 

10. ! 

5. 

Phosphate 

18. S 

1.6! 

PI.7 

6. “ 

Veronal 

12.2 

1.07 

11.4 

1.* Rat muscle 

a j 

10.4 

0.98 ' 

,11.7 

2. 

a \ 

10.3 

0.81 

12,7 

3. 

Phosphate 

4.5 

0.46 

9.8 

1.*’’ Hog intestinal mucosa 


15,3 

1.07 

14.3 

e) a i< i( 

a 

14.5 

0.89 

16.3 

0 a u ic 


11.5 

1.03 

11.2 


* These arc the preparations used for the experimentH in Tahli; 11. 


Hydrolysis of Sarcosyl-h-lmciitc 

Thus far, the only other specific dipeptidase action has \mm ascribed to 
the enzymes of various tissues which split glyc.yl-n-haiciiHi ((lb) (2, 2). It 
was of interest to ascertain whether those enzymes ar(^ (iapabhi of .-icting on 
the analogous methylated peptide, sarcosyl-L-lcucino (Sb). It was found 
that the Mn++-activated GL dipeptidase of hog intestinal mucosa does 
hydrolyze SL. The splitting of SL is also activated by Mu ' and shows a 
first order rate of hydrolysis only after the enzyme has been prchunibal.ed 
with Mn++ (Table IV). Similarly, the Zn++-activated dipeptidase of 
human uterus hydrolyzes SL and this hydrolysis is activated by Zib^' 
also. This splitting of SL likewise follows the kinetics of a first oi’der 
reaction. It should be noted that for the intestinal preparation Q for 
C^gl/Gsl is 17, while for the uterine extract Q is 74. Obviously, flic two 
systems do not appear to be completely homospecific. 
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Coordination Compounds of Cohalt and Peptides 

Measurements of absorption spectra were made in a 1 cm. quartz cell 
at room temperai.iire with a Beckman ultraviolet spectrophotometer. A 
solution of the compound was adjusted to pH 7.6 to 7.8 with 0.1 m NaOH, 
and (loCls was added. The final concentrations were 0.125 m for the com- 
pound and 0.01 m (,^0+"*“. The spectrum was measured after the solution 
was allowed to stand for 18 to 24 hours. Since no anaerobic precautions 
were taken, those compounds which coordinated with 00 "^+ may have 
undergone some formation of the oxygen binding and oxidation complexes 

Table IV 

Hydrolysis of Sarcosyl-’L-leucine 


The tests wore performed at 40° and pH 7.7 in 0.1 m phosphate. The intestinal 
Preparation A was incubated at 40° for 3 hours with 0.02 m Mir’"'' before addition to 
the test solution. Cn is the first order proteolytic coefficient. 


Tissue 

Substrate 

Metal in test 
solution 

Protein N 
per cc. 
test 

solution 

Time 

1 Hy- 

drol- 

ysis 

o 




mg. 

hrs. 

per 

cent 


Hog iutiCstiinal 

Glycyl-L-lcucine 

0.002 M Mn++ 

0.103 



0.031 

mucosa 

Sarcosyl-L~leucine 

0.007 “ 

0.362 



0.0018 



None 

1.03 



0.00015 

Human uterus 

CUycyl-L-lcucine 

0,001 M Zn' + 

0.0197 



0.31 


8arcosyl”L-loucine 

0.001 “ “ 

0.59 

0.5 

16 

0.0043 





1.0 

31 

0.0046 





1.5 

40 

0.0043 





2.0 

46 

0.0038 





2.5 

56 

0.0040 


it 

None 

0.59 

1.0 

IS 

0.0025 





2.0 

30 

0.0022 





2.5 

35 

0.0021 


described l)y Ihirk ei aL (4). However, the interest in this study was 
whetlicr coordination took place at all, and not in the secondary fate of the 
coordination compound in the absence of the enzyme. It has already been 
demonstrated (1) that the product formed by the action of the enzyme on 
GG is glycine. 

The following glycine derivatives which are not hydrolyzed by GG 
dipeptidase sliovred no change or only a very small increase in the intensity 
of the absorption spectrum: glycinamide, benzoylglycine, benzoyl- 
glycylglycine, carbobenzoxyglycylglycine, glycylsarcosine, and N-dimeth- 
ylglycylglycine. The sparingly soluble benzoylglycinamide and carbo- 
benzoxyglycylglycinamide did not show any reaction with 00++. In 
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addition, no coordination took place with /S-aJanjdglyeinc or ii'-alanyl-fl- 
alanine, but glycyl-/i-alanine and glycyl-L-aianine did show slight coddciti^c 
of coordination. 



Fig. 1. Absorption spectra of sarcosylglycine, glycylsiireoaim;, aiid glv(wigl.v- 
cinamide after standing with 0.01 m CoGh for 21 hours. 



Fro. 2. Absorption spectra of L-Icucylglycino, glycyl-n-leuciiio, and glycyl-p- 
prolme after standing with 0.01 m CoClj for 24 hours. ^ ^ 


It has already been reported (1) that GG forms a compound whicli gives 
a strong intensification of the absorption bands of Co‘*-+. This compound 
has its maximal absorption of 520 m^t. Sarcosylglycine forms a similar 
complex, and the maximal absorption in the visible is at the same wave- 
If! . the intensity of the band is somewhat less than 

that oi the GG complex. Glycylglycinamide, which is resistant to the 
oipeptidase, also forms a coordination complex with Co++ (Fig. 1). How- 





Ec h. BMITB 


27 


eveXj wli'ile tlic lieigM of the band is like that of SG rather than GG^ the 
position of the maximum is at 480 mpL. The spectrmTi of the weak com- 
plex of with g!,ycylsarcosine is also sliowm in 'Fig. !« C 0 CI 2 (0»01 m) 
lifiB an absoi/ption maximum at 510 m/x with an optical density of 0«05« 

It wa.s found tliat L-Ieucylglycine coordinates much more strongly with 
(jo++ than, does glyeyl-n-leiicine (Fig. 2). Obviously j there is considerable 
specificity in the formation of these complexeSj even with unsiibstitiited 
peptides. The peptide glycyl-L-proline, which does not possess a peptide 
hydrogen, shows only weak coordination with Co"^. 



Z5U 3D0 35D 400 450 500 55D 6DD 

WAVE JLENGTH IN 10^ 

Fig. 3. Tlic al'jsorptioii spectrum of L-leucylglycine (0.125 m), which had been 
aJlowcd to Siam:! with 0.01 m MnCh for 24 hours at room temperature. This is com- 
|iared with ilic speciriim of the free peptide and 0.01 m MnCIs. 

Complex formation also occurs with other metals and peptides. Fig. 3 
shows tlic c.*ha,ngc5 in ttie al>sorpt'ion spectrum, which occurs with L-leiicyh 

glycine and at pH 7.7. A similar but weaker increase in absorption 

may also !.)e dcimonstrated with L-leueylglycine and Mg++. This is of con- 
siderablc interest, since the ubiquitous leucine aminopeptidase which 
splits this peptide is activated by Mn+’^ and 

DISCUSSION 

An attempt has l)ecn made to test the hypothesis that the role of metals 
in hydrolytic and other non-oxidative reactions is to act as a bridge in the 
formation of the eiiziyme-substrate complex. This has been investigated 
by the study of complex formation between Co*^+ and a series of compounds 
related to giycylglycine, since this peptide is hydrolyzed by a specific 
enzyme which requires 00 +"^ for its activity. An obvious parallelisin 1ms 
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been found between the compounds which form a complex and diosc^ 
Avhicli arc split by the dipcptidase. This is summarized in Tahlc.^ \ . The 
(lata are taken from this paper and an earlier one (1). 

The data indicate to some extent the manner in which conit)l(^x Inrimslion 
must take placed Since sarcosylglycinc forms a compoinui Aviili ( ^ and 


II 



is hydrolyzed by the dipeptidase, one free hydrogen (If') is suffi(h(aii, on i lu^ 
amino group. The nitrogen must be basic since the acylated compounds, 
carbobenzoxyglycylglycine and benzoylglycylgiycino, do not coordinate, 
and are not split. The inactivity of the strongly basic com|)oiind N- 
dimethylglycylglycine shows that basicity is not a sufficient rc(|uir(^ment; 
one free hydrogen must be present on the terminal amino group. 

It is well known that coordinates best with compounds like; etliyl- 
enediamiiie, where chelate rings are possible. Therefore, the |)(;piide. 
hydrogen (H") must be present for a chelate complex to 1)0 formed. Tin; 
weak complex of glycylsarcosine with shows this t-o lx; the; <;a,s(;, 

and this oompoimd is completely resistant to the enzyme. The (.(^ndenurv (;f 
-^0 iovm five-membered chclatc rings is illustrated by the failure; t.o 
observe any coordination with i 6 -alanylglycine and /i-aliinyl-Z^-alanirH;; 
neither of these compounds is hydrolyzed by (IG (iip(;ptidast; (7). How- 
ever, the enzyme may have a slow action on glycyh/J-alanine (7) a.nd tlic;rc; is 
some evidence of weak coordination of this compound with Go * * . 

Glycylgiycinamide is not hydrolyzed by the dipeptidasc;. Howcvc;r, it 
does form a chelate complex with Co++ but of a somewhat different (;hanu;- 
ter than glycylglycine as indicated by the shift of 40 m/x in tlic princiipal 
absorption band. Whether the free carboxyl group is necessary for (xmi- 

1 In the absence of the enzyme, coordination probably involves 2 moles of the com« 
pound with 1 of 00“^+ for those substances in which formation of the chelate compound 
is possible. However, with molecules like glycine, 4 moles would coordinate with 
each 00"^+, 
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biiiatioii with 00 +"*“ or with the protein is still undecided, although it 
would seem probable that Co+'‘" forms a chelate complex with the protein 
also. Of the four coordination places which Co'^'^ has available, two must 
be with the peptide, and at least one with the protein. Complex formation 
between metals and proteins is, of course, quite well known (8). The 
fact that for certain enzymes the activation by the metal is a slow reaction 
indicates that complex formation, and not a simple ionic reaction, is 
occurring. This was first described for leucine aminopeptidase (9, 10) 

Table V 

Action of Glycylglycine Dipeptidase and Complex Formation with 
The optical densities (I cm. cell) were measured with a solution of the compound 
(0.125 m) and Coda (0.01 m) at pH 7.6 to 7.8 after 18 to 24 hours at room temperature . 


Compound 

Hydrolysis by 
dipeptidase 

Optical 

density 

Wave-length 

Glycylglycine 

4- 4-++ 

2.0* 

mix 

520 

Sarcosylglycine 

4-+ 

0.60 

520 

N"Dimethylglycyl glycine 

- 

t 


Glycylsarcosino 


0.17 

500 

Glycylglycinamide 


0.73 

480 

Glycinaraide 

- 

0.15 

500 

Glycine 


0.16 

500 

Tri glycine 

- 

0.49 

500 

Benzoylglycylglycine 

_ 

0.06 

510 

i£?-Alanylglycine 

- 

t 


/3-Alanyl-/3-alanine 

— 

t 


Glycyl -/3-alanine 

=b 

0.17 

500 

Glycyl-L-alanine 

- 

0.28 

505 

O.OlMCoCla j 


0.06 

510 


After 3 liours, the value was 0.52. 
t Precipitation of gelatinous cobalt hydroxide. 


and has since been found for arginase (11), phosphatase (12), prolidase 
(13), and glycyl-L-leucirie dipeptidase (3). The rate of such reactions 
seems to vary quite widely, and to depend on many factors. The more 
highly purified enzymes seem to react more slowly than do many crude 
preparations. Thus far, we have been unable to detect any activation 
time of glycylglycine dipeptidase and nor have we observed any 

increase in rate of splitting of GG by prior incubation of substrate and 
Co++. 

It is apparent from this hypothesis that a part of the specificity of the 
enzyme must reside in the ability of the metal to undergo complex forma- 
tion both with the substrate and with the protein. This would help to 
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explain the extreme metal specificity shown by many enzymes, iocliuling 
the peptidases. However, this must be stated as a iiccess;),r.y cduditio?} 
for enzyme action, but is not a sufficient condition, since the niajor s'liKynso 
specificity must bo due to the protein moiety. 

Green, Herbert, and Subrahmanyan (14) hav<^ propori<;<l ilint Uu' role of 
the metal ion in earboxjdase is to bind diphosphotliianiinc !o i lio prolein 
moiety of the enzyme. However, their data do not exclude Hie pos.sibiiily 
that the linkage is in the order protciii-diphospliotiiiiiinino-inotai. Wil li 
the peptidases, no other dissociable prosthetic group ot her than m<'fa! 
has yet been found, although leucine aminopeptidase and prolidase have 
now been extensively purified. Here the metal must form the link Ix'tw cj'n 
the enzyme and the substrate. 

Thus far, the hypothesis of the rfile of Clo'*"'' in tlie action of glycyl- 
glycine dipeptidase has fulfilled every test to ivhich it lias been sulijeuti'd. 
It is likely that this proposal can be extended to other pi'plidasiis and 
additional types of enzymes. No other suggestion to explain why melals 
are required in hydrolytic reactions has been proposed, anti it, is difliciill, 
to conceive of any other function whicli these metals could ha ve. 

The assistance of Douglas M. Brown a,nd Mrs. Ikisliiko Shimizu is 
gi’atefully acknowledged. 


EXPERIMENTAL 

Hydrolysis was measured on 0.2 cc. samples by the liberation of car- 
boxyl groups by the method of Grassmann and Heydc (15) . The sulisl.ral es 
were used at 0.05 m in 2.5 cc. volumetric flasks, 'rho rat muac.h! extract, tu id 
the acetone-dried preparation of human uterus have alioacly i)e<‘n de- 
scribed (1). For glycylglycinc dipoptidasc, a fresh aqueous exl,raet of 
hog intestinal mucosa was used. For glycyl-T,-leucin(' diix'piidase, f.lie 
crude aqueous extract of mucosa was preciiiitatod with anunoriium sulfate 
and dialyzed (3). 

Sarcosyl-h-leucine — 6 gm. of chloroacetyl-L-lcucino (IG) were; allowed to 
stand in a pressure bottle at room temperature for 2 days \vil,h 30 (•,<;. of 35 
per cent aqueous methylamine. The solution was diluled iv'il.h watei' and 
concentrated to a thick syrup under reduced pressure repeatedly willi 
ethanol. The gelatinous residue was dissolved in ethanol and prccipil ai,cd 
with ether. Yield, 5.1 gm. The compound was recrystallized from 
ethanol as needles; m.p. 187°. 

CsHisOaNj. Calculated. C 53.4, H 9.0, N 1.3.9 
202.3 Found. “ 53.4, “ 9.0, “ 13.8 

fain*'* = —30.4° (2.2% in water) 
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N -Dimethylglycylglyc^^ Hydrochloride — 5 gm. of cHoroacetylglycine 
(17) were dissolved in 20 cc. of 25 per cent dimethylamine and allowed to 
stand at room temperature for 4 da3^s. The solution was concentrated 
in vacuo repea, tedl„y with ethanoL The thick syrup was taken up in hot 
butanol and, filtered. On cooling the solution, 3.4 gm. of the crystalline 
product were obtained. In order to remove the dimethylamine hydro- 
chloride, the substance was dissolved in water and crystallized as fine 
needles by the addition of ethanoL After one more recrystallization, the 
melting point was 18G-187®. 

CJT13O3N2CL Calculated. G 36.7, H 6.7, N 14.3 
19G.G Found. “ 36,7 6.6, 14.3 

Sarcosylglycine — This was prepared as described by Levene, Simms, and 
Pfaltz (17). 

CUycylsarcosine---Th.is was synthesized by the procedure of Bergmann, 
Zervas, Schleich, aii(„l Leiiiert (G). 

SUMMARY 

L Preparations of glycylgl^mine dipeptidase from human uterus, rat 
muscle, and hog intestinal mucosa hydrolyze sarcosylglycine. This h3^droly- 
sis, like that of glycylglycine, is strongly activated by 00"^+, and follows 
the kinetics of a zero order reaction. The enzyme has no demonstrable 
action on glycylsarcosiiie or N-dimethylglycylglycine, 

2. Tfi.e glycyl-L-lcucine dipeptidases of hog intestinal mucosa (Mn“^“+ 
activation) and human uterus (Zn^*^ activation) hydrolyze sarcosyl-L- 
leucine. These splittings follow first order reaction kinetics. 

3. coordinates rcadil3^ with glycylglycine but not with most of the 
substituted derivatives of the dipcptide. In view of the parallelism be- 
Invecn the aljility of Co+~^" to coordinate and the abilit3^ of the enzyme to act, 
it is proposed that ilicp’ole of metals in hydrolytic reactions is to act as a 
bridges in the formation of the enzyme-substrate complex. 
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THE SYNTHESIS OF S-BENZYLTHIOPYRUVIC ACID AND ITS 
CONVERSION TO N-ACETYL-S-BENZYL-l-CYSTEINE IN 
THE RAT ; UNAVAILABILITY OF THIOPYRUVIC ACID 
TO RATS FOR GROWTH PURPOSES* 

By JAKOB A. STEKOLf 

(From, the Lankenau Hospital Research Institute and The Institute for Cancer 
Research, Philadelphia) 

(Received for publication, May 13, 1948) 

Some time ago we demonstrated the acetylation of S-benzyl-L-cysteine 
in the dog, rabbit, rat, and man (1-3). Administration of S-benzyl-n- 
cysteine to rats (4, 5) or man (3) was followed by the excretion of some 
“N-acetyl-S-benzyl-L-cysteine, thus indicating a partial inversion of the 
D derivative of cysteine to the optical antipode. Ample experimental 
evidence is available to show that oxidative deamination of n-amino acids 
occurs in vivo and in vitro. In an attempt to explain the inversion of S-* 
benzyl-n-cysteine in vivo, it has been postulated that S-benzylthiopyruvic 
acid is formed in vivo as the intermediate (2-5). S-Benzyl-n-cysteine is 
readily deaminated oxidatively by rat kidney preparations (6), and a 
hydrazone of a keto acid has been isolated from rabbit urine following the 
administration of S-benzyl-L-cysteine, which was presumably the hydrazone 
of S-benzylthiopyruvic acid (7). Previous experiments have shown that 
the a-hydroxy analogues of S-benzyl-L- and S-benzyl-nn-cysteine are 
excreted unchanged by the rat, suggesting that the rat is unable to oxidize 
the hydroxy acid or to aminate it (8). 

In the present study we prepared S-benzylthiopyruvic acid and ad- 
ministered it to adult rats. From the urine of these animals we isolated 
N-acetyl-S-l)enzyl-L-cysteine and identified it in a conventional manner, 
llic demonstration of the asymmetric synthesis of L-cysteine derivative 
from the (corresponding keto acid raised the question of a similar synthesis 
of L-ccy,stciri(i from thiopyruvic acid in vivo. It will be recalled from earlier 
studies tliat D-cystine could not replace L-cystine in the diet of the rat for 
growth purposes (9), although n-cystine was shown to undergo ready oxida- 
tive deamination in vitro by rat kidney preparations (10) , It thus appeared 
possible that D-cystine undergoes oxidative deamination m vivo also, but 
the resulting thiopyruvic acid is metabolized before the synthesis of l- 
cystine can occur. It should be pointed out, however, that in studies on 

This paper was presented at the meeting of the American Society of Biological 
Chemists at Atlantic City, March, 1948. 

t Aided by a grant from the Pardee Foundation. 
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rabbits (11) and dogs (12) it was found that the sulfur of iveystine is less 
readily oxidized than that of the l isomer. In order to test t-hc a-va;ilal)i!ity 
of thiopyriivic acid for growth purposesj we synthesized the acid ej;id ad- 
ministered it to growing rats orally or subcutaneously. N o growiJi slhiii ila« 
tioE was observedj although under similar conditions ir-eysi/ine g:t.ve 
usual growth response. Since thiopyruvic acid is readily oxidizen::! tn vwa 
to yield inorganic sulfate in the urine (13), these data sc^cin to suggest tiiali 
thiopyruvic acid, particularly the thiol group, is metal.)olize(l before tlici 
animal organism can utilize it for L»cystcine synthesis. Once Ihc tliio! 
group of thiopyruvic acid is stabilized by the benzyl group (as in S-benzyl- 
thiopyruvic acid)^ the synthesis of the L-cysteine deriv^itivc can and does 
take placed 

In discussions on N,N^-dimethylcystine (14) the argument was advanced 
that demonstration of the growth-promoting power of tlie melJiylaied 
amino acid was tantamount to demonstrating that its ket«) aiiaiogiu^ \va,s 
also capable of supporting growth. The data preseiitcxl Imre se(^ll!■| to 
suggest that the growth-promoting property of N,N'-dimcH.hyhL-cyst.iiie 
cannot definitely be ascribed to the formation of the keto analogue in vivo. 
Hydrolysis of the methyl groups in vivo to yield L-cystinc appears the mo!‘e 
likely possibility. Had the keto analogue been formed from N^N^-di* 
methyl-L-cystiiie, no growth would have resulted from its forinatioiL I’t 
must be admitted, however, that it cannot be assumed a irrfori that tlie ad- 
ministration of thiopyruvic acid to the rat is equivalent to the siiuai-ioii 
when such a keto acid is formed in the tissues. 

The method which we used for the synthesis of S-beozyliliiopyriivic a.cid 
is based on that reported by Parrod (15). We found, !iow(^.vei‘, ihat con- 
siderable simplification can be introduced in tlic procuidurc?, pa.rtic:ui!a<rly in 
the steps involving the use of sulfuryl chloride, ft. was also found Hi!'!!; 
pyruvic acid can be directly chlorinated with, sulfuryl chlorides to yichl 
cliloropyriivic acid. A brief description of the methods of pre|ia,,nitioii of 
cliloropyruvic and S-benzylthiopyritvic acids and tlieir eihy! c'‘stors, and of 
sodium tliiopyruvate, is presented. As far as we areuuvjirca S-henzyl' 
thiopyruvic acid has not been previously prepared. 

.EXPEEIMENTAL 

Pyruvic Acid Ethyl Ester— Zd.2 gm. of pyruvic acid dissolved in 100 in!, of 
absolute ethanol Vhich contained 0.3 ml. of concentrated Biilfurie luM were 
refluxed for 3 hours. Excess ethanol was distilled off at. atinosi)heric 

Tn a private coimnunication Dr. J. Parrod has just informed us tliat Ik? isolatc^d 
p-iodoplienylmercapturic acid from the urine of rabbits which were fod B»p-iodo« 
phenyltMopyruvic acid. The synthesis of a cysteine derivative from a correftpoiidiiiic 
keto acid is thus not apparently confined to the organism of the rat> 
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pressure on a water bath. The ester was collected, boiling at 44-45® at 10 
mm. The yield was 50 to 60 per cent. 

ChloTopyrmic Acid Ethyl Esler — GO gm. of pyruvic acid ethyl ester were 
dissolved in 220 ml. of sulfuryl chloride and the solution was heated on a 
water bath at C0™65® for L5 hours. The temperature was then gradually 
raised to 90-95® during the next 1.5 hours. Excess sulfuryl chloride was 
removed by distillation at atmospheric pressure. Chloropyruvic acid 
ethyl ester was collected at 79 ® at 9 mm. Parrod (15) reported that 
chloropyruvic acid ethyl ester boils at 90 ® at 15 mm. The yield was GO to 
70 per cent. 

Chloropyruvic /Icid—Tlie compound was obtained by direct chlorination 
of pyruvic acid with sulfuryl chloride, as was described above. Chloro-» 
pyruvic acid was collected, of boiling point 90-97® at 8 to 13 mm. The 
compound solidifies in a cool condenser and it is necessary to warm the 
condenser for efficient collection of the compound. Colorless shiny soft 
crystals were obtained. Tlie compound is a strong vesicant. The yield 
was 50 to 05 per cent. For analysis it was dried at room temperature 
in vacuo over P2O5. 

CsHsOaCl. Calculated, C 29,50, II 2,46, Cl 31.15 
Found. 29.06, 2.55, 31.60 

S-BenzyUhiopyruvic Acid Ethyl Ester — 12.4 gm, of benzyl mercaptan, 
were added to 100 ml. of water containing 5.6 gm. of KOH. With vigorous 
shaking of the solution, 15.1 gm. of chloropyruvic acid ethyl ester were 
added in several portions, the reaction mixture being kept alkaline (not 
below pH 9 to 10) by addition of extra pellets of KOH. The reaction 
vessel was kept immersed in an ice bath. After all of the chloropyruvic 
acid etliyl ester had been added, the flask was shaken for 15 to 20 minutes, 
allowed to strand at room temperature for 1 hour, then placed in the refrig- 
erator for 3 liours. The mass which separated on standing was removed 
l,)y decaiii^a'tion of tfie supernatant fluid and washed with cold water. The 
Bemisolid mass w'as then extracted with ether. The etlicr extract was 
waslied wii/h water, then dried with sodium sulfate. Tlic ether was re- 
moved by distillation, and the residue was subjected once m.()rc to ether- 
water purification. The purified material was dried in vacuo at room 
temperature over P2O5. The compound remained a heavy oil after stand- 
ing for several days at 2®. 

CnHuOgS. Calculated. C 60.50, H 6.88, B 13.44 
Found. 60.10, “ 6.10, 13.63 

2 ^/rDiniifophenylhydrazone of 8-Benzylihiopymvic Acid Ethyl Ester— 0.2 
gm. of 2,4-dinitrophenylliydrazine was dissolved in a little concentrated 
sulfiiiic acid and the solution was diluted with 9 volumes of absolute 
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ethanol To the solution 0.23 gm. of S-bonzylihiopyruvic a^id eiliyl osier 
was added, and the mixture was gently warmed. On (‘ooling, cayst.als 
of the liydrazone separated which were collected .‘ind rcavrystaHizcHl (.hroi^ 
times from al)Sohitc ethanol. After l)ei'ng dried a,t 100^’ tn vaaio ovin* IlOu, 
the compound mellxid at 138-“139‘' (uncorr(H*.ted). 

Gi8l"lisN.i()oB. Cnlculatod. O 51.07, ii 4.ni, M KOCO, B 7.00 
Found. “ 51.90, 4,50, IS. 50, 7.% 

S-BenzyUhiopyruvic Acid— To a solution of 13.2 gm. of benzyl merc^apt.aii 
in 100 ml. of water containing about 8 gm. of KOII, 13 gni. of (ddoropyruvic 
acid \vere added in the manner described above. Upon completion of tlic^ 
reaction, the solution was extracted with ether, and the iupieous layer w'as 
acidified Avitli HCl to pH 1 or 2. A semisolid mass sepiirai.ed almost 
immediately. It was removed by filtration, washed wiiii cold \viiUn\ 
then extracted with ether. The ether extraef. was dried witii sodimn 
sulfate, and the ether removed by distillation. Tlic residue w'as furllKu* 
purified by extraction with ether, washing with waiter, drying a.s bcd’orc^, 
and distillation of the ether. The residue solidified at room iempcu*atur(^ 
in a desiccator over sulfuric acid without formation of crysi^als. 

CmoHioO;)S. Calculated. C 57. 14, \l 4.76, B 15.21 
Found. “ 57.69, 5.00, 15.55 

2,4-Dinitrophenylhydrazone of S-benzylthiopyruvie acid was prc|nired as 
described above. After drying in vacuo at 100° over P/ V), tbe (xvmixnnid 
melted at 148™149° (imcorrected). 

Cif,H,i 40 fiN.iS. Calculated. C 49.70, H 3.86, N 13.05, B 8.52 
Found. 49.23, ‘‘ 3.00, “ 14. 30, “8.20 

Sodium Thiopyruvalc—Tho compound wa.s pn'pauxMl t^sseiiiiaily ;is \\^a,s 
dcvscribed by Parrod (1.5), On recryst.allization from by atldiifnm of 
ethanol the compound separated in the. form of bc'auiiful iuhhII^^s which 
contained 2 molecules of water of crystaUizaUon, 

NaC 8 H 303 B* 2 H 20 . Calculated. C 20.23, If 3,93, B 17.92 
Found. “ 20.40, “ 4.25, “ 17.86 

Feeding Expemnenis 

A complete 25 per cent casein diet which contained 1 .0 per cent of S-bemzyl* 
thiopyruvic acid was fed to four adult male rats of the Wisf.ar st-rain. 
The rats had not previously been used for experiment, 'fhe urine wa,s 
collected daily over a period of 5 days and preserved in a refrig(a*at.or. 
About 150 gm. of the food were consumed by tbe rats during tins period. 
The pooled urine was then extracted in the manner described previously for 
the isolation of N-acetyl-S-benzyl-L-cysteine (U-3). The yield of tlie 
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product obtained averaged 150 mg. per gm. of the keto acid ingested. In 
addition to N-acetyl-S-benzyl-L-cysteine, some unchanged S-benisyl- 
thiopyriivic acid was excreted by the rats. This was identified as the 
2j4-dmitrophenylhydrazone, m.p, 148-149°. After drying in vacuo at 
100° over P 2 O 6 , the isolated N-acetyl-S-benzyl-L-cysteine melted at 143- 
144°, and the melting point remained unchanged when the compound was 
mixed with an authentic sample of N-acetyl-S-benzyl-n-cysteine. 

CisHigOijNS. Calculated. C 56.02, H 5.93, N 5.54, S 12.65, Acetyl 16.98 
Found. “ 57.16, 6.20, “ 5.28, “ 12.43, 16.38 

The isolated product had the specific rotation of = —44° for a 1 per 
cent solution in ethanol. 

S-Benzyl-L“Cysteine was prepared from the isolated material by hydrol- 
ysis of the compound in dilute HCl in the usual manner and by precipita- 
tion of the cysteine derivative with ammonia. On recrystallization from 
water, S-benzyl-L-cysteine melted at 212-213° and had the specific rota- 
tion of [a\f == +23° for a 1 per cent solution in n NaOH. 

Growth Experiments 

Three litters of albino male rats of Wistar strain were used. They were 
divided into three groups, six animals in each group. One group was fed 
an 8 per cent casein diet, the second the same diet supplemented with 1 
per cent of sodium thiopyruvate, and' the third group received 0.5 per cent 
of L-cystine as the supplement to the casein diet. The exact composition 
of the diet was described previously (16). After 6 weeks on these diets, 
the control group and the one ingesting thiopyruvic acid gained on the 
average of 1.2 gm. per day per rat, while the third group ingesting l- 
cystine gained on the average of 2.9 gm. per day per rat. Similar results 
were obtained when 75 mg. of sodium thiopyruvate in water were injected 
subcutaneously per rat per day in two equal portions 4 hours apart. It is 
thus evident that sodium tliiopyruvate does not stimulate the growth of 
rats when administered either orally or subcutaneously under the condi- 
tions of our experiments. 


SUMMARY 

1. S-Benzyl thiopyruvic acid was synthesized and fed to adult rats. 
From the urine of these animals N-acetyl-S-benzyl-n-cysteine was isolated 
and identified. 

2. Sodium thiopyruvate does not stimulate the growth of rats when 
administered orally or subcutaneously in lieu of L-cystine. 

3. It is concluded that the rat is able asymmetrically to synthesize 
S-benzyl-L-cysteine from the corresponding keto analogue. Since sodium 
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tliiopyravate did not stimulate the growth of rats in lieu of if: 

appears that the keto acid is metabolized prior to its conversion lo 
cysteine or L-cysiinc„ 
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The essential nature of K+ for growth of lactic acid bacteria has previ- 
ously been established (1). The amount required for maximum growth 
seemed unusually high. Further investigation showed that the quantita- 
tive requirement for potassium was markedly influenced by the amounts 
of sodium and ammonium ions in the medium. These findings prompted 
an extension of the investigation to other alkali metal ions. The results 
of these studies, which provide examples of ^‘ion antagonism^’ among the 
alkali metals and which are most readily interpreted as due to compctiti^■e 
inhibition of the essential role of potassium by related ions, are presented 
beiow» 


EXPERIMENTAL 

Cultures and Inocula — Lactobacillus arabinosus 8014, L. casei 7469, Lett- 
conostoc mesenteroides 804.2 and 9135, and Streptococcus faecalis 8043 were 
carried as stab cultures in yeast-dextrose agar. Inoculum cultures were 
incubated 16 to 18 hours in a previously described medium (1). The cul- 
tures of L. mesenteroides 9135 were incubated at the remainder at 37°« 
Basal Medium— To study the effect of the alkali metal and ammonium, 
ions on the growth of the organisms, a medium as free as possible of these 
ions was prepared. A sulfuric acid hydrolysate of casein was used as the 
nitrogen source in the medium, the sulfate ion being removed with barium 
hydroxide (2). For rapid and heavy growth, acetate and phosphate are 
required. These are ordinarily employed as sodium or potassium salts, 
which was not desirable in this instance. To permit addition of these and 
other anions to the medium, preliminary experiments were run to determine 
the suitability of various amines as the base for neutralization of the me- 
dium. Of several tried, triethanolamine was found most satisfactory, since 
it ‘was highly soluble and was non-toxic for the various test organisms at 
the concentrations required. The composition of the basal medium is given 
in Table L The pH of the medium was adjusted to 6.8 with a 10 per cent 

* Publislied witli the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. Supported in part by a grant from Eli Lilly and Company, In- 
dianapolis, Indiana. 
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aqueous solution of triethanolamine. Tlie amounts of Mir^ am! 
are considerably higher than those normally used in ilie prescsn/.e ol an 
acetate buffer (1). These amounts are required for rapid growUi in the 
presence of triethanolamine, perhaps because tnethaiiolamine, lik(3 cntraici 
(1), forms complexes with these cations, thus lowering ihc^ir 
concentrations. 


Table I 

Composition of Basal Medium 


Acid-liydrolyzed casein"^ 

Asparagine 

DL-Tryptoplian 

Cystine 

Adenine *HC 1 

Guanine -H Cl 

Uracii 

Glucose 

Acetic acidf 

Phosphoric acidf 

MgS 04 - 7 H 20 

MnS04*H20 

Pyridoxal-HCl 

Thiamine 

Calcium pantothenate . . . 

Eibofiavin 

Niacin 

p-Aminobenzoic acid 

Folic acid 

Biotin 

* See the text. 

t The required amounts of acetic and phosphoric acids were iKsitraliz-i^d with tri- 
ethanolamine (Eastman Kodak, Practical) before addition to tin* nuMljuni, 'Hie 
same base was used to adjust the initial pll of the medium to B.8. 

This medium supported little or no growth of the orgauisiuK f,esl,f‘(i uiik'SH 
K+ was added. Preliminary pretreatment to remove traces of K * (1 ) was 
thus omitted. 

Test Procedure — ^The testing procedures were tho.se customarily tist^d in 
microbiological assay work and have been previously described (1). Un- 
less otherwise specified, cultures were incubated for 24 hours, and metallic 
ions were added as the following salts: K+ KjSO^; Na+, N%S()4; NII4+, 
(NH4)2S04; Rb+, RbCl; Cs+, CsCl; and Li+, LiCl. 


mg. 

100 

1 

0.5 

I 

0.1 

0.1 

O.i 

100 

•15 

S 

10 

7 ' 

6(K) 

1 

1 

2 
2 
2 
I 

0.05 

0.01 
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Sodium-Potassium Relationship — ^The effect of increasing levels of Na“^ 
on the growth response of Lactobacillus casei to K+ is shown in Fig. 1. So- 
dium ion inhibits growth of this organism in the presence of low concen- 
trations of The inhibitory action of Na"^ is completely reversed if 
sufficient is added. As the level of Na+ is increased, the amount of 
required to prevent the resulting inhibition is also increased. Four other 
lactic acid bacteria showed similar behavior. The antibacterial indices for 
half maximum inhibition, i.e. the molar ratio of Na+ to at which half 



Fkj. 1. Ffl’cct; of Na'*" on response of Lactobacillus casei to 


maximum growth of each organism was obtained, are presented in Table 
II for several different concentrations of Na*^. Although the inhibitory 
effects of Na'^" are overcome in each case by additional quantities of K"*”, 
the sensitivity of various organisms to the inhibitor (Na+) varies consider- 
ably. The antibacterial indices are not entirely constant, but tend to in- 
crease with increasing concentration of Na+. At the higher concentrations 
of Na’^ these ratios approach a constant value. The reasons for this vari- 
ation are not clear; its magnitude, however, is similar to that frequently 
observed with organic metabolite-antimetabolite combinations (3). For 
Leuconostoc mesenteroides 8042 the inhibitory action of Na^ at the concen- 
trations tested is not due entirely to an uncomplicated antagonism involv- 



42 


POTASSIUM REQUIREMENT OF BACTERIA 


ing The addition of large amounts of K“^“ only partially reverses the 
inhibitory action of Na+ for this organism. The nature of the 
not reversexi by K"*" has not been investigated. 

The same relation between Na”^ and conceiitra/tions aj)parc:;iit froni 
Fig. 1, which presents data obtained following 2.1 lioiirs of iiicul)a,ti«:)iu was 
found in separate trials after 120 hours incubation. The iiiliibitory elTeet 
of Na"^ is thus apparently not due solely to retardation of t!ic rail? of growl, li. 

The highest concentration of Na**" used^ i.e. 100 irig.^ eoiTCS|)orids t-o 
approximately a 3 per cent solution of sodium sulfate. Tlie question arose 
as to wliat extent tlie iiilubition by Na’^ was due to the noii-spceifie effects 
of high salt concentration (osmotic pressure cfTcctj etc.) or to the cjffect. of 
tlie anion associated with the salts. Fig. 2 shows the growth rospcnisc of 


Table II 

Molar Ratios of to Which Permit Half Maximum Growth of Lactic Acid 

Bacteria at Various Levels of Added NaA 



NiV per 10 cc. mt’dium 

Organism 

2S ' 

1 so 

1 75 

1 too 



Antibacterial Iruiex* 


Lactobacillus arabinosus 

472 

C2(l 

725 

7G5 

casei . 

530 

CIO 

877 

805 

Slrepiococcus faccalis. 

340 

530 

m 

805 ' ^ 

Leuconmtoc mese rile r aides 8012. ............. 

“ 9135..,.. 

173 

2f>S 

1800 

350 

2120 

322 ;; 
PJOf'l ' 


The !Uiii!)acterisil indox is the molar ratio of inhibitor to ,m(d:.*il)oiito (in tluB 
case Ka"*’ to K*^") at which growtii is reduced to onciduilf of tiic iriaxiiimm. 


Lodohacilbis arahirwms to very high concentra-tiorivS of iuided as K(JI 
and K 2 SO 4 . Under our conditions neither salt is significantly inliibitoiy 
below a concentration of 200 mg. of per 10 (;c. Above* this ctorK^cni™ 
tration, tlie anion determines to a considerable extent the degn^i of iiilii- 
bilioB. Plotted in this way, the toxicity of the sulfat-e hn appears nmcli 
less than that of the chloride ion. This, however, is true liecause only liajf 
the molar concentration of 804*"’ as of Gl““" is required io fiiriris!i tiic sa,ine 
amount of K+-, On a molar basis SOr and Ch' are aliout equally toxica 
These experiments indicate that, since Na+ was added as the sulfate and 
at concentrations not exceeding 100 mg. per 10 cc., the observed iiiliihiiiori 
of Laclohacillus arabmostis was not to any appreciable extent duo cither to 
high salt concentration or to the presence of the aniom At coiicciiiratioiis 
considerably higher than those used here, sodium salts will, of course, be- 
come toxic due to osmotic and perhaps other effects, and such toxicity will 
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not be alleviated by additions of K+. At the concentrations used in this 
investigation, however, the principal toxic action of Na+ appears to be due 
to its interference with K+ utilization, and is prevented competitively by 
additions of K+. 

These results prompted investigation of the possible relationship of other 
allcali metal ions and of NH4+ to the requirement for K+. These results 
are summarized below. 



FiO'. 2. Iiiliibitory effects of high concentrations of potassium salts on growth o 
Laciohacillm arahinosus. Curve 1, KCI, 24 hours incubation; Curve lA, KCl, 48 
hours incubation; Curve 2, K2BO4, 24 hours incubation; Curve 2A, K2SO4S 48 hours 
incu!)atiom 

Animonitmi-Polmsimn Relationship — ^The effect of NH4’^ on the response 
of five lactic acid bacteria to was determined. The results obtained 
with Laciobacillus casei are presented in Fig. 3. The ammonium ion, like 
Na+, is inhibitory to growth, and the inhibition is alleviated by increasing 
amounts of K+. The concentration of required to reverse the inhi» 
bition increases as the amount of NH 4 '^ increases. A similar relationship 
was observed with the other four organisms tested. The ratios of the con- 
centration of NH^*^ to K+jj at which half maximum inhibition of growth of 
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the five lactic acid bacteria occurs, are shown in Table IIL As with NaA, 
the lowest concentration of NH’ 4 ‘^ gives a lower value for tliis ra.tio t.haii do 
higher levels. The remaining ratios arc inuch, inorc^ iietuiy coiisiaiit ior 
each organism than are those for Na*', and indicate the cornpetii-ivc^ iialnrc^ 
of the inhibition. The values obtained with Lcuconodoi' meseihlcraulc^ Sl)42 
show the greatest variation, thougli for this organism, too, iJK.‘ toxicity of 
Nild' is almost completely overcome by Iv*', (hmiparison ot the aiii,!- 
bacterial indices for NH 4 '^ (Table III) and Na"^" (Table II) shows thii.t N 



is considerably more effective than Na"*" in (‘.(mnir’imctiiig tln^ growlh-pro- 
inoting effects of K+, 

To determine whether the relationsliip ol)serve<l al)()ve for la(*di(*. a.cicl 
bacteria holds more generally, the effect of Ntv^- and 'NILd' on tlic rcis[)oiise 
of the yeast, Saccharomyces carlshergensis 4228, to K"'‘ was determined. The 
medium (Table I) was supplemented with Ca“‘“+ (1 mg. per 10 cc.), inositol 
(250 7 per 10 cc.), Fe++ (10 7 per 10 cc.), and the pll adjusted to 5.5 to 
support more favorably the growth of this organism. Cultures wore shaken 
mechanically at SO"" for 24 hours. From Table IV it is evident tliaf botli 
ions interfere with the utilization of K+ by the yeast in a manner analogous 
to their effect in lactic acid bacteria. In contrast to the response of the 
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bacteria, however, the inhibitory effect of Na"^ is greater than that of NH4"^ 
for 3?’east. The yeast is considerabty more sensitive to Na+ than are the 
lactic acid bacteria tested. 

These findings permit a partial explanation for the high potassium re- 
quirement previously noted (1) for lactic acid bacteria. This requirement 
was determined in a medium which contained considerable amounts of 


Table III 

Molar Ratios of to K'^ Permitting Half Maximum Growth at Various Levels 

of Added NHV 


Organism 

^ Mg. NHi'*’ per 10 cc. medium 

10 

20 1 30 1 

Antibacterial index’*' 

40 

Lactohacillus arahinosiis 

115 

135 

149 

140 

“ casei 

176 

238 

238 

230 

Streptococcus faecalis 

88 

105 

112 

115 

Leuconostoc mesenteroides 8042 

79 

144 

178 

204 

9135 

230 

268 

280 

208 


As in Table II. 


Table IV 

Effect of and NHa^ on Response of Saccharomyces carlsbergensis to 



Mg. Na"^ per 10 cc. 

Mg. NH4'*’ per 10 cc. 

K+ per 10 cc. 

0 1 

25 

50 1 

75 

25 

50 

75 


Per cent of incident light transmitted’*' 

T 


! 






0 

93 

100 

100 

100 

100 

99 

100 

100 

37 

92 

100 

99 

98 

98 

100 

1,000 

15 

25 

79 

95 

26 

42 

79 

10,000 

15 

16 

27 

45 

17 

22 

30 


* Evelyn colorimeter, 660 mp filter, uninoculated medium ~ 100. 


sodium and ammonium ions; the '^potassium requirement’’ observed rep- 
resented not onl^^ that required for metabolic processes, but also that 
required to overcome the inhibitory action of Na+ and NH 4 '^. The require- 
ment for potassium, as determined in the present medium, is about one- 
fifth of that previously observed. It is not at all certain, however, that 
this represents solely the metabolic requirement for this ion. Other ions 
in the present complex basal medium may enhance the requirement for K"*", 
just as did Na+ and NIi4‘^ in the previously used medium. 
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It wa^s of interest to determine whether the trielJiiii.iola..iiiiiiC3 um^ \vi"tie!i 
replaces Na+ as the principal neuiralissing cation in this mediiiiri, iiiierfen^d 
to any extent witli the of iv^". Ih.>r tins |)ii!posc% c^xini iri- 

ethanolaiiiiiie was added to the medium as tlie hydroc.liloiidifj witli resnif.s 
shown ill Table V. Since 175 to 200 mg. of t.riethanolamiiie pc‘r 10 c,‘«% are 
used in. the preparation of the mediiinij the amounts addec.!. do not reiu’C'' 
sent the total concentration of this base in ilie medium. Chily aider 200 
mg. of triethanolamine have been added in addition to that airc^ady |)!'cise!if. 
in the basal medium, is there any appreciable toxicity for lAUdalmdlhA^f 
arahinosus. Since significant increases in triethanolamine coiicenf, ration 
have so little effect on the response to K'^, it is reasonable to assume llnit 
the amounts originally present in ilie medium interfere \'ery in iJie 

Table V' 

Effect of Trielhanolamine on Respoiise of Laclobac/dliia amhinmm to IV' 


Mg. ttictliaiinlamine [icr K) cc.' 


per 10 €C. 

0 1 

100 1 

200 1 

300 1 400 

1 Per (^t of incident light ininsmittcdf 

7 




1 

0 

90 

91 

98 

100 j 100 

50 1 

66 i 

65 

69 

7;i ! 97 

100 

52 1 

53 

58 

69 ! 90 

1000 j 

21 1 

1 

22 

23 ! 

27 : 44 


* Tlie amounts indicated are in addition to the triethanolamine used in tiie (>rei>a- 
ration of the medium (about 175 to 200 mg. per 10 cc.; see the text). 

t As in Tal)le IV. 

utilization of this ion. At high con(;en(.rations of Ihft amine, however, some 
degree of antagonism does exist between K+ and tlie trielJianolamino ion, 
since inhibition at low eoncen (.rations of K' is ulmosi, (iomplid-ely reversed 
at high. At .still higher concentrations of (riethanolamine, howtiveu', l.h(i 
inhibition is not prevented by K"* . 

Ruhiditmi-Potasdum IMatioiiship — Tlie response of the live !ael,it: aieid 
bacteria to additions of Eh*' to the potassium-free basal medium was de- 
termined. On a molar basis, Rb'*' is slightly more active in promoting 
growth of Streptacocais faecalis than K"*" at low concentrations and slightly 
less so at high (Fig. 4). The results of similar experiments with Laclo- 
bacillus casei and Leuconosloc mesenteroides 8042 arc presented in Fig. ,5. 
For L. casei, Rb+ and K'*' are equally active at low concentrations; at higher 
concentrations, Rb'*' again is less active. L. mesenteroides 8042, by con- 
trast, is unable to utilize Rb+ in place of K"*". In similar experiments, L. 
araUnosus and L. mesenteroides 9135 proved intermediate in behavior. For 



RANSMiTTED o§ PER CENT OF INCIDENT LIGHT TRANSMITTED 



MICROMOLES K OR KB" PLH 10 CG 
"e effects of and on growth of Laei 
des 8042. Curves 1 and 2, response of L. c 
respectively; Curves 3 and 4* response of L. mesenieroides to W" and Rb^ respectively,. 
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these organisms^ PJ)+ partially replaced K+, but the responses \va,s erra-iica 
More than lialf maximum growth for either organism was imvvr 
with Rb"^ and high concentrations were inhibitory. Thus, (l('pc‘!idifig ii|)ob 
the organism, Rb+ is able to replace completely, pa,rtiaJl3% or not at :i!L 
High concentrations of Ilb+ are inhibitory for Lcncoriodoc iuvsrnivroidr.s 
8042 and the inliibitioii is reversed l‘)y the addition of suffi(ueMl; K"*' (Ta.h!{? 


Table VI 


Effect of IT*' on Inhibitory Action of Rh^ for Lciiconostoc mescntGroidcs Sdi'I 


Mg. Rb+ per 10 cc. 


per 10 cc. 


0 


10 I 20 

Per cent of incident light transmitted* 


7 

0 

i 

97 

90 

93 

500 

29 

60 

84 

1,000 

28 

45 

04 

20,000 

30 

30 

30 


As in Table IV. 



m 


84 

31 


Table VII 

Effect of Rb'^ on Inhibitory Action of NHi^ for Lactobacillus casci 



Mg. per 10 cc. 

per 10 cc. 

0 

20 

40 


Per cent of incident liglit transmitted* 

7 




0 

67 

89 

90 

100 

46 

78 

89 

500 

29 

61 

60 

1,000 

25 

47 

50 

10,000 

33 

24 

25 


^ As in Table IV. The antibacterial index ([Nlldi/IU-b’ 1) for half nuixiniiiin 
growth calculated from these data is about 350. 

VI). A similar i-elationsliip was found with A. arabinomia, dcispitts th(! facli 
that at low concentration.s Rb+ partially replaces IC". In organisms for 
which it is not the nutritional equivalent of K+, Rb *' thus acts in a maniuir 
analogous to Na+ and NH4+. 

For organisms which trtilize Rb+ in place of K+, factors which interfere 
with the response to Iv+ would be expected to interfere similarly witli the 
response to Rb+. The data of Table VII show that the inhibitory action 
of NH4+ for LactobMillus casei is alleviated by Rb+, just as it is by IC . 
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The ratio of NIi 4 "^ to permitting half maximum growth is about 230 
(Table III); the corresponding ratio of NH 4 + to Rb~^ is about 350. This 
indicates that NH 4 '+' is more toxic in the presence of K+ than in the presence 
of the same molar concentration of Rb"*“; i.e,^ Rb"^ is somewhat more effec- 
tive in overcoming the inhibitory action of NH 4 '*‘ than is K"^. This must 
indicate a greater affinity of this metallic ion for the enxiyme with which it 
functions than K"'" possesses. 

Table VIII 


Effect of on Inhibitory Action of Cs'^ for Lactobacillus arabmosus 


K+ per 10 cc. 

Mg. Cs+ per 10 cc. 

0 

10 

30 

so 

Per cent of incident light transmitted* 

7 





0 

80 

95 



500 

25 

24 

38 

82 

1,000 

19 

23 

26 

43 

10,000 

20 

20 

21 

22 


As in Table IV. 


Table IX 

Effect of Na'^, and NHa'^ on Li"^ Toxicity for Lactobacillus arabinosus 



Mg. per 10 cc. 



0 ! 

100 

1 10 

10 

10 

Na+ 

0 

0 

i 10 

0 

10 

NHV 

0 

0 

0 

10 

10 

Mg. LU per 10 cc. 

Per cent of incident light transmitted* 

0 

94 

32 

32 

32 

26 

10 

98 

96 

65 

33 

32 

15 

98 

98 

95 

57 

35 

20 

98 

97 

96 

97 

72 


* As in Table IV. 


Cesnmi-Potassmm Relationship — Cesium ion did not replace K+ for the 
five organisms tested. For Lactobacillus ai'abinosus, Cs"^ was inhibitory at 
high concentrations. This inhibition was completely reversed by the ad- 
dition of sufficient K+ (Table VIII). 

Lithium-Potassium Relationship — ^For Lactobacillus arahinosus^ Li+ was 
considerably more toxic than either Na+ or NH 4 '^. This toxicity was not 
alleviated by K"^". The addition of Na+ relieved the inhibition slightly; 
NH 4 + was somewhat more effective, and the two together were more effec- 
tive than either alone (Table IX). These results suggest that both Na+ 
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4 Bd ions play some eEsential metabolic role in Luctfjbaeilbis cimbinomis, 
and that part of the toxic effects of Li"^' results from iiiterfereiH^e wilii t.4;io.s(; 
processes* No direct evidence has been obtaineeJ to show hub is 
essential in the nietabolism of these orga-nistos., It is oi>\"i(MiSj !ioivc‘ver, 
that Nil/' miist play a role in intermediary metabolism in I,)ax.*l,eria,, 
and some direct evidence for thisj obtained by growth effect's (-h 5) exists, 

MSCUSSIOK 

The teiTii “ion antagonism” has been used to describe ilie opposite eflecL 
of ions or the effect of an ^Inactive” ion in removing the effect of an ‘‘active^'' 
one (6). The phenomenon was first obseiwed by llirigcr (7)j who found 
that a solution of sodium chloride does not maintain the beat of a heart 
perfused with it unless additions of and K+ chlorides are made. 'Idie 
concept of ion antagonism was applied to animals by Loci) (8), to plants 
by Osterhoiit (9)^ and to bacteria by Flexner (1.0), Eisler (11), .Lipmaiin 
(12). Since these early investigations, man 3 J^ further observations regarding 
the phenomenon have been reported (G). 

Although it has been recognized recently that animals may f)e clelicieut 
in one mineral relative to an excess of some other (13), none of the c^arly 
data on ion antagonism was able to relate the plieiiomerioii l.o ilic inoi” 
ganic requirements of the organism under investigation. Loeb discounted 
the possibility that physiologically balanced solutions had niitriiioinil 
significance for a number of organisms and favored the hypothesis that 
such solutions were required to maintain proper cell permeability (hi). 

The antagonistic effects of ions observed in this investigation arc most 
easily explained as examples of the competitive interference of one ion with 
the essential role of another. This conclusion is based on tlie following ob- 
servations: (1) the inhibition is reversed only by an inorganic ion wliich is 
an essential metabolite for the microorganism ; (2) tlie inlubition is appai'enii 
only in the presence of limit, ing concentrations of tlie mctatjoliio and is re- 
versed, in most cases completely, if the metabolite e()nccnt,rai.i(.)n is raisen.! 
sufficiently; (3) the ratio of antagonist to metabolite which, permits a given 
amount of growth is relatively constant over a consideralilc range 
of concentrations. 

It is usually assumed that inhibitions of this type result from the re- 
versible combination of a metabolite or its analogue with some active sur- 
face or enzyme in or on the cell whose proper functioning is essential for 
growth. Whether enzyme is present as the active enzyme-metabolite com- 
plex or as the inactive enzyme-antimetabolite complex thus depends upon 
the relative concentration of metabolite to antimetabolite, and not upon 
their absolute concentrations. The factors affecting the affinity of a .me- 
tallic ion for an enzyme are obscure. The fact that Rb+ can replace K+ for 
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one organism and antagonize its action for another indicates subtle though 
critical differences in the structure of enzymes having the same or a similar 
functiorn In both cases^ however, the combination of with the enzyme 
is indicated. That can substitute for in isolated enzymatic proc- 
esses dependent upon the presence of the latter ion was shown by Lwoff 
and Ionesco (15), who showed that either Rb+ or Cs"^ could function in 
place of K*^ in permitting production of pyruvate from malate by ceil 
preparations of Moraxelli Iwofi, 

Previous figures reported as the K+ requirement for maximum growth of 
lactic acid bacteria ranged from 1 to 10 mg. per 10 cc. (1). On the basal 
medium used here, in the absence of Na"^ or NH 4‘^5 maximum growth can 
be obtained with amounts of K+ ranging from 0.2 to 1 mg. per 10 cc. It 
is apparent that the concentration of an essential ion required for growth, 
or the concentration of an ion which will inhibit growth, is not a constant 
but may vary widely, depending upon the composition of the medium in 
which the determinations are made. 

The practical significance of these observations should not be overlooked. 
Considerable and variable quantities of Na+ and NI-R'^ are present in media 
used for microbiological assay of vitamins and amino acids. Further- 
more, if sodium chloride is added with a hydrolyzed sample, the amount 
present will vary from one assay tube to another. In the absence of suffi- 
cient amounts of K+, inhibitory concentrations of Na*^ may well be reached. 
The use of potassium hydroxide in place of sodium hydroxide for neutral- 
ization of various components of the medium might be expected to elimi- 
nate these sources of error. Such a medium was found to support 
excellent growth of the five organisms used in this investigation. Obser- 
vations concerning the relative toxicities of sulfate and chloride ions suggest 
that sulfuric acid might prove superior to hydrochloric acid in the prepara- 
tion of samples for assay. 


SUMMARY 

Prepanxiion of a medium which is deficient in and relatively free of 
NH 4 ''^ and is described. Triethanolamine was used for neutralization 
of the acidic components of this medium. The medium supports excellent 
growth of tlie five lactic acid bacteria tested when supplemented with ade- 
quate amounts of K"^. 

In this medium, it was shown that the magnitude of the K*^ requirement 
of all organisms investigated was greatly increased by the addition of Na*^ 
and Whether or not these ions inhibited growth depended upon the 

ratio of their concentrations to that of and not upon the absolute 
amounts present. For a given amount of growth these ratios were rela- 
tively constant over a fairly wide range of concentrations; f.e,, a competitive 
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relationship between these ions and the essential metabolite, K+, apijeared 
to be present. 

Rubidium, ion replaced completely for growtli of LacldKicilluH casvi 
and StTeptococcMs faecaliSj partially for L. niemiteroide.s 9135 and L, (inihino- 
stis^ and not at all for Leuconostoc mescnleToides 8042. For ilu^ !a.tl,nr t.wo 
organisms was inhibitory at higher concentrations and ilu^ inhibii.ioii 
was competitively alleviated by K"*". For Jj, casei^ which utilizes Ub"*^ in 
place of K+ for growth, Rb'^ was slightly more effective than lv'^‘ in rcnn^rsiiig 
inhibition of growth by 

Cesium ion did not replace K"^ as an essential metabolite for any of these? 
organisms. For Lactohacillus arabinosus^ the only organism investigated, 
was inhibitory at high concentrations, and this inhibition wa.s allevia,.te(l 
by Iv+. 

In contrast to the other alkali metal ions, toxicity of Li"^‘ foi* lAidobatillih^ 
arabinosus is not related to the K'*' requirement of the organism. Inlii- 
bition of growth by Li+ is prevented over a narrow range of con(*enira,tions 
by the addition of small amounts of NH4‘^ and Na"^'. 

Certain of these results have been discussed briefly. 
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A SIMPLE APPARATUS FOR THE SERIAL MEASUREMENT OF 
THE RESPIRATORY EXCHANGE IN THE RAT 

By DAVID LESTER and LEON A. GREENBERG 
With the Technical Assistance op Richard P. Carroll 
{Fro'm the Laboratory of Applied Physiology, Yale University , New Haven) 

(Received for publication, June 18, 1948) 

For the frequent measurement of the respiratory exchange of small ani- 
mals over successive short periods of time, all of the methods described 
present difficulties. In the open circuit method determination of oxygen 
consumption over a short interval of time is not practical. In the closed 
circuit methods considerable time is required for temperature equilibrium 
to be attained before a measurement can be made. Both carbon dioxide 
and oxygen analyses are necessary in the closed non-ventilated chamber 
method.^ 

In the method described here neither the maintenance of a constant 
temperature nor analysis for oxygen is required, thus facilitating the meas- 
urement of the respiratory exchange over successive short time intervals. 
This method is based on a principle which, to our knowledge, has never 
been described before. 

The apparatus is a closed, non-ventilated chamber in which atmospheric 
pressure is maintained by means of a small spirometer. For the calcu- 
lation of the respiratory exchange, the data needed are the initial and final 
temperatures, barometric pressure, and the percentage of carbon dioxide. 
In addition, the free volume of the chamber must be known and the system 
must be maintained at 100 per cent humidity. The oxygen consumption 
is calculated as the carbon dioxide production plus the change in volume 
of the system. 

Fig. I is a schematic diagram of the system, A is a glass desiccator 
having three outlets in its cover; the free volume of this chamber is 3300 cc. 
B is a small fan, C and F in Fig, 1 are outlet and inlet tubes for flushing 
the chamber, D is the power supply cable for the fan motor, G is*, an iron- 
(M)nstantan thermocouple for measurement of the rectal temperature of the 
rat, and H is a thermometer ( 0 - 50 °) readable to 0 . 02 °. ;Si is the 2-way 
cock in the capillary tube to the carbon dioxide gas analyzer whose accuracy 
is 0.02 per cent. Tube E leads to the water manometer (J) and the small 
test-tube spirometer (X), which has a volume of about 70 cc. and is counter- 
balanced by the weight (L). The spirometer is connected through a 2-way 

^ Benedict, F. G., in Abderhalden, E., Handbiicli der biologischen Arbeitsmetlio- 
den, BcrliD, and Yienna, Abt. IV, Teil 10, 427 (1924), 

53 



54 


APPAmTUS FOE MEASITHtNG BISPIEATION 


cock (Ss) to a 50 ee^ glass syringe (M) which is read to 0.5 cc. Preliminary 
to a series of detemiiiiatioiis approximately 5 cc. of 10 per cent siiliiiric acid 
:ire placed in tlic 3 desiccator to obviate the absorption of any 
amounts of carbon dioxide. 

Tlic respiratory exchange is dctermmed by tlio following proceclurm 11 
rat is placed on a perforated porcelain support in fiie desiccai'or :irui 11 le 
cover is affixed.*' After E is clamped off and Si is closed^ air saiural;cci wiili 
water at 30° is blown through thes chamber at about 25 lilau’s per 
through F and exhausted at Cl This rate of flushing is suflicient to prevent 
any detectohle accumulation of carbon dioxide. During the |)r(.)cess o( 
flushing the counterpoise is disconnected and the spirometer is !,)r()ughj‘. 



Fig, 1. Schematic diagram of the respiratory apparatus 


its lowest level a;nd itdjustcd to atmospheric pressure witli ilie syiingcx 
Wlieii the manometer indicates atmospheric proBSurc, Sz is iiirncv;! t-ou“ooiii 
air and 50 cc. of air are admitted into tihc syringe. The room f-emperature 
and the volume of air are recorded. S 2 is then connected wiili tlie s|)iroin- 
eter and the air in the syringe is admitted to it. At the time cliosen 'f,o 
start the experimental period, the air flow is stopped, F and C are cd:imped, 
E is undamped, and the temperature of the cliainber and tlio l,)aroiiictric 
pressure are recorded. 

About minutes before the period is over the fan is started to aW^ain 
temperature equilibrium. Some 7 seconds before the end of tli,e period tlic 
fan is stopped and the spirometer is brought to atmosplieric pressures by 

* Dow-Corning high vacuum type Silicone stop-cock grease gives an Hfjjil 

more conveniently than other greases tried. 
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means of tlie syringe or the counterpoise^ At the end of the period^ E m 
clamped and the temperature of the chamber and the barometric pressure 
are read* The fan is started again, Si is opened, and a sample of air from 
the chamber is drawn for carbon dioxide analysis. The time elapsed be“ 
tween the end of the experimental period and the final drawing of the air 
sample is noted. The fan is stopped, Si is closed, C and F are undamped, 
and the flushing is begun again. The volume of air left in the .spirometer 
is measured by the syringe and this volume and the room temperature 
recorded. 

50 cc. of air are again admitted into the spirometer. The analysis for 
carbon dioxide is performed and recorded and the apparatus is now ready 
for another determination. During the second experimental period the 
results of the first period may be calculated. 

With a room temperature of approximately 24° the temperature of the 
chamber is maintained close to the critical temperature of the rat (28°). 
During an experimental period the temperature changes no more than 0.4° 
The data obtained am recorded as follows: b.p. = barometric pressure; 
Fell. = free volume of chamber; T^ch., 'Pch. == initial and final temperature 
in chamber; Thm., T^ru. = initial and final temperature of room; F^s. 

initial and final volume of syringe; and TFhh., = vapor 

pressure of water in chamber and spirometer at observed temperatures. 
The dry gas volumes at standard temperature and pressure initially (F^) 
and finally (F^) are 




' b.p. - W \k 

l\h, + 27318 


X Foh. X 


27318 1 r b.p. - lyy 

760 J ^ 


X 


760 


and F^ is similarly calculated. The percentage of carbon dioxide found 
(less 0.03 per cent for that present in atmospheric air) is adjusted for the 
time period used: If the period is 15 minutes and the air sample from the 
chamber is obtained at 15 minutes and 30 seconds, the percentage of carbon 
dioxide produced per 15 minutes is 15/15.5 of that actually found by analy« 
sis. The amount of carbon dioxide produced is then 


Cc. CO 2 ==== %C08 X F® 
and the amount of oxygen consumed is 

Cc. Os - cc. CO3 + (F — F^O 


If the R.Q. is unity, there will be no change in volume of the system, since 
equal amounts of carbon dioxide are produced and oxygen consumed and 
F^ will be equal to F^ If the r.q. is less than unity, will be less than 
F* by an arnoimt equal to the difference between the oxygen consumed and 
the carbon dioxide produced. 
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The tirne-separating experimoiital periods need be no longer tliaji 5 min- 
iites, ^so that three 15 iiiiiiuto periods of oxygen consumption and earbon 
dioxide production may be measured by one operator in 1 lioiir and tlic^ 
requisite calculations performed. 

As in all measurements of the respiratory exchange of soiaJl aniiiials, the 
system must be air-tight. This feature is test(‘d occasionally i)y iiuaua-sing 
and decreasing the pressure within the system by means of the syring’c (tlie 
spirometer being clamped off) and observing the manometer. In addition 
a blank run is conducted; the calculated should not differ from F- l)y 
more than about 0.2 per cent. 

The accuracy of the entire procedure was tested by the combustion of 
two pure, organic compounds. For this purpose the thermocouple was 
replaced by a power cable connected within the chamber to a short length, 
of platinum wire. The platinum wire is placed in contact with a glass wool 


Tablk I 


Ethyl Alcohol 


R.Q. = 0.667. 


COs produced 

Oz consumed 

B.Q. 

Error in r.q. 

cc. 

cc. 


Per uni 

79.5 

119.8 

0.664 

-0,40 

86.6 

131.8 

0.649 

-2.65 

83.7 

126.2 

0.663 

-0.55 

175.6 

268.5 

0.654 

-1.90 

165.0 

261.3 ! 

0.657 

-1.45 

192.5 

291.5 i 

0.660 

-1.00 


wick which protrudes about 2 mm. from a short length of heavy capillary 
tubing (7 mm. outer diameter X 20 mm.). The capillary is held in glass 
to glass contact by means of a sliort length of n,ibl)er tAiliing with a small 
shell vial (9 mm. outer diameter X 30 mm.) which holds the liciuid to 
combusted and into which the wick extends. The combust-ion lanv|) is lu^ld 
in place within the chamber by means of a rubl')cr stopper. The*, (calcu- 
lated volume of these appurtenances is subtracted from the free v<)hinKc of 
the chamber. 

The procedure for measurement is essentially the same as that desc-ribced 
for the rat. The lamp is lighted by momentarily heating the platinum to 
just less than white heat after the chamber has been sealed at Si, C, and F, 
and opened at E, The spirometer is left at its lowest level to allow for tlie 
initial, rapid expansion of volume that takes place from the rise in tem- 
perature as a result of the combustion. The combustion can l)e terminated 
at any time by starting the fan. The amount of material tlitit can l)e 
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burned is determined by the initial concentration of oxygen. To burn 
greater amounts of material, air enriched in oxygen (about 28 per cent 
oxygen) and saturated with water is flushed through the chamber. After 
the lamp is extinguished, the temperature within the chamber is allowed to 
fall to within 0.5° of the initial temperature before the final readings are 
made. This insures complete saturation within the chamber. 

With this technique, 95 per cent ethyl alcohol was burned; the results 
are shown in Table I. The loss of ethyl alcohol, by volatilization, is great, 
diie to the flushing of the chamber and heating of the platinum. This pre- 
cludes calculation of the theoretical oxygen consumption, but not of the 
R.Q. No error is introduced by the evaporation of ethyl alcohol, since 


Table II 


Diethylene Glycol 


R.Q. = 0 . 800 . 


Amount 

combusted 

CO2 

produced 

O2 

consumed 

R.Q. 

Error in CO2 

Error in O2 

Error in R.Q. 

mg. 

cc. 

cc. 


per cent 

per cent 

per cent 

116.6 

97.0 

124.2 

0.781 

- 1.52 

+ 0.89 

- 2.37 

118.8 

98.8 

128.4 

0.769 

- 1.59 

+ 2.31 

- 3.87 

303.0 

250.2 

320.0 

0.782 

- 2.27 

0.00 

- 2.25 

257.7 

212.4 

271.1 

0.783 

- 2.43 

- 0.37 

- 2.11 

137.0 

119.1 

153.1 

0.778 

+ 2.94 

+ 5.81 

- 2.75 

284.9 

243.3 

310.1 

0.785 

+ 1.08 

+ 3.06 

- 1.87 

303.2 

255.7 

323.9 

0.789 

- 0.20 

1 + 1.16 

- 1.37 

66.9 

55.4 

69.2 

0.801 

- 1.95 

- 2.12 

+ 0.13 


practically all of it is dissolved in the water of the chamber and does not 
appear as gas. 

Diethylene glycol was used in a similar test of the apparatus since none 
is lost by volatilization; the results obtained are given in Table IL 
Tile errors observed are insignificant in the calculation of physiological 
data. 


SUMMARY 

A non-vontilated closed chamber is described for the measurement of the 
respiratory exchange of the rat. By maintaining the chamber at atmos- 
pheric pressure the oxygen consumption may be calculated from an analysis 
for carbon dioxide and the change in the volume of the system. No time- 
consuming temperature equilibration of the system is required. With this 
simple apparatus one operator may perform serial measurements of short 
duration of the respiratory exchange. 




MICROBIOLOGICAL DETERMINATION OF ARGININE IKi 
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Lactobacillus casei (1-4) 5 Lactohacilhis arabinoms (5), Leiiconosloc mesen- 
leroides P-60 (CL?), Lactobadllus fermenti 36 (8), and Streplococctis faemlis 
(9-14) have ail 'been proposed or used for the assay of arginine. The assays 
reported in this paper were made with Streptococcus faecalis and with the 
medium previously used for threonine, valine, and histidine (15-17). 

.EXPERIMENTAL 

Streptococcus faecalis 9790^ was employed in the assays described. 

Basal M editmi — The basal medium was the same as that deKScribed in a 
previous paper for methionine (18), with the exception that pyridoxine was 
replaced by -lOO j of pyridoxamine. 

Assay Procedure — The procedures followed for the cultures, inoculum, 
and preparation of samples were identical with those described in other 
papers (15, 18). 

FreparaUon, of Arginine Sto'/idarcte— Suitable concentrations of L-arginine 
moiioliydrochloride were used for the development of the standard curve. 
The titration values on the standard curve (Fig. 1) were not altered by the 
addition to the medium of L2 mg. of any of the other nineteen amino acids. 

The recovery of arginine added to hydrolysates of casein, whole corn, 
rye, and zcin gave results well within the experimental error for this type 
of assay (Table I). 

Table II shows values found for several foods and proteins at different 
assay levels. Data on the reproducibility of values found for nine materials 
of diverse character are sliown in Table IH. 

The results (Table IV) found for the proteins and foods® agree well with 
other microbiological methods. 

The values reported by Vickery (19) on six proteins and those of Bergdoll 
and Doty (21) on four proteins are in close agreement with our results. 

^ Obtained from the American Type Culture Collection, Georgetown University 
School 0 ! Medicine, Washington, D. C. 

® The sources and preparation of the samples assayed are given in a previous publi- 
cation on the determination of methionine (31). 
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Fi(!. 1. Siiindard titration curv(‘ 


Tablk I 


Recovery of Anjinine Added to Protein llydrolymltui 


Protein hydrolysate 

In hydroly- 
.sate* 

Added 

Arginine 

Total 

Found 

Recovery 


7 

7 

7 

7 

per cent 

Casein 

3.50 

20 

23.50 

23.50 

100 


7.00 

20 

27.00 

27. ()0 

102 


10.50 

20 

30.50 

30.70 

101 


M.OO 

20 

ai-oo 

31.00 

100 

Corn, whole, yellow 

5.50 

5 

10.50 

10.00 

95 


5.50 

10 

15,50 

15.30 

98 


5.50 

15 

20.50 

20.80 

101 


5.50 

20 

25.50 

25.70 

101 

Eye, whole 

5.90 

10 

15.90 

15.80 

99 


11. SO 

10 

21 .80 

22.00 

101 


17.70 

K) 

27.70 

27.70 

100 

Zein 

3.50 

5 

8.50 

8.00 

94 


3.50 

10 

13,50 

13.50 

100 


3.50 

15 

18.50 

18.50 

100 


3.50 

20 

23.50 

24.00 

102 


* Not corrected for moisture and ash. 


Vickery used flavianic acid and Bergdoll and Doty a chroinatograpluc 
separation in assaying this amino acid. 
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Table II 

Arginine Content at Different Assay Levels'^ 


Material 

Level 

added 

Found 

Material 

Level 

added 

Found 


y 

per cent 


T 

per cent 

radii 11 

100 

12,5 

Soy bean flour 

200 

3.85 


200 

12.5 


400 

4.00 


300 

12.1 


600 

3.70 


400 

12.5 


800 

3.85 

Average 


12.4 



3.85 

Milk, dry, skim 

200 

0.95 

Wheat bran globulin 

100 

12.70 


400 

0.95 


200 

12,75 


600 

0.95 


300 

12,67 


800 

0.96 


400 

12.75 

Average 


0.95 



12.72 

Oatmeal 

500 

1.10 

Wheat germ, defatted 

200 

2.50 


1000 

1.15 


400 

2.43 


1500 

1.13 


600 

2.50 


2000 

1.14 


800 

2.48 

Average 


1.13 



2.48 

Eye, whole ’■ 

1000 

0.60 





2000 

0.60 





3000 

0,60 





4000 

0.60 


j 


Average 


0.60 





Not corrected for moisture and ash. 


Table III 


lieproducAbilUy {Per Cent) of Arginine Content When Determined by Separate Assays* 


Material 

Assay 1 

Assay 2 

Average 

Casein 

1 3.50 

3.56 

3.53 

Conarachiii 

15.61 

15.37 

15.49 

Corn, wliolii, yellow 

0.54 

0.55 

0.55 

Cottonseed flour 

6.67 

6.85 

6.70 

Egg, whole, dried 

4.28 

4.39 

4.33 

Milk, dry, skim 

1.01 

0.96 

0.99 

Peanut, total globulins. . ; 

13.25 

13.36 

13.30 

Eye, whole 

0.60 

0.68 

0.59 

Zein 

1.82 

1.90 

1.86 


* Not corrected for moisture and ash. 
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SOMMAEY 

A microbiological iiietliod is described for I'Jio deieniiiiiat.iMO, c^i' 
ill proteins and foods with A%67>^ocora^s\facTO&. Th'^ rf^su'll.s of ass:vyis rni 

Tauuk iV 


Arginine Contcnl of Sorne Proleh^^^ tn.nl 
Percentages calculated for ash- and nloi^siur^^-^rof^ nuitcriaf. 


Materia! 

N 

Arguitnti ' 

Value, a Croin rileraturc 


per cent, 

per cent 
of food 


Arachiii. . 

18.30 

13.50 

13.94 {10), 15.4 (20) 

Casein 

j 

1 

10.07 

3.81 

3.7 (2), 3.G (4), 3.7 (7), .‘5.0 (10), 
3.6 (11), :;1.72 (10), 3.7 (‘2!), 4.3 
(20), 3.60 (22) 

Coconut globulin d 

17.42 

16.73 

15.92 (23) 

Conarachio I 

18.20 

16,53 

12.7 (20) 

Gottoiiseed globulin 

18.00 

14.72 

14.02 (10), 13.0 (‘21 1 

Edestin 

18.55 

16.51 

16.7 (13), 10.70 (19), I I.O ('2(!) 

Gelatin (Bacto) 

18.32 

0.11 

9.30 (2), 8.0 (O.O.J (10), .S.O,S (I'l). 
9.08 (21) 

Glyciniii. 

17.30 

7.94 

S.5 (20) 

Lactalbiiniiri 

15.39 

3.42 

3.2 (4), 3.4 (21) 

Ovalbumin (crystalline) .... 

15.98 

6.03 

0.0 (2), 5.7 (7), 5.9 ! (10), .l.r.O (i!n, 
0.0 (21) 

Ox muscle 

16.00 

7.87 

6.0 (4), 0.3 C20), 0.9 (‘25) 

Peanut, total globulins 

18.01 

14.16 


Phaseolin (navy bean) ..... 

16.07 

5.97 


Wheat bran globulin 

17.76 

13.30 


Zein — 

16.00 

1.05 

1.00 (19), l.SO (20) 

Barley, pearled 

1.86 

0.53 

0.32 (14) 

Bra5?i! nut meal 

9.03 

7.62 


Corn germ, defatted. 

3.93 

2.18 

1.07 (20), -2.48 C20) 

“ whole, yellow 

2.22 

0.65 

0.59 (14), 0.50 (20), 0.40 (27; 

Cottonseed flour . 

10.36 

7.72 

4.87 (14), 4.7!) (20), K..55 f‘20l 

Egg, whole, dried 

8.11 

4.82 

3.24 (28) 

Milk, dry, skim 

6.57 

1,15 

L4S (10), 1.31 (11), 1.21 (1 !) 

Oatmeal 

2,73 

1.26 

0.70 (14), 1.02 (20) 

0.29 (20), S.7.5 (20) 

Peanut flour 

10.15 

7.76 

Peas, black-eyed, ...... — 

4.15 

1.95 


Rice, white. 

1.26 

0.09 

0.57 (20) 

Rye, whole. 

1.08 

0.67 

0.53 (10) 

Soy bean flour 

8.85 

4.33 

3.93 (10), 2.92 (14), 4.15 (29) 

Wheat germ, defatted ...... 

6.50 

2.80 

2.44 (20), 3.00 (‘20 ) 

whole ...... 

3.07 

0.86 

O.Sl (10), 0..59 (14), 0.03 {'20) 

Yeast, dried, brewers* 

7,71 

2.26 

2.17 (10), 2.08 (30) 


thirty-one proteins and foods agree closely with those obtained on the same 
materials by both chemical and microbiological methods. 
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THE AVAILABILITY OF dl-LANTHIONINE FOR THE 
PROMOTION OF GROWTH IN YOUNG RATS 
WHEN ADDED TO A CYSTINE- AND 
METHIONINE-DEFICIENT DIET 

By D. BREESE JONES, ALVIN CALDWELL, and MILLARD J. HORN 

(From the Bureau of Human Nutrition and Home Economics^ Agricultural 
Research Administration^ United States Department of 
Agriculture j Washington) 

(Received for publication, May 12, 1948) 

In an earlier communication (1) it was reported that the internally com- 
pensated thio ether amino acid, mesolanthionine, is not utilized for the 
growth of young rats subsisting on a cystine- and methionine-deficient diet. 
Two alternative explanations were given for this failure of the animals to 
utilize mesolanthionine, either that the animals were unable to split the thio 
ether or that cleavage did occur in such a way that the imutilizable n-cys- 
teine (2) was formed instead of L-cysteine. In order to develop informa- 
tion on this question, feeding experiments have now been conducted with 
Dii-laDthionine. By feeding the racemic form under the same conditions by 
which the mesolanthionine was fed, it was believed that evidence could be 
obtained to show which of the above alternative explanations for the failure 
of mesolanthionine to support growth is correct. If the l component of 
the DL-lanthionine were split, one-fourth of the DL-lanthionine would 
supply L-cysteine irrespective of what side of the sulfur in the molecule 
cleavage occurred. The results of the experiments here reported show that 
DL-lanthionine supports growth to the extent that the L component is 
cleaved to yield 1 molecule of L-cysteine. 

DL-Ijanthionine usually accompanies mesolanthionine in acid hydrolysates 
of alkali-i.reated proteins (3). The DL-lanthionine used in these experi- 
ments was obtained from acid hydrolysates of human hair that had been 
previously boiled for 1 ho\ir with 2 per cent NaaCOa solution.^ 

EXPERIMENTAL 

In the previous investigation (1) on the nutritional availability of meso- 
lanthionine, to supply the B vitamins a cystine and methionine basal diet 
having the following percentage composition was satisfactorily used: casein 
6.0, dextrin 37.0, sucrose 15, salt mixture 4 (4), agar 2.0, lard 19, cod liver 
oil 5,0, and a commercial milk-vitamin concentrate 12. When fed this diet 
the animals invariably lost weight, 

^ Tests made on the DL-lanthionine for disulfide gave negative results, showing 
that it was free from any trace of cystine. 
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Since the milk-vitamin concentrate previously used was no longer avail- 
able, a simpler basal diet containing synthetic vitamins suui (hoiiiH' was 
first employed. It was found, however, that with (» per ceut (rASein io ilii' 
diet, as previously used with the milk-vitaniiu coiiceidieUa, ilte aiiimai;-' 
grew too fast to make it possible to detect the (iffect of adding Mie aiiiiiio 
acid supplements. By omitting choliiu^ and reducing Ihe le’ <>1 of casein (,<.• 
4.21 per cent, a satisfactory basal diet was olitaineil. W'lwn fed 1 !iis ditdr, 
the animals declined rapidly in weight. Addition of the sulfur aaiiiio acids 
promptly arrested the decline in weight, and growth proccctled tU :i, satis- 
factory rate. Salmon (5) has pointed out that the primary deficiency of 
casein at low levels is in labile methyl groups. This i.s in accord with tlu; 
decline in weight of our rats when choline was omitted from the diet . How- 
ever, this diet with a low content of fat, devoid of cholincj and tamiaining 
4.21 per cent of casein, supported grow'th at a satisfac.tory rale iifter i(, liad 
been supplemented with cystine as well as with choline, UK^Iliioiiiiug ur 
DL-lanthionine. Unless the cod liver oil or corn oil used in i he dif-t con- 
tained an appreciable amount of choline, the methionine in IIh* casein may 
have supplied enough methyl groups to bo ade(iuate for growl h w !i(‘u cysl iiie 
was added. 

The data presented represent the results obtained with eleven lol.s of 
albino rats. In addition to these, several lots were used in prelimhuu.y 
work on developing a satisfactory basal diet. Each lot consisted of four 
or six animals from the same litter, equally divided with r{\sp(^ct to se.x 
and having initial weights of 50 to 60 gra. They were housed in individual 
cages having wide mesh screen bottoms and kept in .a room maintained at 
about 24.4°. The animals were weighed twice weekly. After <,‘ons!dei':i.b!e. 
experimentation a basal diet having the following peiaaaitage conip )silion 
was found satisfactory: casein (Labco) 4.21, (k'xtianijied corn starch 00.7!), 
salt mixture 2.00 (4), cod liver oil 2.00, and corn oil 1.00. A viliunin mix- 
ture was incorporated in the dextrinized corn-siarch which jirovided the 
following constituents in each 100 gm. of di(;t: thiamiue hydrochloride 0.2 
mg., pyridoxine hydrochloride 0.2 mg., ribonavin 0..'> mg., (aalcium p.an- 
tothenate 0.3 mg., and niacin 1 mg. Tbe.so vitamins, in an aijiieous- 
alcoholic solution, wore added to the dextrinizod stareli and tin- mivtun- w.as 
dried at 50° to the original weight of the starch. 'Hk; dicit ttas h'll <i(l, liUHu.iii 
and a record of the food intake is given in Table I. It is of inleresi. l,o noU) 
that in general the food consumption was definitely lowta- during 1,1 le 
periods when the animals subsisted on tlie bassil diet .alone than whcai tlm 
amino acid supplements were incorporated. 

The animals fed the basal diet alone invariably lost weiglit rapidly, and 
when the feeding was prolonged they died in about 45 days. :Eor com- 
parison with the behavior of the rats given DL-lanthionine, L-cystiue and 
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DL-methionine were also used. The addition of 0.3 gm. of cystine or 0.37 
gtn. of methionine to 100 gm. of the basal diet made it effective in promptly 
arresting the decline in weight of the animals, and in enabling them to grow 


Table I* 

Food Consumption 


Lot No. 

Rat No. 

Experimental 

period 

Supplement to basal diet 

Average daily 
foocf con- 
sumption 



days 

per ceni 

gm. 

210 

4 9 

41 

0.30 cystine 

11.9 

213 

1 

23 

No supplement 

6.6 



47 

0.37 methionine 

6,8 

20S 

2 9 

22 

No supplement 

4.9 



26 

0.30 cystine 

6.4 

218 

2 9 

20 

No supplement 

5.7 



14 

1.04 DL-lanthionine 

5.6 



17 

No supplement 

2.1 

220 

2 d® 

11 

1.04 DL-lanthionine 

9.4 



8 

No supplement 

3.1 



6 

1.04 DL-lanthionine 

4.7 

220 

3 9 

11 

1.04 

10.3 



8 

No supplement 

3.4 



6 

1.04 DL-lanthionine 

5.5 

211 

1 ' 

40 j 

0.37 methionine 

9.3 

212 

4 9 

24 i 

No supplement 

6.2 



16 ^ 

0.30 cystine 

7.0 



16 1 

No supplement 

6.3 



9 i 

0.30 cystine 

10.6 

220 

1. 9 

12 1 

1.01 DL-lanthionine 

8.4 



7 i 

No supplement 

4.4 



7 

1.04 DL-lanthionine 

4.7 

218 

4 9 

IS 

No supplement 

5.9 



14 

1,04 DL-lanthionine 

6.6 



IS 

No supplement 

4.0 

218 

3 <5^ 

20 

It it 

5.1 



13 

1.04 DL-lanthionine 

4.4 



16 

No supplement 

3.9 . 

218 

1 & 

42 

(t it 

3.2 


* This table includes the record of only those rats, the growth curves of which are 
shown in Figs. 1 and 2. 


at a satisfactory rate. Likewise, equally prompt and effective responses 
followed the addition of 1.04 gm. of DL-lanthionine to the basal diet. The 
above-stated amounts of the three supplements added to the diet represent 
biologically available sulfur equivalents. 

In six of the lots all of the animals were fed the basal diet from the start 
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for periods of 15 to 25 days. Following the fore periods on tlie !)asal diet, 
the animals were fed one of the supplements. In most (‘.‘ises^ one ra.t of :i 
lot was allowed to continue on the basal diet ihn)ugti<')ut t!ie F{anairider of 
the feeding period to serve as a control. In, several Iot,.s the dTinh,. of tlic‘ 
supplements was studied tliroughout sucec'ssive periotls on tint same'' animal. 




Fios. 1 and 2. Growth, carves of rats receiving the haHaloieficit'ut <lii»t (DitS, fV) 
alone, or sapple, merited with 0.3 per cent of ri-eyvStine (Diet ('), 0.37 per eeni, of m. 
methionine (Diet M), or with 1,04 per cent of i>L-lanthionine (DiiS. L), Tln^ intn^ 
duction of each diet is indicated by the symbols over tin! downward jutowh. 'rin* 
identification nuinlier and sex of the rats are given on the extnane hdt with thcrir 
initial and final weights in parentheses. 

Without exception, BL-lanthionine proved to be as (dhxjiivc^ as c^ysiiiie or 
methionine in its capacity to promote growth at the start, or to I’cstoix^ it 
after a period of decline on the basal diet alone. The growtfh, (iiirv(»s for 
representative animals from the various lots are gi'vcii i:n Figs, I and 2, 
These are typical of the others which are omitted to save space. 

SUMMARY 

Feeding experiments have shown that racemic lanthionine can replaces 
cystine and methionine in the diet. Young albino rats fed a low protidn 
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(casein) basal diet deficient in cystine, but adequately supplied with the 
non-protein dietary essential factors, declined in weight rapidly. F or com™ 
parison with the behavior of rats given racemic lanthioiiine, L-cystine and 
DL-methionine were also fed. The addition of 0.3 gm. of L-cystine or 0.37 
gm. of DL-methionine per 100 gm. of basal diet caused immediate resumption 
of growth. The addition of DL-lanthionine likewise resulted in correspond- 
ing growth resumption. An immediate decline occurred when the lan- 
thionine was omitted from the basal diet, and growth again was resumed 
when the lanthioiiine was supplied. Previous experiments similarly con- 
ducted with mesolanthionine showed that this isomer is not utilijzed for 
growth. 
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A KEW SYNTHESIS OF CYSTINE^ 

By M. W, FARLOW 

(From the Chemical Dcparimenl, Experimental Station^ E. J. du Pont de Nemours 
and Company s Inc., Wilmington^ Delaware) 

(Received for publication, June 21, 1948) 

The present paper describes a new and convenient s 3 mt!iesis of cystine 
from pyruvic acid. The essential steps are illustrated in the following 
reaction scheme: 

CIIsCOCOJI + CHsCONHg -> CH 2 = C(NHC0CH3)C02H (A) 

(A) + CIRCOSH CH2(SC0CH3)CH(NHC0CH3)C02lI (B) 

(B) + HoO + (0) (— SCH^CHNIRCOfill)® 

Acetamidoacrylic acid is prepared from pyruvic acid and acetamide by 
the method of Bergmanii and Grafe (2). As pointed out by previous 
investigators (2-4), a-acetamidoacrylic acid, an encamide, can also have a 
tautomeric imide form, but the amide structure is believed to express 
better the behavior of the compound in the present cystine synthesis. 

Addition of thiolacetic acid to a-acetamidoacrylic acid is accomplished 
in the presence of a trace of ascaridole as catalyst, giving N,S-diacetyl-BL- 
cysteine, m.p. 118'^, in a yield of 85 per cent of the theoretical. N,S“ 
Diacetylcysteiiic of unspecified optical character has been prepared previ- 
ously by the action of ketene on cysteine and reported to melt at 111-112® 
(5) and at 109-110® (6). Hydrolysis of the diacetyl derivative with con- 
current oxidation by iodine gives 72 per cent of tlie theoretical amount 
of cystine. • 

This paper is liased on work carried out under the supervision of Dr. W. 
A. Lazier^ for the Office of Scientific Research and Development under 
Contract OEMsr-377 with E. I. du Pont de Nemours and Company. 

EXPBlilMENTAL 

a-Acetmnidoacrylic Acid — a- Acetamidoacrylic acid and a , a-bis(acet- 
aniido)propionic acid were obtained by heating pyruvic acid with acet- 
amide, as described by Bergmann and Grafe (2). Warming the bisacct- 
amido compound with acetic acid produced additional amounts of the 
desired acrylic derivative, as reported by these authors. 

N^S-Diacetyl-Bh-cysteine-— To a mixture of 1.78 gm. of a-acetamido- 

* Contribution No, 237; see Farlow ( 1 ). 

^ Present address, Chas. Pfizer and Company, Inc,, Brooklyn, New York. 
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acrylic acid and 10 ml. of thiolacetic acid (7) was added a fraction of a di'op 
of ascaridolej and the mixture was refluxed for 20 minutes until solulif)n 
was complete^ and then for an additional 15 minutes, livaporaiioii of thc^ 
reaction mixture in a vacuum desiccator jj^ave a. c.rystallinG n;‘si(iiK^ wliicth 
was rccrystallized from a mixture of chloroform and pei^roleuin (dlurr. dlic! 
recrystallized addition product melted at 118'^ and luul a iKHiI.ral eciuivalent. 
of 203 a>s compared with, the theoretical value of 205 for (lia,(‘.e(.yl(*ysfeiiH'. 
The yield was 2.41 gm. (85 per cent). 

Cystine — solution of 1.03 gm. of diacetylcysteine in 10 ml. of cc.iiuam- 
trated hydrochloric acid was boiled gently and a 0.53 N solution of iodine in 
methanol was added from a burette in portions of about 0.2 ml, as s’apitll}?' 
as decolorized until a permanent color of iodine remained for 5 minutes 
after the last addition. 10 ml. of iodine solution, or about 105 p(?r exmt of 
the theoretical quantity, were reciuircd. The addition covered a period of 
30 minutes. The solution was evaporated almost to dryness, dilutcHl with 
water, and sodium acetate was added until the solution was alkahnc' (.o 
Congo red paper. The cystine, which separated very slowly, wa,s removed 
by filtration and washed with water, alcohol, and ether. The dry product 
weighed 0.43 gm. or 72 per cent of the theoretical. 

Analysis — C 6 H 12 N 2 O 4 S 2 . Calculated. C 30.4, H 5.4, N 11.0, S 26.4 
Found. “ 30.0, 5.0, 11.7, ‘‘ 26 .6 

As further confirmation of its identity, the cystine was converted by 
sodium-ammonia reduction and alkylation into S-benzyl-DL-cysteiiie, and 
the latter by acetylation into S-benzyl-N-acetyl-DL-cysteinc by the metliods 
of dll Vigneaud and coworkers (8). These derivatives were found to iiKjlt 
at 215-216° and 157°, respectively, as compared with the values of 215-216° 
and 158° reported by du Vigneaud. 

SUMMAEY 

A new synthesis of cystine is presented. Pyruvic acid is t.rea,tcHl wii,li 
acetamide to give a-acetamidoac.rylic acid, to which is added thiola(*,eii(^. 
acid to produce N,S-diacetyl-DL-cysteine. liydi-olysis and oxidation o,f 
the latter produce cystine. 
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A COLORIMETRIC METHOD FOR ESTIMATION OF 
DEHYDROISOANDROSTERONE AND ITS 
APPLICATION TO URINE EXTRACTS* 

By PAUL L. MUNSON, MARY ELLEN JONES, PHILIP J. McCALL, and 

T. F. GALLAGHERt 

{From the Department of Biochemistry, University of ChicagOy and the Endocrinology 
Research Section, Armour and Company, Chicago) 

(Received for publication, May 19, 1948) 

Kerr and Hoehn (2), while investigating the specificity of a modified 
Pettenkofer reaction, observed that dehydroisoandrosterone (DHA) gave 
a strongly positive reaction. The similar behavior of cholic acid had long 
been known, and a number of procedures for its quantitative estimation 
based on this color reaction have been described (3-5). We have found 
that the Schmidt and Hughes procedure (4) for the determination of cholic 
acid can be adapted to the photoelectric colorimeter and used for the 
quantitative determination of DHA. Further studies on the specificity 
of the reaction for DHA, on a quantitative basis, have enabled us to make 
certain generalizations concerning the structural features necessary for a 
positive color test. We have also made a preliminary investigation of 
the application of the color reaction to extracts of human urine and, with 
certain reservations which will be discussed, we believe that the color 
reaction provides a simple analytical method for DHA applicable to ex- 
extracts from natural sources. The method should be of value in the 
further investigation of the metabolism of DHA in normal and pathological 
individuals, particularly the role it may play as an intermediate in the 
metabolism of the adrenal cortical hormones. 

EXPERIMENTAL 

Reagents — 

1. Furfural solution, A commercial grade of furfural is distilled twice 
on a boiling water bath under reduced pressure. The middle fraction only 
is retained from each distillation. For a satisfactory product it is essential 

Preliminary reports were presented at the American Association for the Advance- 
ment of Science Gibson Island conference on hormones, 1943 (1), and at the Tech- 
nological Conference, Chicago Section of the American Chemical Society, January 
24 , 1947 . 

This work was supported in part by a grant from Armour and Company and in 
part by the Dr. Wallace C. and Clara A. Abbott Memorial Fund of the Univer- 
sity of Chicago. 

t Present address, Sloan-Kettering Institute for Cancer Research, New York. 
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that the temperature of a boiling water bath is not exceeded. The nearly 
colorless product is promptly dissolved in 50 per cent acetic acid a,t a 
concentration of 0.5G per cent (volume per volume) and stored in the coki. 
We have found the reagent, stored at —5°, to be stable for many niont.hs. 

2. DHA standard solutions. A solution containing 10 mg. of J)H .\ or 
11.45 mg. of DHA acetate per 100 ml. of glacial acetic acid is prepared, 
and additional standards containing 0.060 and 0.020 mg. of DH/l per ml. 
are obtained by dilution with glacial acetic acid. In those experiments 
in which DHA was used as a standard, the substance melted at 139-1-11'’ 
(corrected); [«]„ = +10.4° (ethanol). Because DHA crystallizes in two 
polymorphic modifications, the melting point is an unsatisfactory criterion 
of purity. We have therefore, for the greater portion of the work, used 
the acetate of this compound (m.p. 169-170.5° (corrected); [a|:> = +4.2° 
(ethanol)) as the standard but have expressed the results in terms of DHA. 
The acetate gives the same intensity of color mole for mole as the free 
hydroxy ketone. 

3. Sulfuric acid, 16.0 N. 

4. A cclic acid, CO per cent by weight. 

Provided all test solutions are treated uniformly, minor changes in 
reagent concentrations, temperature, and time are relatively unimportant. 
The recommended concentrations of reagents differ from those of Schmidt 
Md Hughes (4) in preparation; their use leads to the same concentrations 
in the final mixture as specified by these authors. 

An amount of pure steroid or of urine extract estimated to contain from 
10 to 50 7 of DHA or its equivalent is transferred to a calibrated klvelyn 
colorimeter tube and evaporated to diync&s on a water bath under a 
stream of nitrogen. The dry residue, if the evaporation has been propi'rly 
carried out, is confined to a small area in the bottom of (,ho lube and i's 
dissolved in 0.5 ml. of glacial acetic acid, with warming if neces.sary. 'I'lic 
solutions in Table I are then added to Evelyn tubes in duplicate or triplicaie 
and mi.xed. 

To each tube indicated in Table I, 7.5 ml. of IG n sulfuric acid arc added 
at 1 minute intervals. After mi.xing well, the tube is placed in an (iffi<;i(!nt, 
large capacity, constant temperature water bath maintained at 07 ± 0.2°! 
After exactly 12 minutes in the bath, the tube is removed and immetliately 
placed in an ice bath for_ 1 minute. After all the tubes have been heated 
and cooled (a series of thirty to forty tubes can be analyzed conveniently), 
the color intensity is determined in the Evelyn colorimeter, with Filter 660^ 
the wave-len^h of maximum absorption of the colored product. A 
center setting is obtained by adjusting the “blank without furfural” to 100. 
Since all the solutions containing furfural increase slightly in color while 
standing at room temperature, the colorimetric measurements are made 
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at approximately tlie same time interval (±10 minutes) after removal 
from the bath« 

There is a small but significant day to day variation in the color intensity 
developed by DHA standardsj even though the same reagents are used 
and the assay conditions are apparently identical. It is therefore essential 
that a full set of standards be included in each assay series. The color 
produced is affected significantly by changes in furfural concentration^ 
H2SO4 concentration^ bath temperatiircj and heating time. Therefore it 
is also essential to use the same reagents and assay conditions for standards^ 
blanks^ and extracts. 


Table I 

ReagenU for Dehydroisoandrosierone Determination 


I 

i 

Glacial 

acetic 

acid 

DHA 

stand- 

ard 

solutionj 

50 per 
cent 
acetic 
acid 

Fur- 

fural 

solution 

Urine 
extract 
in gla- 
cial ace- 
tic acid 

Blank witliout furfural 

ml. 

0.5 

?iiL 

ml. 

2.0 

ml. 

ml. 

Reagent blank. 

0.5 

1 

1 


2.0 


DHA standards (lOj 30s and 50 7 levels) i 

0.5 


2.0 


Urine extract blank. ! 

1 

i 

2.0 

0.5 

iS u 



2.0 

0,5 






Calculations 

L The galvanometer readings (G) are converted to L values. (L == 
2 log (r. A convenient table for conversion is included in the manual 
accompanying the Evelyn colorimeter.) If replicate determinations have 
been madcj the mean L value for each set of replicates is calculated. 

2, To eliminate non-specific color (a) originally present in the extract 
and (6) produced by the action of H2SO4 alone on the extract^ the L value 
for the 'hirine extract l)lank’^ is subtracted from that of the “urine ex- 
tract.^^ Occasional urine extracts develop a slight turbidityj which also 
is corrected by the urine extract blank. The mean L values of the reagent 
blank and the DHA standards are plotted on graph paper and a curve 
drawn comiecting the points, (The curve deviates slightly from strict 
linearity g thus differing from that obtained in the analysis of cholic acid.) 
The DHA content of the urine extract aliquot is estimated by interpolation 
on the graph, and the total DHA content of the extract is obtained by 
application of the appropriate factor. An example of a standard curve is 
shown in Fig. 1, and a sample set of calculations is given in Table II, 
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0 10 20 30 40 50 

MICROGRAMS OF STEROID 

Fig. 1 . Calciilati on of standard curve . L = 2 — log G. The soli d curve represents 
dehydroisoandrosterone or 3(/3)-chIoroandrostcnone-17 ; the dotted curveA^'^’-andros- 
tadienone-17. 


Table II 

Method of Calculation of Results in DHA Colorimetric Assay 


Determination 

Mean L 
value 

Estimated 
DHA 
content in 
aliquot 

Factor 

Total DHA 
content 

No furfural blank 

0.0000 



wi:. 

Reagent blank 

0.0459 




10 T DHA standard 

0.1257 




30 '' '' ‘‘ 

0.2818 




50 “ “ “ 

0.4034 




Urine Extract 57-16 (total volume, 50 ml,) 
0.4 ml. 1:5 dilution 

Extract 

0.3714 




Blank 

0.0163 








Net 

0.3551 

42.2 

C »25 

20,4 

0.2 ml. 1:5 dilution 

Extract 

0,2231 

Blank 

0.0078 








Net 

0.2153 

21.5 

1250 

26.8 

26.6 

Mean value for Extract 57-16 






Results 

Table III demonstrates the reliability of the colorimetric method when 

it is applied to “unknown” solutions of DHA, to mixtures of DHA and 
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androsterone, and to a crude urine extract with and without added DHA. 
It is apparent from these results that DHA can be assayed in the presence 
of a non-chromogeiiic substance and that added DHA can be quantitatively 

Table III 


Afplicaiion of Method to Unknown Solutions 


Solution No. 

DHA added 

Androsterone 

added 

Urine Extract 
409 added 

DHA found 

Per cent 
recovery 


7 

7 

ml. 

7 


1 

32.5 



33.0 

101.5 

2 

22.5 



22.5 

100 

3 

32.0 



32.4 

101.2 

4 

12.0 



12.0 

100 

5 

20.0 

40 


20.2 

101 

6 

40.0 

80 


39.8 

99.5 

7 

50.0 

100 


50.0 

100 

8 

0 


0.5 

14.5 

1 

9 

10.0 


0.5 

24.5 

100 

10 

0 


1.0 

29.0 


11 

20.0 


1.0 

49.0 

100 


Table IV 

Color Intensity from Application of Method to Pure Compounds 


Dehy droisoandrosterone 

“ acetate 

Potassium dehydroisoandrosterone sulfate 

A®-3 (/3) -Chloroaudrostenone-17 

J>-Androstadienone-17 

A^-Pregnenol"3 (jS) -onc-20 

A^’-Pregncnediol-3(/3)21-one-20, 21 -acetate. . 

A^*-17-Kt}unylandrostenediol-3(i3) , 17(iS) 

A^-17-MethylandrosteucdioI-3(i3) , 17(i3) 

A*''^~Anclrostencdiol"3(/3) , 17(a) 

A'’-Andro8tenediol-3(/3) , 17(jS) 

A'’-Andro8tenetriol-3 (/3) , 16 , 17 

A'»-Aiidrostenol-3(i3) 

A®-^'-Androstadienol”17-acetate 

A^®-Allopregnenediob3(a) , 2O(j0) 

A®-Preguenediol-3(/3) ,20 (i3) 


per cent 
100 
100 
105 
102 
80 
78 

>100 

75 

25 

25 

25 

75 

55 

25 

25 

<20 


measured in the presence of a relatively crude urine extract. Since the 
results suggested that the colorimetric determination of DHA in urine 
extracts was possible, the specificity of the reaction was investigated. 
Table IV lists a series of neutral steroids tested which gave positive results 
when the color reaction was applied under the conditions previously 
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Table V 


Pure Campotinds Tested with Negative Results al 6iW nipi 


Crrsaturated 


CVriinsaturated 


Csi-saturated 


Csrimsaturated 


Phenols 


: Aiidrosl anol «3 {a) -one-l 7 (androsterono) 

Eli oclio I anol -3 (a) -o nc - i 7 
Androstrinol“3(i:?)-one»17 (isor4,iidrosterorie) 
Etiocho!imol»3(a)-dione-li,17 
AiidrostaDedEol-3(a') , 1 1. -one-17 

AodrostanoI-5-lrione-3,6, 17 
Apdrostanedione-3, 17 
Eiiochoianet.rione-3, 11,17 
Androstanediol~3(a0 , 17(a) 
jAndrostanetnol-2,3, 17 
U^u*r 3>-Atidrostenone-17 
A'LAndrostenol"3 (a) -one-17 
A >E t i o cholc n ol -3 (a ) -o iie - 1 7 
A'EAiidrostenol -17(a) -one-3 (teslosterono) 
A^-Androstenediorie-3 , 17 
^A^-Androstenediorie-3, 17 
I A**-Androstenet.rionc-3 ,11,17 (adnniostcrono) 
A’-AndroRtcneinol-3(iS) ,4, 17(nt) 

A'‘-17-MethyIandrosten()l -17 (/3)-oxie-3 (methyl tcstosieronci) 

P regnanol -3 {a ) -o ne -20 
Pregnanol-20 (a) -one-3 
A!lopregnanol-3 (a)-one-20 
Allopregnanol-3(i3)-one-20 
Pregnanedione-3, 20 
Allopregnanedione-3 , 20 
Pregnanetrione-S ,11,20 
Allopregrianetrione-S , G . 20 
Ailopregnanediol-3(/3),G(a)-oiie*20 
Prog nanediol -3 , 4~oric-20-diacelale 
Prcgnanodiol -3 (a) , 1 7 (a) -one -20 
A'^"Pregncnedione-3 , 20 (progoatcrooe) 
A‘*-Pregnenol-17(a)-djone "3 , 20 
A*^ -1 7-K t h i ny 1 and rnstenonc -3 
A'’*^^-Pregnadiendic)l -3 . d-one ~2:]-diaeoiatc 
A^”-AIlopregncnedioI -3(/3) „ (K|9)-one-20 
A^®-Pregnotmdiono-3 , 20 
IT-IsopropylidenetiocholmioIdKifi) 

A-^-Pregnenediol-U(i3) ,2l-cUoue-3 ,20 (corticosterone) 
A‘M.^regmenediol-l7(aX,21-t,rionc-3,ll,20 (Ke^d^iil^s (>rm- 
pound E) 

jA^-Pregnenol-21 -dione'3,2!} (desoxycorticoateronc) 

Estrone 
a -Estradiol 
Estriol 


specified. In Table V is listed a series of neutral steroids tested which 
gave less than 5 per cent of the color produced by an equivalent weight of 
DHA, and are therefore conadered to be negative. 
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It is to be noted from the results presented in Table IV that, with the 
exception of DHA and its simple derivatives, only four ketonic steroids 
gave a positive color test. Two of these, namely A^‘-3(i(3)-cliloroaiidros» 
tcrionolT and A^-^^^androstadienone-l?, are known to occur in urine 
extracts, and are generally believed to be trai'isformation products derived 
froin DHA in the course of the hydrolytic procedure utilized to free the 
steroids from, their conjugates. The determination of these compounds 
as DHA would not be erroneous, therefore, and could be advantageous 
since the formation of artifacts is difficult to control or eliminate. The 
other two ketonic steroids, pregnenolone and A®-“ 3 (i 3 )“h 3 rdroxy” 2 i“acetoxy“ 
20 ”ketopregiieiie, have not as yet been demonstrated in urine, although 
pregnenolone has been found in pig testis by Prelog and coworkers ( 6 ). 
3(i8)-21“Diliydroxy“20“ketopFCgnene has not as yet been isolated from natural 
sources. Since the remainder of the compounds in Table III are all non- 
ketonic, they should not interfere with the determination of DHA by the 
colorimetric procedure, provided that the extract has first been separated 
into ketonic and non-ketoiiic fractions by a suitable procedure. 

Since the relation between color production and concentration of DHA 
is not strictly lineal in this procedure, and in the application to urine 
extracts A'^"3(|5)-chloroaiidrostenone-17 and A^'®-aiidrostadienoiie-17 would 
be determined as DHA, the proportionality between color and coiiceiitra- 
tion of these substances must be established. It can be seen from Fig. 1 
that, while DHA and the chloroketone give identical color intensity over 
the range of concentrations investigated, the slope of the curve relating 
color and concentration for A^-^-androstadienone-i? departs markedly 
from, that of DHA. While at 10 7 the agreement with DHA is excellent, 
with increasing concentration of dienone a relatively lower color intensity 
is developed, a result very probably to be ascribed to the greater destruction 
of the doubly uiisatiiratcd compound under the drastic conditions of the 
reaction. In order to test wliether low concentrations of A^'-’-andros- 
tadieiioiie-17 could be accurately assayed in the presence of DHA and 
3(|3)“Chloroandrosten()nC'-17, a mixture of these three substances in equal 
proportions was prepared and assayed at 10 and 30 7 levels. In both, 
instances the calculated value obtained for the mixture, and it is 
therefore apparent that unless A^-^-androstadienone constitutes more than 
one4hird of the chromogenic steroids in the color reaction no serious 
deviation from the true value is encountered. For greatest accuracy witli 
higher concentrations of the dienone the assay must be conducted with 
amounts of about 10 7 . A distinction between DHA and the chloroketone 
or the dienone can be obtained by separation of the ketonic fraction into 
a and |S subfractions by precipitation with digitonin. Of the three com* 
pounds only DHA is precipitable with digitonin, and therefore the two 
transformation products will be found in the a-ketonic fraction,.. 
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Table VI illustrates the application of the colorimetric dotormi nation 
of DHA to urine extracts. The fractions studied were kindly supplied to 
us by Dr. Eiehard Landau of the Department of Medicine, Universily of 
Chicago, and Dr. Konrad Dobriner of the Sloan-Kettering Instil, ute, N(iw 
York. The extracts wore selected primarily on the basis of availability 
and are therefore not to be considered characteristic of cither the noi-inal 
or the diseased state. The values obtained do serve to indicate, however, 
the fact that chromogenic compounds of the type of DHA and its trans- 
formation products constitute an appreciable percentage of the ketosteroid 


Table VI 

Colorirneiric Estimation of Dehydroisoandr osier one in Kcfnnin 
Fraction of Urine Extracts 


Ketosteroids* | 

Dehydroisoandrosterone cquivalcn ts 

Total ketonic 
fraction 

«-Ketonic 

fraction 

/S-Ketonic 

fraction 

Total ketonic 
fraction 

a-Tvetonic 

fraction 

r^-Kctonic 

fraction 

mg. 

mg. 

mg. 

mg. 

mg. 

mg. 

8.5 



2.2 



7.6 



1.1 



2.8 



0.3 



0.44 



0.07 



0.23 



0.05 



0.21 

5.9 

0.1 

0.04 

0.24 

0.03 


7.0 

1.2 


0.93 

0.27 


8.8 

0.28 


0.56 

0 


6,1 

0.16 


0.35 

0.05 


35.0t 

30,0 


10.1 

26.2 


* Measured by the Holtorfi; and Koch (7) modification of the Zimmonnann (8) 
reaction. 

t Patient with an adrenal tumor. 

fraction of urine. It is noteworthy that in each instance in which «- and 
i3-ketonic fractions from the same urine have been assayed, a con.sidcjrably 
higher value is obtained in the a-ketonic fraction than in tlie iS-k'ctonic 
fraction. The exception is a patient with an adrenal tumor in whicli l;he 
excretion of DHA was at a very high level. Even under the.se circum- 
stances approximately 40 per cent of the total chromogen was obtained 
in the ct-ketonic fraction. In view of the specificity of the color reaction 
it may therefore be suggested that the procedures used in the preparation 
of these urine extracts have resulted in the conversion of a considerable 
portion of DHA to the chloroketone and the dienone. 

DISCUSSION 

From the results obtained with neutral steroids tested and reported 
here, as well as with the acidic and neutral compounds investigated by Kerr 
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and Hoehn (2), the structural requirements for a positive Pettenkofer test 
can be generalized. Unsaturation in Ring B, or a group which can give 
rise to iiiisaturation in Ring B, and a hydroxyl group or double bond in 
Ring A are both essential for the reaction. Of the compounds tested, the 
simplest substance conforming with these requirements is A®-3 (|6) -hydroxy- 
androstene, which is approximately one-half as chromogenic as DHA. All 
other substances giving a positive reaction possess an additional functional 
group in the molecule. Thus cholesterol, which differs from 3(i8)-hydroxy- 
A^-androstene only by the aliphatic side chain at C-17, is non-chromogenic, 
while 3(i(3)“hydroxy-A^-lithocholenic acid gave a positive test (2). The 
intensity of color is thus markedly influenced by the other functional 
groups in the molecule and an approximation of this effect may be made. 
A carboxyl group at C-24 is equivalent to a ketone group at C-17 ; a ketol at 
C-20,C-21 increases the chromogenic effect; a ketone at C-20 is less effective 
than a C-17 ketone, and replacement of a ketone by a hydroxyl group at 
the same position decreases the color intensity; two hydroxyl groups in 
Ring D are approximately equivalent to a C-20 ketone in the color reaction. 
It should be noted that A^®-3(o:) ,20(^3) -dihydroxy allopregnene gave a 
positive test, whereas A^>^®-3,4-dihydroxy-20-ketopregnadiene' was nega- 
tive. The color reaction, . therefore, while not completely specific, is 
qualitatively indicative of a C-3 hydroxyl together with actual or potential 
unsaturation in Ring B and oxidation elsewhere in the molecule. 

The application of this color test to the non-ketonic fraction of urinary 
extracts should prove of value, since isolation experiments have shown 
that chromogenic compounds such as A^-3,17-dihydroxyandrostene and 
A®~3,16,17-trihydroxyandrostene are present in this fraction. Further 
investigation of the specificity of the reaction would be desirable before 
any considerable reliance could be placed on the method as a means of 
identification of individual non-ketonic steroids, but extension to this 
relatively unexplored fraction should not be overlooked. 

We wish to express our appreciation for the advice and encouragement 
received from the late Professor F. C, Koch throughout the course of this 
investigation. We also acloiowledge the technical assistance of Mr. 
Arthur A. Wykes, and thank the Wm. S. Merrell Company, Cincinnati, 
and Dr. Robert S. Shelton, Vice President, for permission to use their 
laboratory facilities during the summer of 1943. Among the investigators 
to whom we are indebted for samples of crystalline steroids are Dr. 
Wayne Cole, Dr. Lewis Engel, Dr. Seymour Lieberman, Dr. li. L. 
Mason, Dr. A. D, Odell, Dr. R. E. Marker, and Dr, C. R. Scholz. 

SUMMAKY 

1. A colorimetric analytical method for dehydroisoandrosterone (DHA), 
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which is applicable to tirme extracts as well as to pure solutions^, has bcec 
described. It is based on the color produced when acetic acid solutions 
containing 10 to 50 i of the steroid are treated at 67® with fiirfiiiTi.l aiicl 
sulfuric acid. 

2. The specificity of the metlioc! lias been iiivestigat-ecl ■wif'.fi fifi diffiu*erii 
crystalline neutral steroids. Forty of the compounds gave no sigriiiieaiit 
color. 

3. The sixteen compounds which, gave positive tests may be divided 
as follows: (a) DHA and simple derivatives including the trails, foriiiatiori 
products A^"303)“Chioroaiidrostenonc-»17 and A'^'®”aiiclrc)stat.lieiiOfie-'17j de- 
rived from ,DHA during acid hydrolysis of urine; (b) two otlier .iieutr'a! 
ketones, pregnenolone and 21.-acetoxy pregnenolone, wiiicli have not* as 
yet been shown to occur in urine; and (c) non-kctonic iinsatii rated steroids. 

4. Ill genera! the color test indicates the presence of iinsaturatioii or 
potential iinsaturatioii in Ring B and a hydroxyl group or double bond in 
Ring A. 
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THE EFFECT OF pH UPON THE TOXICITY OP lODOACETIC 

ACID TO YEAST CELLS* 

By J. G, ALDOUS 

{From the Department of Pharmacology, Dalhousie University, Halifax, Nova Scotia) 

(Received for publicatiorij May 283 1948) 

In investigating the respiratory metabolism of cells whose growth has 
been inhibited by the use of various agents, it is often advantageous for the 
action of the inhibitor to be irreversible. Following an exposure to an 
inhibitory agent of this type, the cells may be freed from the medium con- 
taining the inhibitor, thus permitting an investigation of the altered metab- 
olism under a variety of environmental conditions. 

The fact that monoiodoacetic acid is a potent inhibitor of fermentation 
was demonstrated many years ago by Lundsgaard (1). That this inhibi- 
tion was dependent upon pH was noted by several workers. Ehrenfest 
(2) reported thcat yeast fermentation was totally inhibited by 3.6 X m 
at pH 4.6 but that this inhibition gradually decreased as the medium was 
made more alkaline, until at a pH of 7.0 no inhibition was apparent. She 
concluded that changes in cell permeability were responsible for these 
results and produced evidence purporting to support this conclusion. 

Following these early observations iodoacetic acid was widely used as a 
tool for investigating the mechanism of carbohydrate metabolism in a 
variety of cells and tissue preparations. In spite of this work there resulted 
little unanimity of opinion as to the specific mode of action of the compound. 
Both Dickens (3) and Lohmann (4) showed that iodoacetic acid inhibited 
glyoxalaso in liver slices and, from the fact that reduced glutathione restored 
the activity of their inhibited preparations, concluded that — SH groups 
were involved in the inhibition. This work was carried on at a pH of 7.4. 

With the exception of a paper by Cayrol (5) little appears to have been 
reported regarding the toxicity of iodoacetic acid. This author observed 
that in acid media respiration, fermentation, and cell division were inhib- 
ited, while at neutrality only fermentation was effected by the same con- 
centration of inhibitor. 

Recently Kinsey and Grant (G) classified iodoacetic acid as a “reversible” 
inhibitor because the depression of growth and respiration observed while 
the drug was in contact with the cells disappeared upon resuspending the 
cells in fresh medium. The pH of the medium here was 5.5. 

Work with iodoacetic acid has been in progress in this laboratory for a 

* This investigation was supported by funds from the National Cancer Institute 
of Canada. 
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year, and under the experimental conditions employed the effect of the 
inhibitor was always irreversible. Since exposures of the yeast siispciisioiis 
to the poison were always made at a pH of 4.5 and under these conditions 
the results were at a variance with those reported at slightly more alkaline 
conditions (pH 5.5), it was decided to investigate in detail the question of 
whether acidity of the medium was responsible for these inconsistoiicries. 
These studies emphasize the fact that pH has a marked effect both upon 
the dissociation of iodoacetic acid and upon the toxicity of the inhibitor to 
yeast cells, especially over the range, pH 3.5 to 5.5. Moreover, the toxicity 
appears to be directly proportional to the concentration of the undisso- 
ciated iodoacetic acid molecules, 

Materiah and Methods 

Method A — Cells of Sacchamnyces cerevisiae originally obtained from a 
single cell isolation were grown for 18 hours on plates of Miller (7) aga,r 
medium incubated at 20°. After harvesting, the cells were washed twi(?c 
by centrifugation with phosphate buffer (0.05 m KH 2 PO 4 ) and were filially 
made up as a 1 per cent suspension in phosphate buffer. Aliquots of this 
suspension were then centrifuged and the packed cells resuspended in phos- 
phate buffer adjusted to pH values of 3.5, 4.0, 4.5, 5.0, and 5.5. 5 ml. of 
each suspension were placed in each of five L-shaped test-tubes immersed in 
a constant temperature bath at 20°. 3 ml. of phosphate buffer at the coi're- 
sponding pH were added plus 1 ml. of 10 per cent solution of glucose in 
phosphate buffer adjusted to the corresponding pH. This mixture was 
shaken for hour, at which time 1 ml. of 10"^ m iodoacetic acid (pH 4.5) 
was added to each suspension. A sixth aliquot to which no iodoacetic acid 
was added served as a control. After hour each tube was sampled for 
viable cells, the procedure being that of serial dilution. Sampling, diluting, 
and the final plating out into the Miller gelatin medium were all carried out 
in duplicate. 

In two experiments in this series, the KH 2 PO 4 buffer was replacjcd by tlie 
McTlvaine citric acid-phosphate buffer after it had been established thai- 
this procedure did not alter the characteristics of the respiratoiy me(.al)- 
olism. Identical results were obtained in both cases. 

Results 

Viable cell counts carried out according to the above procedure varied 
from 0 to 100 per cent (per cent of the control colony count) as the pll was 
increased from 3.5 to 5.5. The actual figures are recorded in Table I, froiii 
which it is immediately apparent that the greatest toxicity is producicd in 
the most acid environment. 

The possibility that these results might be due to varying degrees of 
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dissociation of the iodoacetic acid was then considered. Accordingly, the 
percentage dissociation of the acid at various points throughout the range 
covered in the above experiments was calculated, and, since toxicity de- 
creases with increasing dissociation, the per cent undissociated acid was 
plotted against pH. Such a plot is indicated in Fig. 1. 

When viability is plotted against concentration of undissociated acid, as 
has been done in Fig. 2, one obtains a fair approximation to a straight line. 
This may be taken as an indication that the irreversible toxic action of 
iodoacetic acid is directly proportional to the concentration of the undisso- 

Tablb I 

Influence of pH upon Toxicity of Iodoacetic Acid 
The amount of iodoacetic acid added in all cases was 1 ml. of 10”^ m to 9 ml. of 
yeast suspension. The per cent viability represents the per cent of the control (un- 
treated) colony count. Undissociated acid concentrations were computed from 
Fig. 1. 


pH * 

Per cent viability 

Undissociated acid, X 10“'* M 

3.5 

0 

8.0 

3.7 

0 

7.0 

3.9 

0 

6.0 

4.1 

5 

5.0 

4.35 

15 

3.8 

4.5 

40 

3.1 

4.85 

81 

1.6 

5.0 

100 

1.2 

5.45 

90 

0.4 

5.5 

100 

0.4 


pli measurements taken immediately prior to addition of iodoacetic acid to 
yeast suspension. 


ciated molecule. Confirmatory evidence for this conclusion was sought by 
an entirely different procedure based upon the following reasoning. 

If the concentration of the undissociated acid is the factor responsible for 
the toxicity of the drug, then one should be able to expose the cells to vary- 
ing concentrations of iodoacetic acid under conditions of constant pH and 
observe much the same phenomenon. Moreover, since the degree of disso- 
ciation at any pH is known, the viable cell counts from such an experimentj 
when plotted against the concentration of undissociated acid (rather than 
against concentration of the acid added), should fall along the same line as 
that shown in Fig. 2. A series of such experiments was carried out as indi- 
cated below. 

Method B — The harvested, washed cells were made up as a 1 per cent 
suspension in phosphate buffer, pH 4.5. Each L tube received 5 ml. of, 




Fig. 1. The dissociation curve for iodoacetic acid calculated iromKo = 7.5 X 10"* 



Fig. 2. Viability of yeast cells as a function of the concentration of undissociated 
iodoacetic acid. • , the result from experiments in which the inidissociatcd acid con- 
centration was varied by changing the pH of the medium (Method A) , O , ilio result 
from experiments carried out under conditions of constant pH, the uudissociated acid 
concentration being varied by changing the concentration of the inhibitor that wa.s 
added to the yeast suspension (Method B). 
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yeast suspension, various amounts of phosphate buffer, and 1 ml. of 10 per 
cent glucose solution. After the | hour equilibration period, various quan- 
tities of M iodoacetic acid (to make the total volume of each tube to 10 
ml.) Averc added and the Avhole mixture shaken for J hour prior to sampling 
for viable cells. In some experiments in this series the IVH2PO4 was re- 
placed by the citric acid-phosphate buffer (pH 4 . 5 ) with no change in results. 
The final concentration of iodoacetic acid in this series ranged from 2 X 10“^ 
M to 2 X 10 ~^ M. Since, at a pH of 4 . 5 , 30 per cent of the acid exists in the 
undissociated form, each of the concentrations of acid used Avas multiplied 
by 0.3 and the resulting values from the four experiments together Avith cor- 
responding viabilities were plotted in Fig. 2. 

. DISCUSSION 

I 

It Avill be noted that the points in Fig. 2 shoAv a certain amount of scatter 
about the line intended to represent their average. This situation is largely 
due to the difficulty in maintaining the pH at any given value in this acid 
rang^e. 

The maintenance of constant pH in a suspension of yeast cells that are 
acth^ely metabolizing glucose presents a difficult problem, especially if one 
seeks to use a buffer which does not modify the metabolic characteristics 
of the cells. Potassium dihydrogen phosphate is a poor buffer oYei the 
range covered in the above experiments, and its use necessitated frequent 
pH determinations. For this reason all of the experiments Avere repeated 
AAuth the Mcpvaine citric acid-sodium phosphate buffer, which AA^as found 
to maintain the pli of the medium at its original value over reasonably long 
periods of time. 

The interpretation of the data presented in Fig. 2 is fairly obvious, al- 
though it is someAvhat surprising to find that the imdissociated molecule 
rather than the iodoacetyl ion is the species responsible for the irreversible 
toxicity. 

.Preliminary measurements of the respiratory characteristics of the sus- 
pensions treated even with. Ioav concentrations of iodoacetic acid show 
almost a complete absence of both aerobic respiration (oxygen consumption 
and C()2 production) and anaerobic fermentation. This association of 
irreversible cellular damage with cessation of respiratory activity is inter- 
esting AAffien compared to the situation obtaining under more alkaline con- 
ditions. In those experiments in AAffiich an exposure to iodoacetic acid Avas 
made at a pH of 5 . 5 , all the cells developed normally and showed very little 
change in respiratory activity. Nevertheless, under these and more alka- 
line conditions, Avhen the iodoacetyl ion predominates, a well defined inhi- 
bition of respiration has been noted as long as the toxic ion is present in the 
medium. Here, hoAvever, there appears to be a selectivity of action asso- 
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ciated with the ion^ since CO2 production is depressed but oxygen consiiiiip"” 
tioii frequently remains imaltered. This would seem to point to a diiTcrciicu^ 
ill specificity of action between the ion and the molecule,, nlliiougii oiic niiisl. 
also consider the possibility that irreversible cellular damage (ol')tai!;’ie(i 
under acid conditions) may in itself lead to cessatioii of Jiil ras|)iniio!;? 
activity* Certainly the above experiments indic.aic Iluit tlie iodoaeetic: 
acid molecule has a much greater affinity for tlje cell iirm? docs fjic‘ iorlo- 
acetyl ion* 


SUMMARY 

As a result of experiments performed under condildoea of varying pll Jind 
of varying iodoacetic acid concentration it I'las been denionslraied tbot Ihe 
irreversible toxic action of the inhibitor toward yeast cells is p]*opur’i,ion:ii 
to the concentration of uiidissociated iodoacetic iicid. At pit vaJues lower 
than 5,0 the action of the inhibitor is irreversible,, while in inediji irioi*e frlk;i* 
line than, 5/) the action is reversible. 
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STUDIES ON AMINO ACID EXCRETION IN MAN 
IL A\1IN0 ACIDS IN FECES’^ 
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(From the Frank Billings Medical Clinic^ Department of Medicine^ University of 

Chicago^ Chicago) 

(Received for publication, June 17, 1948) 

Tlie feeal nit.rogen of normal man remains relatively unchanged despite 
considerable variation in protein nitrogen intake, provided that the dried 
weight of food is kept constant (1). Whether or not the fecal amino acids 
maintain a similar constancy despite variation in the amino acid content 
of i,lic diet has not been adequately investigated heretofore* 

The purpose of this paper is to report the data obtained by microbio- 
logical meixsuremcrit of eight amino acids in the food and in the feces of 
two licalih}', adult men fed a variety of diets. The preparation of feces 
samples for amino acid analysis by the microbiological technique' also is 
described. 

Analyses were performed on acid-hydrolyzed samples, and therefore the 
total amounts of the amino acids methionine, lysine, arginine, histidine, 
leucine, isoleucine, valine, and threonine were measured. The results 
indicate that, despite great differences in the amounts ingested, the quantity 
of individual amino acids as well as the total nitrogen in the feces remains 
relatively constant. 


EXPERIMENTAL 

As described previously (2), the subjects were two healthy young mens 
liospitalized for tlie purposes of this investigation in the metabolism section 
of the Albert Merritt Hillings Hospital. They were permitted normal 
activity. Each diet was studied for two consecutive 6 doy periods, follow- 
ing a, 3 day interval which permitted adjustment of the subjects to the 
change in food. Though the intake of protein was varied, the caloric intake 
and the weight of dried matter were kept as uniform as possible throughout 
the study by adjustment of the carbohydrate content of the diet. Suffi- 
cient amounts of carbohydrate, fat, and vitamin supplements were admin- 
istered to make the diets nutritionally complete. The preparation and 

* A portion of this study was presented before the Division of Biological Chem- 
istry at the Chicago meeting of the American Chemical Society, April, 1948. 

This study was supported in part by grants from the Evaporated Alilk Associa- 
tion and the American Dairy Association. 
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analysis of the food and the mici'obiological procedure utilized in this study 
have been described in a previous publication (2). 

iilxcept in Periods 9 and 10, in which crystalline methionine addcMi t,o 
the diet, tlie amount of individual amino acids ingested was varicnl liy 
cliangiiig either the quantity or type of protein in the food. Witli the ex- 
ception of methionine, no attempt was made to study tlie efhicl.'S of aclded 
individual amino acids upon the excretion in feces of the othen’ amino acids. 

Collection and Preparation of Feces Samples for Analysis — ldx‘es were 
collected into a large, weighed, covered glass mixing !)Owl and stored in the 
refrigerator for each 6 day period. There was no obvious (icK'omposiiion 
of the feces through growth of bacteria or mold. Each 6 day collection was 
marked by 0.3 gm. of carmine administered to the subjects just, prior t o the 
first meal of the period and at the end of exactly G days; the feces betw(vm 
the two markers were saved for analysis. 

The total collection of feces for each period was weighed and homogenized 
with distilled water in a Waring blender. Mcasin*ed aliquots wcu’c then 
taken for total nitrogen and for amino acid analj^sis. Total ru(,.r(.)gen was 
determined by the semimicro-Kjeldahl procedure with Kselcnium dioxide 
and cupric sulfate as the digestion catalysts. 

For amino acid analysis, 2.5 to 3 gm. of the homogenized sample were 
weighed accurately into a conical beaker and autoclaved witli 20 ml. of 
4 N hydrochloric acid for 10 hours at 120"^. The samples were then boiled 
10 minutes with 250 mg. of norit A, filtered by suction, adjusted to pH G.8, 
and made up to a volume of 1 liter. All samples were hydrolyzed in dupli- 
cate and each hydrolysate was analyzed at three different levels of con- 
centration. 

The noiib A treatment is important in the preparation of the samples 
because it removes certain unidentified substances in feces which stimulate 
tlie growth of the assay organisms and cause apparently excessive recoveries 
of added amino acids. Recovery of pure amino acids added to normal 
human feces before liydrolysis ranged from 93 to 108 per cent, 

RESULTS AND DISCUSSION 

The data for the eight amino acids are presented in Table 1. Since tliere 
were no significant differences between the results for each subject, the 
values for both in each period were averaged together. The fecal nitrogen 
remained relatively constant throughout the study. 

The intake of histidine per 6 day period ranged from 6.9 to 13.8 gm. The 
variation in the intake of the remaining seven amino acids was greater, 
being highest for lysine, 13.2 to 31.7 gm. per period. Nevertheless, the 
total output of each amino acid in the feces per 6 day period did not vary 
more than 0.55 gm., plus or minus, from the mean output for the particular 
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amino acid. Tlie values for methionine in the feces never varied more than 
0.2 gm. from the mean, even when 6.0 gm. of DL-methioiiine were added to 
a diet adequate to maintain the subjects in positive nitrogen balance. 

Table I 


Microbiologically Available Ajnino Acids in Feces of Two Adult Men Fed Various Diets 
Each value represents the averaged result for the two subjects studied for a 6 day 
period. 


Period 

No. 

Methionine 

Lysine 

Arginine 

Histidine 









Ingested 

In feces 

Ingested 

In feces 

Ingested 

In feces 

Ingested 

In feces 


gnt. 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

1 

11.5 

0.8 

31.7 

2.9 

26.0 

1.9 

13.8 

0.7 

2 

11.5 

0.6 

31.7 

2.6 

26.0 

2.1 

13.8 

0.8 

3 

G.4 

0.7 

13.2 

2.1 

13.3 

1.3 

6.9 

0.6 

4 

6.4 

0.8 

13.2 

2.6 

13.3 

1.6 

6.9 

0.7 

5 

11.0 

0.7 

30.8 

2.3 

24.7 

1.6 

12.7 

0.7 

6 

11.0 

0.7 

30.8 

2.4 

24.7 

1.4 

12.7 

0.7 

7 

8.8 

0.5 

23.8 

1.9 

23.6 

1.2 

11.9 

0.7 

8 

8.8 

0.7 

23.8 

2.2 

23.6 

1.5 

11.9 

0.7 

9* 

14.8 

0.9 

23.8 

2.5 

23.6 

1.7 

11.9 

0.9 

XT' 

14.8 

0.7 

23.8 

2.3 

23.6 

1.6 

11.9 

0.7 

Period | 
No. 

Leucine 

Isoleucine 

A^aline 

Threonine 









Ingested 

In feces 

Ingested 

In feces 

Ingested 

In feces 

Ingested 

In feces 

1 

39.0 

2.9 

28.4 

2.3 

27.5 

2.6 

19.8 

2.2 

2 

39.0 

2.5 

28.4 

2.0 

27.5 

2.4 

19.8 

1.9 

3 

24.7 

2.2 

17.1 

1.6 

16.9 

1.0 

11.5 

1.5 

4 

24.7 

2.5 

17.1 

1.8 

16.9 

2.0 

11.5 

1.4 

5 

37.0 

l.S 

27.3 

1.5 

24.5 

1.5 

18.5 

1.6 

6 

37.0 

l.S 

27.3 

1.7 

24.5 

1.8 

18.5 

1.7 

7 

34.7 

2.0 

22.2 

1.6 

23.0 

1.5 

17.2 

1,4 

8 

34.7 

2.4 

22.2 

1.4 

23.0 

1.6 

17.2 

1.6 

9=' 

34.7 

2.8 

22.2 

2.2 

23.0 

2.2 

17.2 

1.7 


34.7 

2.4 

22.2 

1.7 

23.0 

1.9 

17.2 

1.7 


* 6 gm. of DL-methionine added per period, siippiementing the diet fed during 
Periods 7 and 8. 


To study the other extreme, one of the subjects Avas later placed on a diet, 
the major protein of which was supplied by a peptone solution treated with 
3 per cent hydrogen peroxide to destroy some of its methionine. This diet 
was followed by a regimen in which the peptone was treated Avith 30 per 
cent hydrogen peroxide. In both instances the daily diet Avas supple- 
mented by 1.25 gm. each of DL-tryptophan, L-tyrosine, and L-cystine to 
compensate for the destruction of these amino acids by the peroxide. The 
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total quantity; of niettiiQniae iagested was only 2.3 gm., in the first 6 day 
period and 0 J gm. in the latter. Tlie amount of methionine cseretecl in the 
feces in each period was 0.5 and 0.6 gm. respectively^ values within 0.2 of 
the mean established on diets containing adequate rpaiitities of ,m£fi-|):ioii!!if3 
Although tiie hydrogen peroxide-treated peptone is relotively low fJso in 
histidine and leucine^ the quantities of these amino acids in the feces like- 
wise did not decrease during the ingestion of the peptone diet. 

It is apparent^ thereforej that the quantity of amino acids excreted in tlie 
feces remains comparatively constant despite relatively large changes in 
the individual amino acid content of the diet. Also, analysis of the dilute 
acid extract of feces, deproteinized by tungstic acid precipitation, reveals 
minute, if any, amino acid activity microbiologically, and hydrolysis of tJie 
protein-free extract does not increase this activity. Therefore, practically 
none of the fecal amino acids can be considered as free, polypeptide, or 
conjugated amino acids. 

No concliLsions can be made concerning the direct source of fecal amino 
acids on the basis of the data obtained in this study. However, the results 
indicate that the nitrogen represented by any of the eight amino acids 
studied maintains a fairly constant proportion to total fecal nitrogen. 
This finding is in agreement with the commonly accepted thesis that tlie 
greatest portion of fecal nitrogen is in the form of bacterial protein and that 
the intestinal bacteria produce protein of constant composition. In addi- 
tion, if the intestinal bacteria derive nutrition from imabsorbed proteins 
and amino acids, variation in the amino acid content of the diet, althougli 
causing no change in the composition of bacterial protein, would, however, 
produce a variation in the total quantity of protein in the feces. The rela- 
tively constant excretion in the feces of the eight amino acids studied indi- 
cates, tiierefore, that the fecal amino acids are not unabsorbed residues of 
the diet. Presumably, they represent part of a constant supply of protein, 
probably digestive enzymes, secreted into the lumen of the gastrointestinal 
tract and excreted as such or converted into bacterial protein before elimi- 
nation from the body. 


STOMABY 

1. The total quantity of each of the amino acids methionine, lysine, 
arginine, histidine, leucine, isoleucine, valine, and threonine was measured 
microbiologically in the food and feces of two normal adult men. 

2. The special preparation of feces samples for the amino acid analysis 
by the microbiological technique is described. 

3. The results indicate that, despite great differences in the amounts fed, 
the total quantity of individual amino acids excreted in the feces remains 
comparatively constant. 
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4» It is suggested that these fecal amino acids represent amino acids se™ 
creted into the lumen of the gastrointestinal tract as components of di- 
gestive enzyineSj excreted as such or converted into bacterial protein before 
elimination from the body, 

Ttie authors wish to express their gratitude to Miss Blanche Parish^ R. 
for supervising the collections and care of the subjects, to Miss Minnie 
Brandt for composing and preparing the diets, and to the subjects, Mr„ 
John DouJl and Mr„ Richard Herz, for their cooperation, 
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STUDIES ON THE CYCLOPHORASE SYSTEM 
II. THE COMPLETE OXIDATION OF FATTY ACIDS 

By ALLAN L. GRAFFLIN* and D. E. GREENt 

{From the Enzyme Laboratory, Department of Medicine, College of Physicians and 
Surgeons, Columbia University, Neio York) 

(Received for publication, April 28, 1948) 

In the first paper of this series (1) a detailed description was given, of the 
method of preparation and the properties of the cyclophorase system from 
rabbit kidney and liver which catalyzed the complete oxidation of pyruvic 
acid to carbon dioxide and water by way of the citric acid cycle. The 
present communication deals with the complete oxidation of fatty acids 
to carbon dioxide and water as catalyzed by the same cyclophorase-con- 
taining preparations from kidney and liver. 

Leloir and Munoz (2-4) were the first to achieve p oxidation of fatty 
acids in cell-free preparations from animal tissues. If we consider the 
extreme instability of the sj^stem from rat and guinea pig liver with which 
they worked, it is indeed remarkable that they should have discovered 
essentially all the important requirements for activity of the enzyme 
system. They established the necessity for the following four components: 
(a) magnesium ions, ( 6 ) phosphate ions, (c) adenylic acid or adenosine 
triphosphate, and (d) cytochrome c. They recognized that the oxidation 
of fatty acids had to be primed or sparked, as it were, by the simultaneous 
oxidation of one of the intermediates in the citric acid cycle. They ob- 
served that coincident with the oxidation of fatty acids inorganic phosphate 
was taken up while a substance answei-ing the description of phospho- 
pyruvic acid accumulated. Under one set of conditions, biityinc acid was 
oxidized only as far as acctoacetic acid, while under other conditions, or 
even without a change in the conditions, butyric acid was oxidized beyond 
the stage of acctoacetic acid. Leloir and Munoz found that fatty acids 
from C 4 to Cg were oxidized most rapidly in their liver mince. 

More recently the problem has been taken up by Lehninger (fi-lO), who 
has described a malonate-insensitive system in liver w^hich catalyzes the 
oxidation of octanoate and other fatty acids quantitatively to acetoacetic 

* Senior Fellow in Cancer Research, American Cancer Society, upon recommenda- 
tion of the Committee on Growth of the National Research Council. Present ad- 
dress, Department of Anatomy, School of Medicine, The Johns Hopkins University, 
Baltimore, Maryland. 

t Present address, Institute for Enzyme Research, University of Wisconsin, 
Madison, Wisconsin. 
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acid. The iiialonate insensitivity of Lehninger^s system contrasts with 
the malonate sensitivity of the Leloir and Mnuoz system« Leliningcr 
lias also observed that the oxidation of fatty acids can be sparked by t!ie 
cooxidatiori of a~ketogIutaratej but he has claimed in oildition i^iiat adeno- 
sine tripliospliate in large excess can replace the cooxidaiion system,. The 
necessity for adenosine triphosphate led Lelminger to the view that tlic 
fatty acids were phosphorylated enzymatically with the formation of 
acyl phosphates. 

Results 

Oxidation of Fatty Acids by Kidney 

Components of Fatly Acid Oxidation System — The kidney enzyme system 
prepared as described under “ExperimentaP^ will oxidize fatty acids when 
fortified with adenosine triphosphate (or adenosine monophosphate) y 
magnesium ions, and inorganic phosphate. In numerous studies with 
acetic, butyric, i^-hydroxybiityric, crotonic, vinylacetic, and |3-ketocaproic 
acids, it was observed that the rate of fatty acid oxidation may be striking!}?' 
reduced in the absence of any one of these additions. The magnitude of 
these effects is highly variable. With a very fresh enzyme preparation 
they may be absent or slight, or appear only rather late in the experiment. 
However, with a preparation even a few hours old they are usually apparent 
at the very beginning of the experiment, and become more marked as the 
experiment proceeds (Fig. 1), 

Rather early in the present investigation it was noted that the rates of 
oxidation of various fatty acids, in the presence of adenosine triphosphate, 
magnesium, and phosphate, may frequently be increased significantly by 
adding to the system a small amount (0.3 cc.) of a 1 per cent aqueous 
extract of an acetone powder of pig heart (Fig. 1). Under tlie circum- 
stances, this heart extract was included in the great majority of the experi- 
ments here reported. In the following paper of this series, Knox el al (11) 
have presented evidence that the addition of the extract is equivalent to 
adding a small amount of the sparker or primer; i.e., a substance which in 
catalytic amount potentiates the oxidation of a fatty acid. 

Oxidation of Fatty Acids by Kidney Preparations — Under t!ie experi- 
mental conditions obtaining for Table I, kidney enzyme preparations hare 
been found to oxidize rapidly (a) all of the saturated straight chain mono- 
carboxylic fatty acids from acetic through n-tridecylic acid with the excep- 
tion of propionic acid, (6) some substituted and unsaturated derivatives 
of these acids, and (c) the branched chain fatty acid, isocaproic acid. 

Oxygen uptake data from numerous manometric experiments are sum* 
marized in Table I, which is largely self-explanatory. Substrates were 
always added to the main compartment prior to gassing and equilibration, 



A. U GnAFFUN AND B. E, GREfiW 


97 


since oxidative activity is markedly reduced or abolished unless the enzyme 
is protected by substrate during equilibration. Inasmuch as oxidation 
proceeds at an uiiknoi-vn and presumably variable rate during gassing 
and equilibration^ the total oxygen uptake in such experiments is greater 
than the measured uptake by an amount which, can only be guessed at 
by extrapolation. As an aid to extrapolation, the rate of oxygen consump» 
tion during the first 5 minutes after closing the taps has been recorded in 
each case. 



Fig. L Oxidation of crotonic acid, component study. The complete system in- 
cluded adciiosine triphosphate, magnesium ions, phosphate buffer, heart extract, 30 
micromoles of crotonic acid, and 1 cc. of kidney enzyme (R 3 K) used t5 hours after 
preparation. Oxygen uptake in the control without added substrate was 59 c.mm, 
in 60 minutes. 

The data in Table I are consistent with the complete oxidation, to 
carbon dioxide and water, of all of the straight chain, saturated, iinsiib™ 
stitiited fatty acids with an even number of carbon atoms from acetic 
through n-laiiric acid, as well as of the following substituted or unsaturated 
derivatives of these acids: crotonicj vinylacetic, and ^-ketocaproic acids. 
In some instances, e.g. acetic (10 micromoles) and vinylacetic acids, the 
recorded oxygen uptake is significantly in excess of theoretical requirements 
for complete oxidation, and the disparity becomes even more marked with 
extrapolation for the equilibration period. These high values are inter* 
preted as indicating the inadequacy of the correction for oxygen uptake in 
the control without added substrate. This correction is based upon the 
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Table I 

On Completeness of Fatty Acid Oxidation by Kidney Hyslem 

In all the inariomctric cxperiniciits, the following additioua w<,;re niad<‘, : 0.;^ of 
O.Ol M adenosine triphosphate, 0.2 cc, of 0,03 m magneHimii BulhU.o, 0.5 of IhOI u 
phosptuitc biilTer of pll 7.3, 0.3 cc, of heart extract, substrate, itiid 2 cc. of (nvzymn 
(R;d’v added ln,st) used iiumediately after pri^paration; alkjili in cunidcO' well jiinl 
100 per cent oxygen in the gas phase; aculs added in tiie forni of neutralizetl sodium 
salts. The interval between the entry of the niaiioiuoter ini,o the Initli at 38"' e.nd the 
closing of the stop -cock was timed and kept to 5 minutes. The valuciS for recorded 
oxygen uptake have all been corrected for the oxygen uptake of the blank exi)crinient 
without added substrate. All experiments were carried to coniplotdon, i.c. until 
oxygen uptake was at a standstill. The experiments lasted from 70 to 105 minutes 
in all but one instance (140 minutes). The total oxygen uptake in the controls with- 
out added substrate varied from 7 to 20 microatoms in the various experiments. 



I 

O.xiygcn uptake, 
microatoms 

Theory, 

m zero atoms oxygen 


Fatty acid 

Micro- 

rnoles 

added 

Recorded 
in 1st 5 
min. 

Total 

recorded 

For com- 
plete oxi- 
dation to 
CO a and 
HyO 

For oxi- 
dation to 
pronionic 
ai'icl, COa 
and HaO 

Even numbered 

Acetic 

10 

7.0 

47.7 

40 




15 

6.0 

54.5 

00 



Butyric 

5 

12.1 

47.6 

50 




10 

12.6 

94.2 

100 




10 

12.9 

100.1 

100 



n-Caproic 

5 

11.5 

74.6 

80 



Caprylic 

5 

11.7 

99.3 

no 



Capric 

1,25 

8.8 

33.4 

35 




2.50 

8,4 

66.4 

70 



Laurie 

1 

7.1 

35.6 

34 


Odd numbered 

71- Valeric 

5 

7.5 

30.0 

65 

30 



5 

5.4 

28. 1 

65 

30 


Heptylic 

2.5 

13.8 

24.8 

47.5 

30 



2.5 

13.1 

24.6 

47.5 

30 



2.5 

12.3 

20.7 

47.5 

30 



5.0 

13.9 

63.0 

95 

GO 



5.0 

16.0 

58.5 

95 

60 



5.0 

17.5 

53.9 

95 

60 


Pelargonic 

5 

9.4 

98.0 

125 

90 


Undecylic 

1 

10.1 

19.6 

31 

24 



2 

11.8 

47*1 

62 

48 


i^-Undecylenic 

1 

8.4 

24.4 

30 

24^ 


Tridecylic 

1 

5.2 

26.5 

37 

30 

Branched chain 

Isocaproic 

5 

5.6 

33.0 

80 

30 t 

Derivatives 

Crotonic 

10 

7.5 

92.3 

90 


Vinylacetic 

10 

9.1 

103.2 

90 



iS-Ketocaproic 

5 

9.6 

63.9 

70 



* Theory is for oxidation to acrylic acid, CO 2 and H 2 O. 
t Theory is for oxidation to isobutyric acid, CO 2 and liaO. 



A. L. GRAFFLIN ANB B. E. GREEN 


99 


assumption that the endogenous substrates in the system are oxidized at 
the same rate in the presence as in the absence of added fatty acid. It 
can be shown that this assumption is not valid in all cases and that a 
substance like pyruvic acid,^ which is present in some enzyme preparations, 
remains imoxidized in the blank but undergoes complete oxidation in the 
experimental vessel coincident with the oxidation of fatty acids. In such 
cases, the recorded oxygen uptake would exceed that attributable to 
oxidation of the fatty acid by an amount which would not be completely 
corrected for by that recorded in the blank without added substrate. 

As mentioned above, propionic acid is completely inactive in the kidney 
system. The other saturated, straight chain, monocarboxylic fatty acids, 
from ?i-valeric acid through n-tridecylic acid, are all actively oxidized. 
However, the recorded oxygen uptake in all cases is well below the theoreti- 
cal requirement for complete oxidation to carbon dioxide and water. 
The data are consistent with the oxidation of odd numbered fatty acids to 
propionic acid, carbon dioxide, and water, of isocaproic acid to isobutyric 
acid, carbon dioxide, and water, and of A^^'^^-imdecylenic acid to acrylic 
acid, carbon dioxide, and water. In Paper IV Atchley (13) has described 
the use of the counter-current distribution method for demonstrating the 
formation of non-oxidizable residues resulting from the oxidation of n- 
valeric acid and isocaproic acid. 

It will be noted in Table I that the amount (in micromoles) of substrate 
used in these experiments was never large, and that it was progressively 
reduced as the length of the carbon chain increased. The reasons for this 
are twofold. First, the activity of these enzyme preparations is regularly 
impaired and may be abolished by prolonged shaking at a temperature 
of 38°. Secondly, some of the fatty acids, particularly the higher members 
of the series, may be readily oxidized at very low concentrations, but 
oxidized poorly or not at all at higher concentrations. For example, n- 
capric acid was rapidly oxidized to completion at 1.25 and 2.5 micromoles 
per cup, but was completely inactive at 5 micromoles per cup; n-lauric 
acid was rapidly oxidized to completion at 1 micromole, was oxidized slowly 
and incompletely at 2 micromoles, and was entirely inactive at 5 micro- 
moles per cup. Even with ?i-valeric acid, this concentration effect may 
be readily apparent at 10 micromoles per cup and higher. 

A considerable number of fatty acids and their derivatives have been 
tested in manometric experiments, with negative results. In the straight 
chain fatty acid series, formic, propionic, myristic, palmitic, stearic, and 
oleic acids were found not to be oxidized by the kidney system. Iso- 

^ The estimation of pyruvic acid by the salicylaldehyde method of Straub (12) has 
disclosed that many preparations of the kidney system, even at the Rs residue stage, 
form during the experiment as much as 1 micromole of pyruvic acid per cc. of enzyme. 
The origin of this pyruvic acid has not been ascertained. 
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biityriCj isovaleric, acrylic, climetfiylaerylics and A'^-^-'peiiiciioie acids were 
also inactive over a wide range of concentrations. No a-siibstit-iitcd, fatty 
acid |3roved active; e.g., «4'iydroxybiityric, a-ketobiityric, ^ind aji-diliy- 
droxybiityric acids, y-Hydroxybutyric and 3, 4-epoxy butyric acids were 
studied with particular interest as possible intcnncdia;tes in oxidation 
of butyric acid, in view of the rapid and cornplet/e oxidation of vinyhicetir*, 
acid and succinic semialdcliyde.*^ Neither was found to show any activity. 
The introduction of a methyl or phenyl group in tlie a or ^ position renders 
a fatty acid inactive; 2-phenylbutyric and 3-methylcrotoiiic acids. 
All the dicarboxylic acids tested were inactive; c.g., glutaric, adipic, and 
azelaic acids. 

Oxidation of Pastulaied Intermediates^^ of ^ OxidMion—hmivmig that 
Knoop’s classical theory of successive ^ oxidation (14) is applicable to 
the kidney system under investigation, we would anticipate that |3-hy- 
droxy, a,^“iiiisati!rated, and 0-keto acids corresponding to any oxidizable 
fatty acid should also be oxidized. The data of Table II show that in 
all but one case^ the postulated ^‘intermediates”'^ of jS oxidation arc indeed 
oxidized. What is also of considerable interest is that these ‘‘inter- 
mediates,” whenever tested, have been found to be oxidized to the same 
end-products as the parent acids. When the oxidation of a fatty acid 
involves merely the loss of a Cs unit, and particularly when the product 
of oxidation is inhibitory, e,g. propionic acid from valeric acid, the 0 or 
derivatives of the parent acid are oxidized to completion only in, 
the presence of a considerable amount of the sparker, even though the 
parent acid may get by on minimal amounts. This discrepancy is not 
unexpected in view of the considerations brought up in foot-note 4. jS- 
Hydroxylauric acid was found to be a profound inhibitor of the fatty 

^ Succinic semialdehyde is oxidized completely to carbon dioxide and water, as 
shown by the following experiment: 22.8 micromoles were added at the beginning of 
the experiment. The observed oxygen uptake due to succinic 8emialdchy<le ac« 
counted for tl.ie complete oxidation of 13,4 micromoles, and there remained at the end 
of the experiment 8.8 micromoles (theory, 9.4 micromoles). 

® According to the raanometric data A'^^ui-uiidecylciiic acid is oxidized down io' 
acrylic acid. A'^''*-Peiitenoic acid would be an ^'intermediate” in this degradation 
and, therefore, should be oxidized in the kidney system. No success lias n/Lten(h',d 
many attempts to show that it undergoes oxidation in the kidin^y system . The 1 i ver 
system can oxidize acrylic acid to carbon dioxide and waiter, and it is of interest iha/t 
A'^’®-penteuoic acid is readily oxidized in the liver system. Its inactivity in the 
kidney system may well be due to inhibitory effects either of the acid itself or of iis 
product of oxidation (acrylic acid). 

^ The term "intermediates” is placed in quotation marks since, unlike true inter- 
mediates, the substances listed in Table II are not oxidized as such by the enzyme 
system, but only after they have undergone a transformation brought about by the 
sparker. In another communication, the nature of this transformation mil be con- 
sidered in some detail. 
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acid oxidase even at concentrations less than 0.1 micromole per cc. How« 
evei^ it was possible to demonstrate that it was oxidized to within 75 per 
cent of completion when highly active preparations of the enzyme were 

Table II 

Completeness of Oxidation of ^-Eydroxij, ^-Keio, and a j^-Unsaturated Fatty Acids hy 

Kidney System. 


Details as in Table Ij except that heart extract was omitted and 5 micromoies of 
o:-ketoglutaric acid were used as the sparker. 


Fatty add derivative 

Micro- 

moles 

added 

Micro- 

moles 

utilized* 

Microatoms 

o.Mygen 

absorbed 

(blank 

subtracted) 

Theory fort 
complete oxi- 
dation to 
CO 2 and H 2 O 

Theory for 
oxidation to 
propionic or 
isobutyric 
acid, and 
CO 2 and HaO 





microaloms Os 

micToatoms 0% 

dl-^-Hydroxybutyric 

2.0 


20.4 

18 



3.0 


26.2 

27 



4.0 


33.2 

36 


d^^-Hydroxy valeric — . 

2.5 


11.8 


12.5 

d/-|3-Hydroxyisocaproic 

2.0 


10.0 


10.0 

d/-^-Hydroxycaproic 

1.5 


21.0 

22.5 


d/-/3-Hydroxyoctanoic 

1.0 


21.4 

21.0 


iS-Kctovaleric 

2.0 


8.1 


8.0 

|3-Ketoisocaproic 

10.0 

3.30 

13.8 


13.2 

^-Ketooctanoic. 

7.5 

3.84 

33.8 

38.4 


Isocrotonic 

6 


62,3 

54 


A® ' 2-Pentenoio 

5 


23.8 


25 

4-Methyi-A® » ®-pentenoic 

2.5 


14 

1 

12.5 

trans-ia? > ^-.Hexenoic 

2.0 


32.8 

30.0 ! 



4.0 

i 

62.3 

60.0 i 

, 

cis-K^ • ®-Hexenoic 

3 

f 

j 

41.2 

45.0 


Sorbic. 

5 

! 

70 1 


1 

1 


* |3~Kc‘to acids are not oxidized readily in low concentrations. An excess of jS-keto 
acid was therefore added and the amount which disappeared during the experiment 
was determined by analysis. 

t Theory for (i^-jSdiydroxy fatty acids calculated on the assumption that both the 
(I and I forms are oxidized. 

tested. The T^o-lactone of triacetic acid, which is the ketonic analogue 
of sorbic acid, was inactive, whereas sorbic acid was fully active. 

Both the cis and trans forms of a,i3-unsaturated acids are equally active 
in the two cases in which they have been tested (Table 11). In keeping 
with this lack of specificity towards geometrical isomers is the inability 
of the oxidase system to distinguish between the I and d stereochemical 
forms of jd-hydroxy acids. Five dl acids have been tested, and in each 
case both isomers were equally oxidized. 
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Substituting a triple bond for a double bond leads to an inactive com- 
pound. ThiiSy ajjS-hexynoic acid was not oxidized under conditions by 
which a,/34iexeEoic acid was oxidized to completion. 

Oxidation of Phmyl Fatly Acids — ^The classical theory of jS oxidation is 
based upon the results of studies with phenyl fatty acids. It was tlicrc- 
fore of considerable interest to determine whether the kidiu^y enzyme 
system could oxidize phenyl fatty acids in the manner postulated by 
Kiioop {14j 15). The point was not easy to test because of tlie intense in- 
hibitory action of phenyl fatty acids on the fatty acid oxidase system. 
Thus, 7-phenylbutyric acid at a concentration of 0.003 m inhibited com- 
pletely the oxidation of butyric, crotonic, and vinylacetic acids, and with 
butyric acid was still exerting striking inhibition at a concentration as low as 
0.0003 M. In order to test oxidizability, 7-phenylbutyric acid liad to be 
diluted to a point at which reliable manometric measurements were no 
longer possible. The same difficulty obtained for pheiiylpi’opionic acid 
and cinnamic acid at one end of the phenyl fatty acid series, and for pliciiyl- 
capric and phenyllauric acids at the other. However, it was possible to 
demonstrate consistently the oxidation of 7-phenylvaleric and 7-pl:ienyloc- 
tanoic acids. The rates of oxidation of these two phenyl fatty acids were 
not sufficiently rapid to permit quantitative studies, and it remains to be 
determined how far down the carbon chain the oxidation proceeds. 

Sparking or Priming of Fatty Acid Oxidation by Members of Citric Acid 
Cycle in Kidney Preparations — ^Fresh enzymes usually oxidize fatty acids 
with great rapidity. However, when the enzyme is allowed to stand for 
some hours after preparation, the capacity to oxidize fatty acids is greatly 
reduced, if not abolished. This capacity can be restored by the addition of 
primers such as a-ketogliitarate or fiimarate (Fig. 2). Similar effects have 
already been reported by others (2, 4, 7, 10, 16-19). 

The sparking of acetoacetic acid has been studied in some detail. At 30 
micromoles per cup it is regularly oxidized cither very slightly or not at all 
in the absence of an added sparker, even with the most active enzyme prep- 
arations; and just as regularly its oxidation can be sparked by a-kctoglu- 
taric acid. Significant effects are obtained with very small amounts of the 
sparker, and the oxidative rate is sustained for progressively longer periods 
as the amount of a-ketoglutaric acid is increased (Fig. 3). In Fig. 3 it will 
be noted that with 0.5, 1, and 2 micromoles of a-ketogliitaric acid, the reac- 
tion having proceeded to virtual completion at 60 minutes, the total oxygen 
uptake in excess of the appropriate a-ketogliitaric acid blank, and 
attributable to the oxidation of acetoacetic acid, is in direct proportion, to 
the amount of a-ketoglutai4c acid added (0.5: 156, 1 :301, 2 micromoles: 605 
c.mm. of O2). Extrapolation for the period of equilibration does not 
seriously affect this proportionality. 
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The following experiment indicates that acetoacetic acid can be com- 
pletely oxidized to carbon dioxide and water in the presence of a-keto- 
glutaric acid. 10.5 micromoles of acetoacetic acid were added to each of 
two manometer cups, only one of which was supplemented with 5 micro- 
moles of Qj-ketoglutaric acid. In the cup with the sparker the oxygen up- 
takcj corrected for the blank with acetoacetic acid, corresponded to the 
complete oxidation of 7.1 micromoles. Analysis by the aniline-citrate 
method (20) showed that 3.6 micromoles of acetoacetic acid remained 
(theory, 3.4 micromoles). In the cup without an added sparker, the cor- 



0 10 20 30 40 0 10 20 30 40 50 
MINUTES 

Fig. 2. Sparking of acetic acid and vinylacetic acid oxidation by a-ketoglutaric 
acid. The complete system was used with 2 cc. of kidney enzyme (RaK) in the experi- 
ment with acetic acid and 1 cc. of enzyme in the experiment with vinylacetic acid. 
The enzymes were used 51 hours and 30 minutes after preparation respectively. The 
oxygen uptake in appropriate controls (without added substrate and with 5 micro- 
moles of c«-ketoglutaric acid) has been subtracted in all cases, and only the excess 
oxygen uptake attributable to the oxidation of acetic and vinylacetic acids is shown 
in the figure. Tiie total oxygen uptake in the controls without added substrate was 
G2 c.nim. in the experiment with acetic acid, and 53 c.mm. in that with vinylacetic 
acid. 

rected oxygen uptake corresponded to the complete oxidation of only 1.4 
micromoles of acetoacetic acid. 

Although most of the sparking experiments were performed with a-keto- 
giutaric acid, it was found that all members of the tricarboxylic acid cycle, 
or substances like glutamate or proline which can give rise to members of 
the citric acid cycle, ^ could effectively spark the oxidation of acetoacetic 
acid. 

The fact that some fatty acids may be readily oxidized at lower concen- 
trations, but oxidized poorly or not at all at higher concentrations, has 

® Taggart, J. V., and Krakauer, R,, unpublished experiments. 
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previou.sIy been mentioned. This inhibition at higher concentrations can 
frequently be overcome by the addition of small amounts of tlie spa-rkeic 
A brief description of one experiment will suflice. n-Capric acid was 
rapidly oxidized to completion at L25 micromoles and 2.5 riiieromolcs, Imfc 
was completely inax'dive at 5 micromoles per cup; on the otiicr lituidj 
5 micromoles of the acid were oxidized with striking rapidity in the presence 
of 5 micromoles of a-ketoglutaric acid. 



Fig, 3. Sparking of acetoacetic acid oxidation by varying amounts of a-ketogIii» 
taric acid. The complete system was used with 2 cc. of freshly prepared kidney 
enzyme (RsK) , The oxygen uptake in appropriate controls (without added substrate 
and with 0.5, 1, 2, f3, and 5 micromoles of <a:-“kctogl atari c acid) has been subtracted in 
ail cases, and only the excess oxygen uptake attributable to the oxidation of aceto- 
acetic acid is shown in the figure. Oxygen uptake in the control without added 
substrate was 99 c.inm. in 60 ininutes. 

It may be pointed out that the conditions of Table I are minimal as far 
as the amount* of the sparker is concerned and that the reproducibility of 
the rates of oxidation was not too good from one enzyme preparation to 
another. At a higher level of the sparker, reproducibility was excellent. 
All compounds were therefore also tested in the presence of about 5 micro- 
moles of the sparker. Whenever a fatty acid is i*eferred to as inactive in 
this communication, it is implied that the test for activity has also been 
carried out in the presence of an adequate amount of the sparker. 

Fatty Acid Oxidation with Ferricyanide — In our previous communication 
on the cyclophorase system (1), evidence was presented that ferricyanide 
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could replace oxygen as the oxidizing agent and that ferricyanide ox’dation 
could be followed manometrically by measuring carbon dioxide evolution. 
Ferricyanide has also been found to be effective as an oxidizing agent for 
fatty acids (Table III). The necessity for the sparking of fatty acid oxida- 
tion applies as well to the oxidation by ferricyanide as to the oxidation by 
molecular oxygen. This particular point is discussed by Knox et aL (11). 

Inhihilion of Fatty Acid Oxidases — At a concentration of 0.003 M, malo- 
nate completely inhibits fatty acid oxidation. The same is true for arsenite 
at the same concentration. 0.004 m barium ions, even in the absence of 
added inorganic phosphate, abolish the oxidation of butyric acid (10 micro- 
moles per cup), Fluor oacetate, which has been extensively invest' gated 


Table III 

Oxidation of Fatty Acids by Ferricyanide 



Microliters CO 2 
per 20 min. 


Microliters CO 2 
per 20 min. 

Control (no fatty acid) | 

135 

cfZ-/3-Hydroxybutyrate 

510 

Acetate | 

513 

Acetoacetate 

535 

Valerate | 

253 

czs-Hexenoate 

332 

^-Ketovalerate i 

433 

iS-Ketoiiexanoate 

831 

Butyrate | 

634 1 

Sorbate 

700 

Crotonate 

484 

Caproate 

600 

Vinylacetate | 

524 




Each manometer cup contained 1.5 cc. of kidney enzyme at the 3rd residue stage, 
0.3 cc. of 0.01 M adenosine triphosphate, 0.2 cc. of 0.02 m magnesium sulfate, 0.1 cc. 
of 0.5 M sodium bicarbonate, 0.2 cc. of 0.5 m sodium ferricyanide, 0.2 cc. of 0.01 m 
«-ketogliitarate, and, except for the control, O.S-'CC. of 0.1 m fatty acid. The gas 
space was filled with a mixture of 95 per cent nitrogen and 5 per cent carbon dioxide. 
The final volume was made up to 3.0 cc.; bath temperature 3S°. 


by Bartlett, Barron, and Kalnitsky (21), is an inhibitor of acetic, butyric, 
and n-caproic acid oxidation, and requires further investigation. Propionic 
acid completely inhibits acetic acid oxidation when the two compounds are 
present in equimolar concentrations, and markedly inhibits at a concentra- 
tion one-fourth that of the acetic acid. Butyric acid oxidation is abolished 
by cinnamic acid in equimolar concentration. Cinnamic acid, at a concen- 
tration one-tenth that of the substrate, inhibited the oxidation of butyric 
and vinylaeetic acids about 25 per cent, while that of crotonic acid was 
inhibited about 75 per cent. 7 -Phenylbutyric acid at a concentration of 
0.003 M inhibited completely the oxidation of butyric, crotonic, and vinyl- 
acetic acids (0.009 m), and striking inhibition of butyric oxidation Avas ob- 
served eAmn at 0.0003 m concentration. 
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Oxidation of Fatty Acids by Liver 

Most of our experiments have been carried out with the enzyme system 
prepared from rabbit kidney, but the salient features of fatty acid oxidation 
as described above have been found also to apply to the syst<nn })r(\|3ared 
from rabbit liver. Here also the oxidation of fatty acuds has iiO be sparked 
by some member of the citric acid cycle and this sparked oxidation, under 
suitable conditions, proceeds to completion; i.e.^ to carbon dioxide?! and 
water by way of the citric acid cycle (Table IV). The liver fatty acid oxi- 
dase system is somewhat less stable than the kidney system., but, providing 


Table IV 

Oxidation of Fatty Acids in Rabbit Liver System 
Details as in Table I, except for the addition of 5 micromoles of a-ketoglufcaric acid 
as the sparker in both the control and the experimental cups. The observed oxygen 
uptake includes the extrapolation correction for the first 5 minutes, during wlucli 
time the stop-cocks were not closed. 


Fatty acid 

Oxygen i 

Micromoles 

added 

iptake in mic 

Observed 

:roatoms 

Theory for 
complete 
oxidation 

Theory Jor 
oxidation 
to 

isobutyric 

acid 

Isocrotonic 

5 

38 

45 


Butyric 

5 

53 

50 



5 

51.5 

50 


Caproic 

3 

42.5 

48 


^rans-A®''^-Hexenoic 

3 

39 

45 


Sorbic 

5 

63 

70 



7.5 

105 

105 


Isocaproic 

6 

32.7 


30 

Hep ty lie 

2.5 

26.2 


30 

Caprylic 

5 

77 

no 


jS-Hydroxy caprylic 

5 

72 

105 



care is taken to maintain the pH during homogenization, there is not much 
choice between the two systems. 

The liver system differs from the corresponding system in kidney 
in several respects, (a) It contains enzymes capable of oxidizing propionic 
or phenylpropionic acid. The oxidation of propionic acid proceeds to 
completion, (b) The oxidation of isocaproic acid in liver® proceeds to com- 
pletion, i.e. to carbon dioxide and water, and, consistent with that observa- 

® The propionic, phenylpropionic, and isobutyric oxidases can be demonstrated 
in liver preparations only at the stage of the Ist or 2nd residues (RiL, or R 2 L) . Ap- 
parently some factor present in the first discarded supernatant is either essential for 
these oxidases or is important in their stabilization. 
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tioiij it can be sbown that isobutyric acid is likewise oxidized to completion. 
By contrast, the kidney system carries the oxidation of isocaproic acid only 
as far as the stage of isobutyric acid (or propionic acid), (c) Acetic and 
acetoacetic acids are barely, if at all, oxidized by liver preparations at the 
stage of the 3rd residue, although these substances are oxidized readily in 
the kidney system. It should be pointed out that the inability to oxidize 
acetic acid is related to the problem of activating acetic acid and not to the 
problem of whether activated acetic acid is formed during fatty acid oxida- 
tion. (d) The liver system has lent itself more readily to the demonstra- 
tion of the “intermediates,’’ particularly acetoacetic acid, and this property 
may be interpreted in terms of a disproportion between the amount of fatty 
acid oxidizing enzymes and the amount of the cyclophorase system, (e) 
The liver fatty acid system at the stage of the 3rd residue is often not com- 
plete when fortified with the usual components. Some factor Avliich is other 
than the sparker or adenylic acid, and which is present in an aqueous extract 
of boiled heart muscle, is needed to restore fully the activity of the liver 
system. 


Mechanisms of Fatty Acid Oxidation in Liver and Kidney 

The data presented thus far have thrown little light on the mechanism 
of oxidative degradation of fatty acids, primarily because they deal with 
conditions under which fatty acid oxidation proceeds to completion, and 
which, therefore, do not lend themselves to the isolation and demonstration 
of the ^Intermediates.” Some data are available which bear on the ques- 
tion of mechanism and, while the documentation is still incomplete, certain 
essential features of mechanism are already recognizable. For reasons of 
simplicity it may be preferable to list separately the events involved in the 
oxidation respectively of caproic and valeric (or isocaproic) acids. 


Caproic acid 

1. oxidation to /3-ketocaproic acid by 
way of either cKj/S-unsaturated or 
hydroxy acid 

2. Cleavage of jS-ketocaproic acid to 
acetic and butyric acids 

3. Condensation of acetic and oxalacetic 
acids to form citric acid 

4. oxidation of butyric to acetoacetic 
acid 

5. Condensation of acetoacetic acid with 
oxalacetic acid to form citric acid 

6. Complete oxidation of citric acid in 
cyclophorase system 


Valeric acid (or isocaproic acid) 

1. /3 oxidation to /3-keto valeric acid (or 
jS-ketoisocaproic acid) by way of 
either c»:,i8-unsaturated or iS-hy- 
droxy acid 

2. Cleavage of |(3-keto valeric acid (or 
jS-ketoisocaproic acid) to acetic 
and propionic acids (or isobutyric 
acid) 

3. Condensation of acetic and oxal- 
acetic acids to form citric acid 

4. Complete oxidation of citric acid in 
cyclophorase system 
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The oxidation of caproic acid differs from that of valeric acid or isocaproic 
acid in two respects: (a) it leaves no residue after oxidation and (b) it gives 
rise to acetoacetic acid« The reactions of acetoacetic acid will be considered 
separately from those of other iS-keto acids^ although the mecliatiisiiis moy 
well be identical. 

Table V 

Acetoacetic Acid Formation during Fatty Acid Oxidation in Liver 
Each of the fatty acids was tested in the presence of 1.5 cc, of liver enzyme at the 
Ri residue stagCj 0.6 cc. of 1 per cent heart extract, and 0,3 cc, of 0.01 m a-ketogliitar- 
ate. Final volume 3 cc., oxygen in the gas space 38®. The value for acetoacetic acid 
found at the end of the experiment in the blank was usually about 1 micromole or less. 


Esperlraent 

No, 

Fatty acid 

Micromoles 

added 

Microatoms 
oxygen 
absorbed 
(corrected 
for blank) 

Micromoles 
acetoacetic 
acid formed 
(corrected 
for blank) 

1 

Caproic 

40 

163 

14.8 


/5-Hydroxycaproic 

40 

124 

13.1 


cfs-AU2.Hexenoic 

40 

30 

1.0 


irans~A^ » ^-Ilexenoic 

40 

119 

15.1 


Sorbic 

40 

84 

12.6 

2 

Butyric 

60 

40 

6.4 


Crotonic 

50 

21 

6.6 


Isocrotooic 

60 

34 

6.6 


Vi ny lace tic 

60 

32 

7.2 


iS-H ydroxy butyric 

60 

22 

13.6 

3 

Caproic 

40 

164 

16.0 


Octanoic 

20 

132 

. 12.8 


Valeric 

i 60' 

i 79 

2.1 


Ileptylic 

1 30 

1 114 

3.8 


Isocaproic 

! 60 

j 93 

1.4 

4 

Caproic 

! 40 

1 163 

14.8 


Valeric 

1 60 

1 99 

0.4 


tt.iS-Penieuoic 

i 60 

i 75 

0.3 


Isocaproic 

1 60 

i 80 

1.1 


4“Mct!iyFA^ ' ^-pentcnoic 

1 60 

105 

0.4 


Evidence for 0 Oxidation— The results of Table II show conclusively that 
all the postulated ‘^intermediates” formed during P oxidation of fatty acids 
in the kidney system are oxidized to the same products and at ap- 
proximately the same speed as the parent fatty acids. By contrast, no 
a- or 7 -substituted fatty acids were found to undergo oxidation. The liver 
system provides further confirmation of ^ oxidation. Under the conditions 
obtaining in Experiments 1 to 4 summarized in Table even numbered 
fatty acids from C 4 to Cs are found to give rise to considerable amounts of 
acetoacetic acid. Significantly, the postulated ‘‘intermediates” of oxida- 
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tion of these fatty acids give rise to approximately the same amount of ace» 
toacetic acid as the parent fatty acids. It is to be noted that the odd 
numbered fatty acids or isocaproic acid, although oxidized readily under 
the same expeiiiiieiital conditions, give rise to little if any acetoacetic acid J 
Thus acetoacetic acid in this series of experiments must be presumed to arise 
exclusively from butyric acid as an intermediate and the conclusion is per- 
missible that caproic and octanoic acids as well as their corresponding prod- 
ucts of P oxidation are oxidized to acetoacetic acid via butyric acid as an 
^intermediate. 

The above evidence is only indirect in that it does not establish the forma- 
tion of |5“hydroxy, a .jS-unsaturated acids, or j^-keto acids as “intermediates” 
of ^ oxidation, but merely shows that these derivatives behave as true “in- 


Table VI 

Oxidation of ^-Hydroxy Acids by Liver System 


Add 

Microatoms 
oxygen taken 
up (blank 
subtracted) 

^“Keto acid formed 

Micromoles 
keto acid 
formed (blank 
subtracted) 

’Hydroxy butyrate 

38.2 

Acetoacetic 

21.1 

d^/3-HydroxyvaIerate | 

22.8 

i8-Ketovaleric | 

15.1 

di!-i8-Hydroxycaproate 

24.0 

Acetoacetic 

3.9 

d^i8-Hydrox3mctanoate 

1 19.7 

1 a I 

3.4 

d^iS-Hydroxyisocaproate 

1 0.3 

1 i 

! 

1 


Each, manometer cup contained 1.5 cc. of rabbit liver enzj^me at the 3rd residue 
stage, 0.2 cc. of 0.01 m adenylic acid, 0.1 cc. of 0.125 m phosphate buffer of pH 7.2, 
0.1 cc. of 0.02 M magnesium sulfate, and 1 cc. of 0.1 m d^/S-hydroxy acid. Final 
volume 3.0 cc., alkali in the center well, 38°. 

termediates.” Acetoacetic acid is the one “intermediate” of P oxidation 
which has been established by direct means. 

There is present in both the liver and Iddney fatty acid oxidizing systems 
an enzyme which catalyzes the oxidation of jS-hydroxybutyric acid and some 
of its higher homologues to the corresponding keto acids. This oxidase is 
unique among the fatty acid oxidizing enzymes in that its substrate does 
not have to be activated. To what extent this enzyme participates in fatty 
acid oxidation is uncertain, but at any rate it provides the most direct 
demonstration of one phase of ^ oxidation. The data of Table VI show 

’ The fact that odd numbered fatty acids do not give rise to acetoacetic acid makes 
it necessary to distinguish this rabbit liver system from the rat liver system of Leh- 
ninger (9) in which acetoacetic acid rises equally well from odd as from even numbered 
fatty acids. Acetoacetic acid accumulates in the crude rabbit liver system appar- 
ently because of the presence of some substance or substances which inhibit the sub- 
sequent oxidation of acetoacetic acid. In more purified rabbit liver systems, aceto- 
acetic acid fails to accumulate to any significant amount. 
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the action of the ^-liydroxjT- acid oxidase of the liver system on several 
hydroxy acids. It will be noted that no sparker has to be provided for these 
oxidations to proceed. Only in the case of jS-hydroxyvalcratc does the 
ratiOj microatoms of oxygen absorbed to micromoles of keto acid formed^ 
approach the theoretical value of L In some experiments tlic theoretical 
values for iS-hydroxyvalerate and butyrate have indeed been attaincclj l,)iit 
under the same conditions the yield of keto acid resulting from the oxida- 
tion of /3-hydroxycaproate and jS-hydroxyoctanoate has been almost neg- 
ligible. This would suggest that in the latter two cases oxidation proceeds 
beyond the keto acid stage. As a matter of fact the corresponding keto 
acids are not formed, but instead acetoacetic acid^ acciuiiulates. No suc- 
cess has attended efforts to stop the oxidation of iS-hydroxycaproatc and 
i?-hydroxyoctanoate at the stage of the corresponding i3-keto acids. The 
only iS-keto acids which appear to be stable under the conditions of the ex- 
periment are acetoacetic acid and i3-kctovaleric acid. Coincident with the 
oxidation of hydroxy acids there is esterification of inorganic phospliate and 
it may well be this circumstance which explains why the j6-keto acids formed 
in the oxidation undergo further transformation, even though added /^-keto- 
liexanoic and jS-ketooctanoic acids are immune to oxidation under the same 
conditions. The i^-hydroxy acid oxidase appears to be a self-sparking sys- 
tem like the oxidase which oxidizes pyruvic acid to acetoacetic acid. 

The oxidation of the jS-hydroxy acid to the keto acid is a reversible one. 
As shown in Table VII, the reduction of various /S-keto acids can be linked 
with the oxidation of a-ketoglutaric acid to succinic acid and carbon dioxide. 
The oxidation-reduction reaction can be followed manoinetrically by 
measuring carbon dioxide formation. The reversible nature of the h^^^droxy 
acid oxidase system can also be demonstrated with the oxidation-reduction 
indicator, benzyl viologen. In the presence of /3-hydroxybiityrate and 
under anaerobic conditions, the indicator is reduced to the blue semiquiiioid 
form, whereas, when acetoacetate is introduced into the enzyme mixture 
from a side arm, the blue color is rapidly discharged. 

Cleavage of ^-Keio Acids to Acetic Add and Residue Fatty Aewi— This 
phase of fatty acid oxidation is now readily demonstrable. Valeric acid 

® The rate with which jS-keto acids are catalyticaily decomposed by aniline varies 
inversely with the length of the carbon chain. By carrying out the rate studies 
under standard conditions it becomes possible to determine whether acetoacetic acid 
or a higher |(3~keto acid is present in the medium. The method is applicable or reliable 
when only one /5-keto acid is present. Rate studies applied to the identification of 
the /3-keto acids which accumulated during the oxidation of /S-hydroxycaproic and 
octanoic acids showed unequivocally that the curves were superimposable with that 
of acetoacetic acid and deviated very widely from those of the higher |3-keto acids. 
However, the formation of i3-ketovalerate from iS-hydroxyvalerate was confirmed by 
the analysis of the curve for catalytic decomposition. 
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(or |3-ketovaieric acid) on oxidation gives rise to propionic acid, which has 
been identified and characterized by the counter-current distribution 
method. Similarly, isocaproic acid (or jS-ketoisocaproic acid) gives rise to 
isobutyric acid. These two end-products could arise only as the result of a 
cleavage reaction leading to the formation of acetic acid. In that connec- 
tion the inactivity of isovaleric acid is significant and isovaleric acid can be 
excluded as an ^fintermediate’’ in the oxidation of isocaproic to isobutyric 
acid. 

The cleavage of jS-keto acids into acetic acid is best shown by experiments 
in which acetic acid is trapped, so to speak, by condensation with oxalacetic 
acid* The extra formation of citric acid from oxalacetic acid in the presence 


Table VII 

Reduction of ^-Keto Acids by a-Ketoglutaric Acid 


Addition 

Microliters 

CO 2 in 30 min. 

oi-Ketoglutarate 

0 

a 4- acetoacetate 

111 

a 4- /3-ketovalerate 

93 

(s 4" jS-ketohexanoate 

85 

i( 4" jS-ketoisocaproate 

44 

4^ /3-ketooctanoate 

3 

Acetoacetate (no a-ketoglutarate) 

0 



Eacb. manometer cup contained 1.5 cc. of kidney enzyme at the Rs residue stage, 
0.3 cc. of 0.01 M adenylic acid, 0.2 cc. of 0.02 m magnesium phosphate, 0.2 cc. of 0.125 
M phosphate buffer of pH 7.3, 0.1 cc. of 0.5 m sodium bicarbonate, 0.3 cc. of 0.1 m 
a-ketoglutarate, and 0.5 cc. of 0.1 m di-j3-hydroxy acid. 95 per cent nitrogen, 5 per 
cent carbon dioxide gas mixture in the air space. 

of /3-keto acids (Tables VIII and IX) generally provides the most direct 
evidence that acetic acid arises during the breakdown of jS-keto acids. 
These results are in agreement with the experiments reported by Breusch 
(24), Wieland and Rosenthal (25), and Hunter and Leloir (23). This 
Breusch effect (17) might be interpreted in terms of the j3-keto acids acting 
as hydrogen acceptors. However, this interpretation can be ruled out, 
since (a) the experiments are carried out in oxygen, (i>) oxygen is needed for 
the reaction, and (c), as shown in Table IX, jS-hydroxybutyric acid can 
replace acetoacetic acid quantitatively in this reaction. 

Condensation of Acetic Acid and Oxalacetic Acid to Form Citric Add — It 
can readily be demonstrated that acetic acid is not directly oxidized in 
the kidney enzyme system. Every conceivable stable “intermediate” such 
as glycolic acid, oxalic acid, glyoxylic acid, and glycolaldehyde has been 
tested and found to be inactive. The alternative to direct oxidation is, of 
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couTse, by way of condensation with oxalacetic acid and then by entry into 
the reactions of the cyclopliorase system. 

The use of isotopes has been essential to decide whether acetic acid can 
condense with oxalacetic acid to form citric acid. The isotope experiments'* 
will be presented in a later communication. 

jS OxMatdon of Butyric Acid to Acetoacetic Acid — The data of Ta1)le IV 
establish the formation of acetoacetic acid from butyric acid or from fatty 
acids which give rise to butyric acid. 


Table VIII 


Cilric Acid Formation from €ondensation of Oxalacetic and Acetoacetic Acids 


The sysieni contained 1 cc. of enzyme at the RaK residue staged) -05 cc. of m barium 
chlorides and 0.1 cc. of 0.02 m magnesium sulfate. Final volume , 3.0 cc. ICxiierimeiii 
carried out in air at 38*^' for i hour. Citric acid was estimate! I)y' the inethofl of 
Pitcher cl aL (22) as modified by Hunter and Leloir (23). Every estimation, of 
an experimental aolutioii was carried out with a parallel estimation of the boiled 
enzyme control for that particular solution. The above results are already corrected 
for the “citric acid’^ found in the control solutions with boiled eiizynKU The control 
values never exceeded 1 micromole of citric acid. 

The results are expressed in micromoles. 


System with 

;Experimcat 
L 70 

micromoles 
oxalacetic, 
30 micro- 
moles 
acetoacetic 

Experiment 

1 2. 60 
micromoles 
oxalacetic, 
30 micro- 
moles 
acetoacetic 

lExperimcnt 
i 3. 40 
^ micromoles 
! oxalacetic, 
25 micro- 
males 

acetoacetic 

Experi- 
ment 4. 

40 micro- 
moles 
oxalacetic, 
25 micro- i 
moles I 
acetoacetic 

No additions 

0.4 

0.2 

0.2 

0.3 

Oxalacetic acid 

1.2 

5.3 

3.8 

3.5 

and acetoacetic acids 

7.9 

10.3 

11.2 

9.2 

Acetoacetic acid 

0.4 



0.4 


'Ext)erl~ 
meat 5. 
70 micro- 
moles 
oxalacetic, 
30 micro- 
moles 


0.3 

2.0 

11.6 

0.3 


Condensation of Acetoacetic Acid and Oxalacetic Acid to Form Citric 
ilad—Table VIII lias already summari^ied the evidence on this point. 
The interaction of acetoacetic and oxalacetic acids may be considered to be 
the result of two separate reactions: (1) cleavage of activated acetoacetic 
into 2 molecules of acetic acid, and (2) condensation of activated acetic 
acid with oxalacetic acid. Acetoacetic acid does not give rise to acetic 
acid unless activated. 

The yield of citric acid from a mixture of oxalacetic and acetoacetic acid 
is usually at least double that from oxalacetic acid alone, whereas the yield 
from a mixture of oxalacetic and acetic acid is rarely greater than tlia.t from 
oxalacetic acid alone. 

Complete Oxidation of Citric Add in Cyelophorase System~ln our pre* 
vious communication the complete oxidation of citric acid or of any of its 

* KnoXj, W. E., and Welnbiouse, B., unpublished experiments,, 
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related forms to carbon dioxide and water bas already been established for 
the kidney cyclophorase systenio The conditions •wiiieh favor the prepara- 
tion of an active cyclopliorase system are identical with those which favor 
the preparation of active fatty acid systems^ Both the cyclophorase sys» 
tem and the fatty acid oxidase system require magnesium ions^ adenylic acid 
(or adenosine triphosphate) ^ and phosphate ions for maximal activity. 
The main distinction, is that the cyclophorase system is complete when pro- 
vided with an}^ member of the citric acid cycle and the above components. 


Table IX 

Citric Acid Formation from Oxalacetic Acid and ^-Keio Acids 


Additions 

Micromoles 
citric acid 
formed 

Additions 

Micromoles 
citric add 
formed 

None. 

0.2 

None 

0.2 

OxaLicetic 

6.3 

Oxalacetic 

4.9 

+ /3-ketovaleric 

10.3 

“ •+“ acetoacetic 

11.3 

i3-Ketovaleric. 

0.4 

" -f |3-hydroxy- 

butyric 

10.4 

Oxalacetic + |3-hydroxybutync. . . 

10.0 

Oxalacetic -f- |3-ketovaleric 

9.1 

iS-Iiydro.\Ybiityric 

0.2 

“ + jS-ketohex- 

anoic 

Oxalacetic + iS-ketoocta- 
noic 

9.2 

5.8 


Each manometer cup contained 1.5 cc. of kidney enzyme at the 3rd residue stage, 
0.3 cc. of 0.01 M adenylic acid, 0.2 cc. of magnesium sulfate, 0.3 cc. of 0.125 m phos- 
phate buffer of pH 7.2, and 0.1 cc. of m barium chloride. Where indicated, 0.6 cc* 
of 0.1 M o.xaIacetate and 0.6 cc. of 0.1 m i3-keto acid or hydroxy acid were used* The 
experiments were carried out in oxygen gas at 38®. 

The fatty acid system does not start to function under the same conditions 
unless the cyclophorase system is also functioning initially. 

Activation of Fatty Acids and Intermediates ^^ — The discussion of the 
mechanism of fatty acid oxidation in the liver and kidney systems would be 
incomplete without reference to the problem and nature of the so called 
sparking or activation phenomenon. Another communication will be re- 
served for the systematic consideration of o.xidative phosphorylation and 
the sparking phenomenon. For present purposes it will be sufficient to 
state that fatty acids and their products of oxidation are not oxidized as 
such but only after combination with what appear to be pyrophosphate- 
containing coenzymes as yet unspecified. 

EXPERIMENTAL 

Enzyme suspensions were prepared from rabbit kidneys as previously 
described^ with the addition of alkali during homogenization with 0.9 per 
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cent potassium chloride ( 1 ). Unless otherwise specified, a suspension in 
dilute salt solution of the 3rd residue, designated R;jK (tlie residue from cen- 
triiiigatioii of the homogenate twice resuspended and washed witli potas- 
sium chloride), was used in all the .experiments, which were performed in 
Warburg manometers at 38°. The emayme ( 1 , 1.5, or 2 cc. per cup) was 
routinely supplemented by the following additions: 0.3 cc. of 0.01 m adeno- 
sine triphosphate, 0.2 cc. of 0.02 m magnesium sulfate, and 0.5 cc. of 0.04 m 
phosphate buffer of pH 7.3, and in most instances by the further addition of 
0.3 cc. of a 1 per cent aqueous extract of acetone powder of pig heart, acidi- 
fied to about pH 6 with HCl (for preparation, see Knox et al. ( 11 )). A gas 
phase of 100 per cent O 2 was used, as this was found to increase oxidative 
rates markedly above those observed in air. Controls without added sub- 
strate were included in all experiments. All the substrates were added in 
solution as neutral sodium, salts. 

Butyric, valeric, isovaleric, capric, lauric, myristic, phenylpropionic, and 
cinnamic acids were obtained from the Eastman Kodak Company. Pure 
samples of n-caproic, n-caprylic, stearic, oleic, and azelaic acids were gen- 
erously provided by Dr. David Rittenberg. The Armour Laboratories 
Idndly provided n-heptylic, 71 -undecylic, and n-tridecylic acids, trans- 
A'^’^-Hexenoic and styryiacrylic acids were the gifts of the Carbide and 
Carbon Chemicals Corporation. The Farchan Laboratories prepared for us 
highly purified and authentic samples of phenyloctanoic, phenylcapric, 
plienyllauric, acrylic, 3,4-epoxybutyric, aa-A'"''^-hexenoic, isocrotonic, A^’*^- 
pentenoic, A'^’^-pentenoic, dimethylacrylic, and 4-methylpentenoic acids; 
also the ethyl esters of /5-liydroxyvaleric, /5-hydroxyhexanoic, /5-hydroxyiso- 
caproic, i3-hydroxyoctanoic, jS-hydroxylauric, /J-ketoisocaproic, and /3~keto- 
octanoic acids. Dr. Herbert E. Carter generously provided us with samples 
of various alkyl- and phenyl-substituted fatty acids, with the “inter- 
mediate’ ' for the preparation of phcnylvalcric acid, and with a pure sainple 
of d/-threo-2,3-dihydroxybutyric acid. 

Acetoacetic acid was prepared by hydrolysis of the ethyl ester with tlie 
theoretical quantity of alkali, followed by the removal of ethyl alcohol by 
vacuum distillation. The same procedure was applied to the preparation 
of the other jS-keto and jS-hydroxy acids from their respective ethyl esters. 
dZ-/3-Hydroxybutyric and dZ-jS-hydroxycaproic acids were prepared from the 
corresponding keto acids by reduction with sodium amalgam in alkaline 
solution. 7 -Hydroxybutyric acid ( 7 -butyrolactone), succinic seniialde- 
hyde, and vinylacetic acids were prepared by the methods of Sircar (26), 
Daldn (27), and Falaise and Frognier ( 28 ) respectively. Vinylacetic acid 
was purified according to Rietz ( 29 ). jS-Benzoylpropionic and y-phcnyl- 
butyric acids were synthesized by the methods given in “Organic syntheses” 
(30). jS-Ketovaleric and iS-ketocaproic ethyl esters were prepared accord- 
ing' to the method of Fischer et al ( 31 ). 
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All the keto acids tested were estimated manometrically as carbon dioxide 
by the aniline-citrate manometric method (20). Succinic semialdehyde 
was estimated by the bisulfite method of Clift and Cook (32). 

SUMMARY 

The complete oxidation of fatty acids and their derivatives to carbon 
dioxide and water has been studied in kidney and liver cyclophorase prep- 
arations. 

The expenses of this investigation were defrayed by grants from the 
American Cancer Society, the Rockefeller Foundation, and the Williams- 
Waterman Fund of the Research Corporation. 
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STUDIES ON THE CYCLOPHORASE SYSTEM 

HI. OBLIGATORY SPARKING OF FATTY ACID OXIDATION 
Br W. EUGENE KNOX,* B. N. NOYCE, and V. H. AUERBACH 

(From. thr. Enzyme Laboratory, Department of Medicine, College of Physicians and 
3urgeo7is, Columbia University, New York) 

(Received for publication, April 28, 1948) 

The fatty acid oxidizing system, prepared from washed rabbit iddney as 
described in the previous paper (1), often did not oxidize fatty acids unless 
supplemented by a small amount of one of the cyclophorase substrates. A 
similar effect could be obtained by adding an extract of boiled heart muscle. 
This addition was regularly found to be necessary for fatty acid oxidation 
by an enzyme at the 3rd residue (Rs) stage which had been prepared with 
precautions to insure thorough washing at each centrifugation. The 
effects of fumarate or of heart extract addition on such an enzyme are com- 
parable (Fig. 1). Virtuall}^ no oxidation of butyrate occurs in the absence 
of any addition, whereas a maximal rate of butyrate oxidation is achieved 
by the addition of an amount of either substrate or heart extract which in 
the absence of butyrate is responsible for an insignificant oxygen uptake. 
Suboptimal additions of either produce proportionally lower rates of buty- 
rate oxidation. Other substrates directly oxidizable by the cyclophorase 
system, when tested in comparable concentrations, were found to produce 
the same effect as fumarate and heart extract. 

All the known coenzymes were assayed in this sj^stem for activity in 
initiating oxidation of butyrate.^ The slight activity, found in several of 
the preparations which were not available in pure form, disappeared upon 
further purification. Only glutathione was active, producing an effect 
equal to that of fumarate or glutamate on a molar basis (Table I). The 
glutamic acid moiety of glutathione is oxidized by the cyclophorase system. 
Analysis of a sample of heart extract- showed 0.05 micromole of glutathione 

The expenses of this investigation were defrayed by grants from the American 
Cancer Society, the Rockefeller Foundation, and the Williams-Waterman Fund of 
the Research Corporation. 

Present address, Northwestern University, the Rheumatic Fever Research Insti- 
tute, Chicago, Illinois. 

^ The following compounds were tested : coenzyme I, coenzyme II, fiavin-adenine 
dinucleotide, riboflavin monophosphate, cytochrome c, adenosine triphosphate 
(ATP), adenosine-3-phosphate, thiamine pyrophosphate, pyridoxa! phosphate, gluta- 
thione, coenzyme of acetylation (from Dr. David Nachmansohn), vitamin Be conju- 
gate, and pteroylgiutamic acid. 

2 The heart extract was prepared as follows: 1 kilo of fresh pig heart was trimmed, 
■minced in the cold, and extracted after 10 minutes with 2 volumes of water at 95-100®., 
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per mg. of dry weight of extract, determined iodometrically (2), and. 0.16 
micromole per mg. of succinate plus glutamate, determined eiiz,yiiiically 



Pia, L Sparking of butyrate oxidation by fumaratc and by heart extract, hjiich 
cup contained 1 cc. of kidney enzyme at the 3rd residue stage (II 3 ) 31 hours old, 0.3 cc. 
of 0.01 M ATP, 0.2 cc. of 0.02 m MgS04, 0.5 cc. of 0.04 m phosphate buffer, pfi 7.25; 
total volume 3.0 cc. ; O 2 in the gas phase, NaOH in the center well ; equilibrated at 38"' 
for 7 minutes before closing the taps. Fumarate (#) or heart extract (O) in the 
amounts shown, and 0.3 cc. of 0.1 m butyrate where indicated, were added to the cups 
beforehand. The oxygen uptake was recorded during the first 10 minutes after 
equilibration. 

after chloramine~T oxidation (3). This heart extract, which thus contained 
at least 0.21 micromole per mg. of oxidizable substrates, had the same effect 

The aqueous extract after chilling was precipitated with 4 volumes of acetone and the 
precipitate dried with acetone and ether. 


W. E. KNOX, B. N. NOYCE, AND Y. H. AUERBACH 


119 


per mg. on butyrate oxidation as 0.25 micromole of substrate. Most, if 
not all, of the effect of the heart extract can therefore be attributed to the 

Table I 

Sparking of Butyrate Oxidation by Fumarate, Glutamate, and Glutathione 


Same conditions as in the legend of Fig. 1. One enzyme preparation was used in 
the comparison of fumarate with glutamate and another preparation for the com- 
parison of fumarate with glutathione. 


Addition 

Amount 

O 2 per 

5 min. 

Addition 

Amount 

O 2 per 
10 min. 


micro- 

mole 

c.mm. 


micro- 

mole 

c.mm. 



8 



12 

Fumarate 

0.4 

29 

Fumarate 

0.2 

30 

Glutamate 

0.4 

18 

Glutathione 

0.2 

19 

Fumarate 

0.8 

93 

Fumarate 

0.4 

84 

Glutamate 

0.8 

90 

Glutathione 

0.4 

82 

Fumarate without butyrate 

0.8 

. 7 

Fumarate 

0.8 

107 

Glutamate without butyrate 

0.8 

8 

Glutathione 

0.8 

126 




Fumarate without buty- 

0.8 

10 




rate 

Glutathione without bu- 

0.8 

10 




tyrate 




Table II 

Comparison of Amount of Fumarate Necessary to Initiate Oxidation of Some Fatty Acids 


The oxygen uptake, without the subtraction of the blanks, is given for the fatty 
acids alone and with added fumarate, and was determined under the conditions given 
in the legend of Fig. 1. 


Fatty acid added 

C.mm. O 2 per 15 min. 

Fatty acid 
alone 

0.5 micro- 
mole fumarate 

-4-3.0 micro- 
mole fumarate 

Butyrate, 30 micromoles 

25 

218 

347 

Octanoate, 5 

12 

158 


“ 20 “ 

13 

24 

174 

Acetate, 30 micromoles 

20 i 

28 

151 

Acetoacetate, 30 micromoles 

17 

28 

83 

No fatty acid 

15 

18 

60 


presence of traces of these three substrates directly oxidizable by the cyclo- 
phorase system. 

A7noimt of Cyclophorase Substrate Required to Initiate Oxidation of Dif- 
ferent Fatty Acids — In the initial phase of these investigations, two types 
of oxidative reactions involving fatty acids were distinguished, depending 
upon whether or not additional cyclophorase substrate was required. How- 
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evetj even in the case in which no substrate had to bo added, the test system 
contained heart extract^ which served as a minimal source of substrate. 
The difference originally observed between various fati„y acids is one of 
degree. All require some substrate to iiiil.iate their oxidatii)i:'i, hut. some 
fatty acids reepire more than otlieivs (Table II). These necessary £irnouiit,s 
of substrate may be added directly or in form of lH‘a.rt c^xfyracd:, or nia,y 
already be present, in the tracts amounts required for (certain rea(*.fcioi:is in less 
well washed enzyme preparations. By cofitrolliiig th(\so faertors, it ha.s becui 
possible to sliow that oxidation of all the fatty acids a/iid fatty a/‘irl dcuiva™ 
fives which we have studied must be fSparked by tlie sirniiltaneoiis oxiilaiioii 
of a siiiali aDioiiiit of a cyclophorasc substrate, "^iliere is no evidence iluit 
an iiiisparked oxidation of fatty acids can occur. The amount required is 
characteristic of fclie conditions used and of the fatty acid oxidized, and 
bears no relation, to the total amount of fatty a.cid that can be oxidized once^ 
the reaction l)egiiis, 

111 consequence of this obligatojy nature of ilic sparking reaction, ihi^ 
fact tiiat biit.yrate and octanoate can frixpicntly be oxidized to cajinplet.ioii 
under conditions in which added acetoacetate iis not oxidizablc^. is no bar to 
accepting acetoacetate as an intermediate. All three compounds requiu’^ 
sparking, though in different amounts, and all tlirce compouncis, wiirai 
changed by the sparking reaction, may share a common pa/tl'uwiy. 

Nature of S2Mrking Reaction 

All attempts to initiate tiie oxidation of fatty acids in some way not in- 
volving simultaneous oxidation of a cyclophorase substrate have been 
uiisiiccessfuL There is no evideiKic, for example, that an initial anaerobif^ 
condensation occurs between the fatty acid and pyruvate or oxalacetate. 
Altlioiigli added NallCOs will often increase the blank oxygen uptake of 
enzyme at the 3rd residues stage (Jif) and initiate fatty acid oxidation, tliis 
is due to the presentJe in tlic enzyme of a small amount of pyruvate, wliicli 
with the added (X\ can be oxidized through its conversion to oxalacetaf-e 
(4). Further washing to rmnove these traces of pyruvate prevents t^his 
artifact of “'tsparking with (Table III). As would bcj expected, such 
a pyruvate-free eiizyiiie then requires a larger amount of substrate to initi- 
ate fatty acid oxidation. Finally, none of the many fatty acid deriinitives 
tested can be oxidized directly without sparking. These cannot therefore 
be identical with the intermediates produced by the sparking reaction. 

In the previous communication (1) the use of ferricyanide as an oxidizing 
agent for fatty acid oxidation was described. It was of considerable inter- 
est to determine whether the sparking phenomenon would apply when 
ferricyanide replaced oxygen as oxidizing agent. The data of Table IV 
establish that the sparking phenomenon is concerned wit'ti the primary 
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dehydrogenation of the cyclophora^ substrate^ and not with the subse- 
quent hydrogen transport through the systems reacting with oxygen. 

The initiation of fatty acid oxidation is obligatorily associated with the 
simuitaiieoiis oxidation of a small amount of a cyclophorase substrate. The 
oxidations of the several substrates which can spark fatty acid oxidation all 
produce esterification of phosphate. Of particular interest is the effect of 

Table III 

Effect of Added CO2 on Butyrate Oxidation hy Kidney Enzyme Preparations at 3rd and 

5ih Residue Stages 


0.2 cc. of 0.1 M NaHCOs was added as indicated. The conditions are otherwise as 
in the legend for Fig. 1, The values are c.mm. of O2 per 15 minutes. 


Enzyme 

CO 2 only 

Butyrate 

only 

C 02 -f 
butyrate 

0.6 

micromole 

fumarate 

only 

Butyrate 

4- 0.6 
micromole 
fumarate 

Butyrate 

4- 3.0 
micromoles 
fumarate 

RzK 

25 

I 19 i 

165 

12 

i 114 


R5K 

17 


23 

1 

13 

1 12 

194 

! 


Table IV 

Sparking of Fatty Acid Oxidation in System containing Ferricyanide 
As Oxidizing Agent 

Each cup contained 1.5 cc. of kidney enzyme at the 3rd residue stage, 0.2 cc. 0! 
0.02 M magnesium sulfate, 0.3 cc. of 0.01 m adenesine triphosphate, O.l cc. of 0.5 M 
sodium bicarbonate, and 0.2 cc. of 0.5 m sodium ferricyanide. Total volume, 3.0 cc. 
Gas space filled with 95 per cent mtrogen-5 per cent carbon dioxide. 


Additions 

C.mm. COsj 
1st 10 min. 

^ C.mm. COs, 
2ad 10 min. 

None. 

6 

4 

«-Ketoglutarate (2 micromoles) 

59 

45 

Butyrate (10 micromoles) 

40 

21 

(10 ) 4- cK-ketoglutarate (2 micromoles). 

272 

241 

C'z's-Hexenoate (10 micromoles) 

44 

24 

“ (10 “ ) “b a-ketoglutarate (2 micromoles) . . . 

226 

218 


dinitrophenol and gramicidin on these oxidations. Dr, J. V. Taggart and 
his colleagues have shown that these two reagents prevent esterification 
of inorganic phosphate without inhibiting the oxidation of the cyclophorase 
substrates. They also completely prevent fatty acid oxidation even when 
a substrate of the cyclophorase system is undergoing rapid oxidation. 
However, the energetic coupling of the initial fatty acid reaction with the 
oxidation of the cyclophorase substrates suggested by these observations 
cannot be attributed simply to the generation of ATP (5). ATP, in an 
amount greater than can be destroyed during the experiment, does not 
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replace an oxidizablc substrate as the sparker. Similarly, the acyl phos- 
phates of the fatty acids, which have been suggested as the active form for 
oxidation (5, 6), cannot be oxidized in this system without sparking. Dur- 
ing the sparked oxidation of a fatty acid, no acyl phosphate accumulates 
that can be determined by Lipmann and Tuttle^s liydroxylamiiie reaction 
(7). 

The initial reaction of a fatty acid has therefore not yet been dissociated 
from the simultaneous oxidation of a directly oxidizable substrate. An- 
other function of this added substrate, in addition to sparking, must also 
be that of condensing with activated acetate and acetoacctate formed dur- 
ing fatty acid oxidation. By this condensation fatty acids may be oxidized 
to completion through the citric acid cycle, as will be shown by isotopic 
experiments to be published later. A reaction analogous to this, the con- 
densation of acetoacetate with oxalacetatc to form citric acid, has already 
been demonstrated in this system (1), 

SUMMARY 

Oxidation of fatty acids and their derivatives by the enzymes fi’om rabbit 
kidney can occur only if a small amount of cyclophorase substrate is first 
oxidized to initiate the reaction. This sparking effect by compounds of the 
citric acid cycle consists of a primary activation of the fatty acid which is 
not duplicated by ATP or acyl phosphates, and of a later condensation 
between a cyclophorase substrate and the ''acetate'^ leading to complete 
oxidation through the cycle, 
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In a previous communication of this series (I), manometric evidence was 
presented which showed that normal fatty acids with an odd number of 
carbon atoms and fatty acids of the iso series with an even number of carbon 
atoms were not completely oxidized to carbon dioxide and water. The 
quantitative data were consistent with the formation of propionic acid in 
the former case and of isobutyric acid in the latter case as non-oxidizable 
residues. This interpretation became even more plausible in view of the 
observation that both propionic acid and isobutyric acid appeared not to 
be oxidized by the kidney enzyme system. The possibility of identifying 
these hypothetical residues arising from the oxidation of their parent fatty 
acids provided the opportunity for a direct demonstration of /? oxidation. 
According to Knoop’s classical theory (2) fatty acids are degraded by suc- 
cessive scissions of a 2-carbon unit from the main chain. Accordingly, 
valeric acid should give rise to propionic acid and isocaproic acid should give 
rise to isobutyric acid. If, in addition, it could be shown that butyric acid 
is not an intermediate in the oxidation of valeric acid nor isovaleric acid 
in the oxidation of isocaproic acid, the evidence for /3 oxidation would be 
complete. This communication deals with the demonstration of these 
points plus the demonstration of propionic acid as an unexpected oxidation 
product of isobutyric acid. 

The resolution and characterization of the fatty acids studied were 
effected by the method of counter-current distribution as developed by 
Craig and his co workers (3“6). The underlying principle of this technique 
is that compounds with different coefficients of distribution between two 
immiscible solvents will each exhibit a characteristic behavior when sub- 
jected to what is in essence a graded series of extractions in a system of 
separatory funnels. Not only does this behavior lend itself to the separa- 
tion of the components of a mixture, but it also permits calculation of the 
coefficient of distribution for each component. Identification may then 
be made by comparison of these derived coefficients with those of known 

* This investigation was supported by grants to D. E. Green from the Rockefeller 
Foundation, the Williams-Waterman Fund of the Research Corporation, and the 
American Cancer Society. 
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compouiidsj aridy conversely^ Icnovving the distribution coefilcieBt of a pure 
siibstanoe^ one can accurately predict its behavior in the Ci’aig a|:)pe,ratj.iF: 
for comparison, with the observed behavior o,f an u:iikn,owii sul)sta,.ri(^(u 

Results 

Oxidation of Valeric AcM — Tlie oxidatioa of valeric acid with ilie kidney 
enzyme system was carried out on a. large scale with «“ketogliil,aric imd as 
a cooxidant (q/. '^Experimental’^ for deiails). After tlie reac^iion was over, 
as judged from a small pilot run, the enzyme suspension was deprotcmiized 
and the volatile fatty acids separated by distillation from add solution. 
The spectrum for the counter-current distribution of the fat'i’y acids is shown 
in Fig, L 

The presence of propionic acid is indicated by the curve "with, its peak in 
Tube 8, for one can see that its observed values resemble closely those cal- 
culated for a pure substance with a distribution coefficient of 0.53, which, 
figure a previous distribution of pure propionic acid hail sliown, f.o 1)C the 
distribution coefficient for this substance in this particular solvent system. 

The remainder of the valeric acid added originally is represented by flie 
curve with its peak in Tube 22. The observed values were found to fit 
best a theoretical curve calculated for a substance Avitli a K of 11.3, while 
the K of a known pure sample of valeric acid had previously liecjii shown to 
be 9.7 in this system^ 

A blank run identical with tliat of the experimental run, savethat it was 
precipitated immediately after tlie addition of the enzyme, showed the 
presence of large amounts of valeric acid but no propionic acid. 

The propionic acid which has been shown to accumulate from t'he oxida- 
tion of valeric acid must have resulted from tlic splitting off from the parent 
compound of a 2-carbon unit, for repeated st-iuiies on the oxidation of 
butyric acid by tliis enzyme system with manometric techniques liave shown 
that this compound is oxidized to completion (1) and tlms (‘ould not serve 
as an intermediate in the oxidation of a substance which gives ,!isc to a in.,):n*’ 
oxidizable residue. 

Accumulation of AceMc Add— A brief digression is necessary hei’e to ex- 
plain the peak wliich is seen at the far left of Fig. L This peak was foiiiicl 
to be present also in all subsequent experiments and usually correspoiidcjd in 

1 At either end of the distribution spectrum it must be noted that the distribution 
cisfficient represents the quotient of a relatively large number divided by a relatively 
small number, or vice versa, and experimental errors are magnified accordingly. In 
the studies described here, reproducibility of values for K was poor at the ends of the 
spectrum. It will be seen, however, that those substances which require the most 
precise identification ail lie sufficiently near the center of the spectrum for consist- 
ently accurate results. 
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one which would be given by a substance having a distribution coefficient 
of about 0^060 to O^IO, Since acetic acid could be shown to have a K of 
about 0»065 in this solvent pair/ this Wd3 taken as presumptive evidence 
that the peak did represent acetic acid. In a later run in \rhich the peak 



Fig. 1. Oxidatiou of valeric acid. Solvent system, isopropyl ether and 2.2 m 
phosphate buffer of pH 5.19. The titration values are for 2 cc. aliquot of the initial 
extraction. 400 micromoles of valerate were present at the start of the reaction, 
214 were present finally. Propionic peak represents about 99 micromoles, O, ob- 
served values; calculated values for K of 0.53 and 11,3, as indicated. 

appeared quite free of any contamination by propionic acid, the contents 
of Tubes 0 to 4 were pooled and the fatty acid separated by distillation. 
In 0.1 M solution the sodium salt of the fatty acid reacted positively in the 
ianthaiiuui nitrate test, thus yielding further evidence that the compound 
responsible for the peak actually was acetic acid. The presence of this 
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fatty acid was showii by ■ counter-current techniques not to be due to im- 
purities already present in the rea, gents used in these experiincrits. It 



Fig. 2. Oxidation of isocaproic acid. Solvent system, isopropyl ether and 2.2 ai 
phosphate buffer of pH 5.77. The titration values are for 2 cc. aliquot of the initial 
extraction. 300 micromoles of isocaproic acid were present originally, 67 recovered 
at the finish. The isobutyric peak represents about 18 micromoles. O, observed 
values; •, calculated values for K of 0.89, as indicated. 

seemed rather to be the resultant of the action of the enzyme oti a substrate 
which either had been added to the reaction mixture or was originally 
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present in the enzyme suspension itself. In the studies presented here, no 
attempt has been made to include acetic acid in any type of balance study. 

Oxidation of Isocaproie Acid — When isocaproic acid was oxidized by the 
kidney enzyme system and the fatty acids present in the reaction mixture 
at the end of the experiment were analyzed, the results shown in Fig. 2 
were obtained. The curve with its peak in Tube 11 can be identified as 
that of isobutyric acid, for it can be seen that its values fit closely the the- 
oretical values calculated for a pure substance with a distribution coeffi- 
cient of 0.89, which previous tests outside the machine had shown to be the 
K value for pure isobutyric acid. 

The distribution coefficient of the substance responsible for the curve at 
the extreme right of the figure can be shown to be about 14. This curve 
must represent the remainder of the isocaproic acid originally added, the 
K for this compound having been shown to be 16 in this solvent pair. 

The blank for this experiment showed no evidence of the presence of iso- 
butyric acid. It was prepared identically with the experimental run, save 
that the fatty acid substrate was not added until after the incubation period 
and just prior to deproteinization. 

This accumulation of isobutyric acid as the result of the oxidation of iso- 
caproic acid must have come about by the splitting off of a 2-carbon frag- 
ment from the parent fatty acid, since isovaleric acid did not give rise to 
isobutyric acid under the same experimental conditions. 

Oxidation of Isobutyric Acid to Propionic Acid — An examination of Fig. 
2, with the analysis of the fatty acids arising from the oxidation of isocaproic 
acid, shows a curve at the far left which appears to be made up of two sepa- 
rate curves. For this reason, Tubes 0 to 16 were pooled and the fatty acids 
contained therein were isolated and redistributed between isopropyl ether 
and phosphate buffer of pti 5.17 instead of 5.77 (Fig. 3). This adjustment 
of the pH serves to move the peak representing isobutyric acid to the right to 
Tubes 17 and 18. The values of this new curve fit closely the theoretical 
curve calculated for a K of 2.6, while that for isobutyric acid in the same 
solvent pair has been shown to be 2.5. 

The original composite curve has been separated by this maneuver into 
two curves. The one at the left indicates the presence of acetic acid as 
usual, while that with its peak in Tube 8 represents an unsuspected sub- 
stance whose observed values lie closest to the theoretical values calculated 
for a substance with a K of 0.51. This was taken as presumptive evidence 
that the unsuspected substance was propionic acid, which was shown to 
have* a K of 0.50 in this system. 

It was next shown that isobutyric acid on enzymatic oxidation gave rise 
to this same substance. The distribution curve for one of these experi- 
ments is shown in Fig. 4. Here, although a full set of twenty-four transfers 
has been made, only Tubes 2 to 13 were titrated. The observed values can 
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be seen to lie very close to the theoretical curve calculated for n> K of C152, 
After distribution the contents of Tubes 5 to 12 were pooled and thc3 fatty 
acid separated^ aiid^ when a 0.05 m solution was tested in th,e 
nitrate-iodine reaction, the result was strongly positive, thus (establishing 
even more firmly that this eorapoimd was propionic acid. Ofher possible 
oxidation products of isobufyric acid were examined to ciet.errninc3 wiietlior 
they were similiir to the substance uncovered by comitcr-ciirrcmt distribu- 
tion. These were methylmalonic acid, ii-liydroxyisobiityri(i acid, a“inet!iyl« 
acrylic acid, and of-hydroxyisobulyric acid. The first two of these could 



No. of tube 

Fig. 3. Redistribution of the acid in Tubes 0 to 10 of Fig. 2. Solvent; systcni, 
isopropyl ether and 2.2 m phosphate biilTer of pli 5.17. The titration vnJues ju-e for 
3 cc, aliquot of the initial extraction. O, observed; •, calculated lor K of 0.51 ami 
2.6, as indicated, 

be ruled out because they were not volatile under 'the conditicius of IIks dis- 
tillation for the experimental run, while the last two could bo rultjd cuit on 
the basis of their distribution coefficients, which were 1,9 and 0.0 1 respec- 
tively in the solvent pair, the aqueous portion of whicli was phospliate 
buffer of pH 5.17. 

Mechanism of Isobutyric Acid Oxidation — ^iissuming that the oxidation of 
isobutyric acid to propionic acid involves preliminary ^ oxidation, the 
accompanying sequence of reactions may be postulated. The liver fatty 
acid oxidising system has proved invaluable for demonstrating this mech- 
anism by virtue of its ability to oxidize propionic acid to completion. Thus 
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Fig, 4. Oxidation of isobutyric acid. A twenty -four transfer distribution of vola- 
tile acids from the final reaction mi.xture was performed, but only Tubes 2 to 13 were 
titrated. The solvent system was the same as in Fig. 3. The titration values are for 
3 cc. aliquot of the initial extraction. 400 micromoles of isobutyrate were added, and 
77 micromoles of propionate recovered. O, observed; •, calculfitecl for K of 0.52. 

any substance wliich is an intermediate between isobutyric acid and propi- 
onic acid should be oxidized to completion in the liver system. Both 
jd-hydroxyisobutyric acid and methylacrylic acid adequately satisfy that 
requirement. The unresolved point is whether methylmalonic semialde- 
hyde decomposes to propionaldehyde and carbon dioxide or undergoes 
further oxidation to methylmalonic acid with subsequent formation of 
propionic acid by decarboxylation. Under the conditions of the experi- 
ment^ methylnialonic acid appeared completely inactive. Thus the path- 
way through propionaldehyde is indicated. On structural grounds there 
is reason to anticipate that methylmalonic semialdehyde would decompose 


130 


CYCLOPHORASE SYSTEM, IV 


rapidly to propionaldeliyde. Consistent with this prediction is the fact 
that propionaldehyde can undergo extensive oxidation in the' liver fatty 
acid oxidizing system,, while only partial oxidation takes place in the kidney 
system. 

EXPERIMENTAL 

Enzyme System — In all cases the enzyme used was the triply washed 
residue of the rabbit kidney homogenate prepared as previously described 
(6). Ill its final form this consisted of a thick suspension in 0.9 per cent 
potassium chloride. 

The experimental runs were set up on a scale 20 to 40 times that of the 
amounts used in a single Warburg cup. A pilot run was always set up to 
determine the activity of the particular enzyme preparation used and to 
provide information on the course of the reaction. 1.5 cc. of the enzyme 
suspension were used in each Warburg cup and this was supplemented by 
0.3 cc. of 0.125 M phosphate buffer of pH 7.3, 0.3 cc. of 0.01 m adenosine 
triphosphate or adenosine monophosphate, and 0.2 (‘c. of 0.02 m magnesium 
sulfate. Alkali-soaked filter paper was placed in the center well. In the 
studies of the oxidation of valeric and isocaproic acids, JO micromoles of 
fatty acid substrate were added to each Warburg cup, while 5 micromoles 
of a-ketogliitaric acid were added as a cooxidant. In the study of iso- 
butyric acid oxidation, 10 micromoles of the cooxidant were added to an 
equivalent amount of the fatty acid. All substrates were added in the form 
of their neutral sodium salts. The large scale experiments were carried out 
in macro manometer cups with oxygen as the gas phase and at 38°. 

Preparation of Samples for Distribution — After appropriate incubation 
periods, the reaction mixtures were removed from the bath and precipitated 
by the addition of 2.0 cc, of 10 n sulfuric acid and 7.5 cc. of 0.4 m sodium 
tungstate solution for every 1,0 cc. of the reaction mixture. In the stiuclics 
with, valeric and isocaproic acids, the fatty acids were scparai'icd fro,ni ih,(,^ 
suspension by steam distillation and the (.listillate was then subjected to 
another purification distillation after the addition of 2.0 cc, of 10 N sulfuric^ 
acid, 50 gm. of magnesium sulfate, and about 0.2 gm. of mercuric oxide. 
In all the other experiments the original tungstate precipitate was filtered 
off, the residue washed once, and the combined filtrates then subjected to 
the purification distillation. As a final step the distillates were neutralized 
with sodium hydroxide and evaporated to dryness. 

Connter-Current Distribution — The machine was the stainless steel type 
described by Craig (3). In each tube the aqueous phase consisted of 8,0 
cc. of 2.2 M phosphate buffer of pH 5.17, 5.19, or 5.88, while the organic 
phase consisted of 8.0 cc. of isopropyl ether. The sample to be analyzed 
was taken up in 8.0 cc. of the .buffer and added to Tube 0. . After twenty- 
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four transfers, the contents of each tube were acidified by the addition of 
1.0 cc. of 8 N phosphoric acid and the amount of acid in the ether phase of 
each estimated by titration of a suitable aliquot with 0.010 n sodium hy- 
droxide in a micro burette. 

It is impossible to drive all the fatty acid in each tube into the ether layer 
for titration by the addition of phosphoric acid as described. Therefore, 
when it was desired to know the total amount of acid in any tube, it was 
necessary to extract the buffer layer a second time with 8.0 cc. of ether and 
again titrate a suitable aliquot. The total amount of acid C can then be 
calculated from the formula C = A^/A—B where A is the value for the 
first titration figure and B is the value for the second (7). 

At any point on the curve plotted from the above titration values, the 
distribution coefficient of the substance responsible for the curve could be 
determined by the formula 

TrA l/Tr X (r + l)/{n - r) 

in which K is the distribution coefficient, r is the number of the tube, T is 
the titration value for that tube, and n is the number of transfers (in these 
experiments, always twenty-four). 

SUMMARY 

Valeric acid and isocaproic acid are oxidized in the kidney fatty acid 
oxidizing system to propionic acid and isobutyric acid respectively. Part 
of the isobutyric acid formed is further converted to propionic acid. The 
end-products were identified by counter-current distribution. 
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~ A fat-soluble material from plasma has been found to have biotin-like 
activity for chicks as well as for lactic acid bacteria (1). Since oleic acid 
can replace biotin in the nutrition of Lactobacillus casei (2, 3) and of a vari- 
ety of related bacteria (4) as well as in that of a yeast (5), it was of interest 
to determine whether oleic acid might also have a biotin-like activity for 
chicks. It is the purpose of this paper to report experiments concerned 
with this problem and to provide additional data on the biotin activity of 
the fat-soluble material from plasma, and on its occurrence and partial 
purification. 


EXPERIMENTAL 

General Methods— Biotin activity was determined by microbiological 
assay with Lactobacillus casei with the method of Landy and Dicken (6) 
slightly modified (1). Fat-soluble materials to be assayed were dissolved 
in warm ethyl alcohol, and distilled water was added to the solution to give 
a uniform emulsion. 

The crude fat-soluble biotin-active material (FSF) was prepared in 
quantity by the ether extraction of acid-hydrolyzed horse plasma (1). 
20 to 30 mi. of a neutral dark brovm oil were ordinarily obtained from 10 
liters of oxalated plasma. The activity of such preparations ranged from 
1.5 to 3 Y of biotin activity per ml., and was usually about 2 y. 

All the chicks used were Rhode Island reds obtained when 1 day old. 
They were kept in electrically heated brooders until 10 to 14 days old, and 
then in wire bottom cages in a warai room. The stock diet was a chick 
starting mash of the following composition: yellow corn-meal 29, ground 
wheat 29, soy bean meal 17, alfalfa leaf meal 7.5, meat scrap 4.5, cod liver 
oil 0 . 7 , charcoal 0.7, salt 0.7, calcite 2.1, fine grit 4.4, fine oyster shell 4 . 4 . 
It contained about 13 y of biotin per 100 gm. of diet. For the production 
of biotin deficiency, this mash was mixed with egg white, usually in the 
proportion of 20 parts of a commercially dried egg albumin in 100 parts of 
diet. A control casein diet contained in place of egg white washed casein 
mixed with riboflavin to provide 5 mg. of riboflavin per 100 gm. of casein. 

The chicks were kept on the stock diet until they were 5 to 7 days old* 

133 



134 


FAT-SOLUBLE MATERIAL FROM PLASMA 


They were then placed on the experimental diets and the treatments, if 
any, begun. During the period of the experiment each chick received once 
weekly 3 to 4 drops of haliver oil with viosteroL The treatments consisted 
usually of the intramuscular injection of biotin, oleic acid, or FSF. Tlie 
injections were given as 0.2 ml. of liquid in the breast muscle two iimes per 
■week. The biotin was dissolved at appropriate concentrations in 0.85 per 
cent sodium chloride solution. The FSF and oleic acid were injected as the 
w^arm oils themselves. FSF was absorbed much better than oleic acid, but 
with both materials abscesses formed in the breast muscle surrounding small 
pockets of the oil. 

At suitable intervals the experimental chicks were weighed and the sever- 
ity of the dermatitis on the feet and at the corners of the mouth graded by 
a method similar to that of Ott (7), except that the scale used ranged from 

0 to 6. Only occasional chicks, however, showed a dermatitis more severe 
than grade 4. In order to make this grading as nearly objective as possible, 
the chicks were taken at random from the various groups by an assistant 
and presented to the person doing the grading with tlieir number tags 
covered. The latter individual then gave his judgment of the severity of 
the dermatitis to the assistant, Avho noted it beside the appropriate number. 
Thus the person grading the chicks could not be aware of the nature of the 
results until all the chicks had been graded. This precaution was desirable, 
since the experiments with FSF could not be performed in such a way as to 
give any likelihood of complete prevention of biotin deficiency symptoms. 
The maximal dosage of FSF which could be administered by injection was 
far from sufficient, in terms of its microbiological biotin activity, to be 
expected to provide complete protection from the deficiency. For this 
reason most of the experiments included two control groups injected with 
biotin, one with a dosage similar, on an activity basis, to that of tlie group 
receiving FSF and one witli a dosage adequate (8) to prevent the defKiency 
entirely. Ijarger amounts of FSF could be administered by stomach, tube, 
but it has not so far been possible to find any activity of the material when 
given by this route to chicks on an egg white diet. 

Results 

Treatment of Chicks on Egg White Diet with FSF and Oleic Acid Tlie 

effect previously reported (1) of FSF in mitigating the dermatitis produced 
in chicks by a diet high in egg white has been repeatedly confirmed. Tables 

1 and II give the results of two experiments of this type, the usual commer- 
cial preparation of egg wffiite having been used for one experiment and an 
acetone-precipitated preparation from fresh egg white (9) for the other. 
In Table, I it will be noted that neither, the group, receiving FSF nor the 
groups receiving the lower dosage of biotin gained weight to any greater 
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extent than the untreated group on the egg white diet. Since this was 
also true in all the other experiments, the weights are not included in 
Tables II to V. It has been found by others (10) that lower dosages of 
biotin are required to affect the dermatitis than to permit normal weight 
gain in chicks. 

Preliminary experiments with oleic acid revealed no effect on the derma- 
titis of chicks on an egg white diet. The results of two experiments com- 


Tablb I 

Effects of FSF and Biotin on Biotin Deficiency in Chicks Fed Diet High in Egg White 
The chicks were started on the special diets and injections when 1 week old. 


Diet 

Injection 

(breast 

Weekly 
dosage, mi- 
crobiological 
assay 

No. of 
chicks 

Average weight (gm.) 

i 

Average degree of derma- 
titis of feet and mouth 

muscle) 

7 

days 

IS 

days 

1 21 
days 

28 

days 

39 

days 

21 

days 

28 

days 

39 

days 

Casein, 20% 

None 

7 bioHn 

7 

gm. 

57 

gm. 

98 

gm. 

156 

gm. i 

203 

gm. 

281 

0 

0 

0 

Egg white, 

c c 


7 

58 

87 

133 

163 

205 

3.4 

3.3 

4.9 

20% 

FSF 

0.8 

7 

58 

85 

125 

150 

182 

1.7 

2.7 

3.0 


Biotin 

0.8 

7 

57 

96 

138 

159 

205 

0.7 

0.4 

1.6 


sc 

6.0 

6 

55 

88 

140 

182 

251 

0.7 

0 

0 


Table II 

Effect of Intramuscular Injection of FSF in Chicks on Diet containing 500 Om. of Dried 
Acetone-Precipitated Fresh Egg White per 20 Pounds of Feed 


Chicks placed on diet when 8 days old, injections begun 3 days later. 




Average degree of dermatitis of 

Treatment 

No. of chicks 

feet and mouth 



21 days 

28 days 

None. 

8 

1.5 

2.1 

FSF, 0.8 T biotin activity per w’'k 

9 

1.0 

1.5 


paring FSF preparations with U. S. P. oleic acid and mth a soy bean oil 
distillate (SBO) containing oleic acid^ are shown in Tables III and IV. 
Although the oleic acid and the SBO had higher biotin activities for Lacto- 
bacillus cased than the FSF preparations, neither reduced the extent of the 
dermatitis, while both FSF preparations did so, one of them (from horse 
plasma, Table IV) to almost as great an extent as did a comparable dosage 
of biotin. 

A single somewhat purified preparation of FSF has been tested in chicks 

^ The molecular distillate of soy bean oil was very kindly supplied by Dr. P. L, 
Harris of Distillation Products, Inc. 
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aad found to be active (Table \*), Table V also shows that F&F is active 
when injected into the posterior peritoneal cavity as well as when injected 
intramuscularlyo 


Table III 

Intramuscular Injection of U. S, P. Oleic Acid, FSF from Human Plasma Fraclion 
IV-1* and Biotin in Chicks Placed on Egg White Diet When 5 Days Old 


Injections begun at 7 days of age. 


InjectioE 

[Weekly dosajje, 
iby microbiolo<ii- 
1 cai assay 

1 

No. of 
chicks 

Averafje degree of dermatitis 
of feet and mouth 


20 days 

30 days 

34 days 

44 days 

None 

"i ■■ 

j y hiotin 

....J 0 

7 

1.2 

3.2 

2.9 

3.2 

Oleic acid 

.....1 1.2 

8 

1.3 

2.7 

2.9 

3.6 

FSF 

i 0.6 

8 

1.0 

2.8 

2.2 

2.6 

Biotin 

} 0.6 

7 

1.1 

1.7 

1.6 

1.1 


6.0 

8 

0.8 

1 

0.7 

1 

0.5 

0.1 


* A large supply of Fraction IV-1 from human plasma was obtained through the 
generosity of the American Red Cross. 


Table IV 

Co7nparison of Effects of Intramuscular Injection of Soy Bean Oil Distillate (SBO) 
containing Oleic Acid, of FSF from Horse Plasma, and of Biotin in Chicks 

on Egg While Diet 


Diet and injections begun at 5 days of age. 


Injectioa 

Weekly dosajge, I 
by microbiological 
assay 

Average degree of dermatitis of feet and mouth 
(10 chicks) 

21 days 

28 days 

34 days 


7 biotin j 




None 1 

0 

1.8 I 

2.6 

2.9 

SBO j 

1 1.2 

2.0 I 

2.4 

2.6 

FSF ! 

0.9 

1.5 

1.7 1 

2.0 

Biotin 1 

1.0 

1.4 1 

1.3 ! 

1.6 

1 

1 10.0 

0.4 j 

0.1 I 

1 

0.2 


Plama and Tissue Levels of Biotin and Fat-Soluble Biotin- Active Materials 
—The plasma levels of biotin and FSF in young ducks and chickens and the 
changes which they undergo during acute infections with avian malaria 
parasites have been previously described (11). The biotin content of the 
plasma of normal young ducks and chickens is about 2 to 4 my per ml, 
while the bound FSF content in terms of its biotin activity is about 10 to 
15 my per ml. No bound biotin and relatively little free FSF have been 
foxmd in the plasma. 
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Assays of the plasma of adult birds have shown thatj while in males both 
the biotin and FSF remain much the same as in young birds, in females 

Table V 

Effects of Injection of FSF from Horse Plasma (Fraction A), of Fraction F Obtained 
from It by Adsorption on Aluminum Oxide and Elution with Am-fiioniacal 
Alcohol f and of Biotin in Chicks on Egg White Diet 


Diet and injections begun at 5 days of age- 


Injection 

Weekly dosage, 
i by microbiological 

No. of chicks 

Average degree of dermatitis of 
feet and mouth 


assay 


19 days 

26 days 

None 

7 hioiin 

0 

5 

i 

1.7 

2.8 

Fraction F'*’ .i 

3.0 

7 

i 1.2 

2.1 


1.2 

6 

1 1.3 

2.2 

“ At 

1.2 

o 

1.4 

1.8 

Biotin* . . 

1.0 

7 i 

0.9 

1.5 

a * 

10.0 

6 i 

0.6 

0.4 


* Injected to breast muscle, 
t Injected to posterior peritoneal cavity. 


Tabj.e VI 

Biotin and. FSF Content of Plasma of Adult Ducks (S to 6 Months Old) Determined 

in Two Different Ways 


Duck 

Biotin activity, my per ml. plasma 

No. 

! 

Free biotin 

Bound biotin 

Free FSF 

Bound FSF 



(a) 

(6) 

(c) 

id) 

(e) 

(/) 

1 

9 

23.3 

29.2 

0 

2.2 

34.0 

28.1 

2 

9 

26.0 

29.3 

-1.3 

3.2 

38.8 

35.5 

3 

9 

30.0 

30.0 

-2.5 

4.5 

31.5 

31.5 

4 

9 

32.0 

33.0 

-1.8 

1.5 

27-8 

26.8 

5 


4.7 

6.3 

-1.7 

1.1 

17.7 

16.1 


(a) The activity of plasma diluted in water and shaken with ether, (h) The ac- 
tivity of plasma hydrolyzed in sulfuric acid minus the activity of the same prepara- 
tion tested in the presence of 1 : 500 egg white, (c) The activity of plasma hydrolyzed 
in sulfuric acid and shaken with ether minus the free biotin (a), {d) The activity 

of plasma diluted in water minus the free biotin (a), (e) The activity of plasma 

hydrolyzed in sulfuric acid minus the activity of plasma diluted in water. (/) The 
activity of plasma hydrolyzed in sulfuric acid and tested in the presence of 1:500 
egg wliite^ minus the free FSF. 

which are laying eggs both values are increased. Table VI gives a small 
representative sample of the data which have been obtained and at the 
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same time shows the good agreement between the values as determined by 
removal of FSF with ether and by inactivation of the biotin with egg wliite» 
Egg-laying hens showed a high biotin and FSF content of the plasma en- 
tirely similar to that of the egg-laying ducks. The increase in biotin may 
well be related to the high biotin content of the yolk of the egg, which 
in turn is essential for hatchability (12). In a similar way, avidiii secretion 
by the oviduct accompanies egg-laying activity in hens (13). An increase 
in the total plasma lipides of egg-laying chickens has been demonstrated 
( 14 ). Evidently the lipide or lipides with biotin activity share in this in- 
crease. It is noteworthy that the free FSF activity remains relatively low 
in the plasma of the egg-laying birds, most of the increase occurring in the 
FSF which is bound, presumably as a lipoprotein. 

Much of this bound FSF can be precipitated by dilution of the plasma 
of egg-laying hens or ducks with distilled water in a ratio of 1:20. The 
protein so precipitated and collected by centrifugation redissolves readily 
in phosphate buffer of pH 7.4 to give a highly opalescent yellow solution. 
The bound FSF activity of such solutions, expressed as millimicrograms 
of biotin per mg. of protein, was 1| to 3 times as high as that of the original 
plasma. 

Some determinations have been made of the distribution of biotin and 
fat-soluble biotin-active materials in tissues other than blood. The results 
for 5 to 6 month-old chickens are presented in Table VIL Since in the 
growth of Lactohacillus casei biotin can be replaced by oleic acid and a vari- 
ety of related compounds, the microbiological assay of biotin activity due 
to fat-soluble materials from tissue would determine the sum of the concen- 
tration in the tissue of a number of substances. That oleic acid in depot 
fats did not enter appreciably into the measurements is indicated by the 
very low FSF activity of the abdominal fat, a tissue which contains about 
40 per cent by weight of oleic acid combined as glycerides (15). 'Whatever 
the actual substances from tissues may be which have here been measured 
as FSF, it is remarkable that, except for the liver and Iddney which have 
exceptionally high biotin contents, there is a general parallelism between 
the biotin content and the relative concentration of the fat-soluble biotin- 
active materials. A similar situation exists in egg yolk. For example, the 
yolk of one egg had a total biotin activity of 750 my per ml, of which 360 
my remained after shaking with ether. The figures for biotin proper which 
are here presented are for the most part somewhat lower than those pre- 
viously reported, though of the same order of magnitude. Thus Eakin 
et al (16) found for the organs of a 10 week-old chicken 2600 my per gm. in 
the liver and 2500 my in the kidney, but only 65 my in the brain. Values 
for egg yolk have been found ranging from 400 to 600 my per ml. (17) with 
a usual value of about 500 my per gm. (12). 
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Partial ■Purification of FSF from Horse Plasma — Two different methods 
have yielded products having as high a, specific activity (millimicrograms 

Table VII 

Biotin and FSF Contents of Representative Tissues from 5 to 6 Month-Old Chickens 
Samples of the tissues were ground in saline in a glass grinder, autoclaved in 2.5 n 
sulfuric acid for 1 hour at 15 pounds, brought to pH 9.6, and diluted with water. The 
uniform suspensions thus obtained were divided into two portions, one of which was 
assayed for its total biotin content, 'while the other was shaken with three to four 
portions of ether and then assayed. The results of the latter assay gave the biotin 
content of the preparation, while the difference between the two assays was con- 
sidered as activity due to FSF. In some cases, indicated by an asterisk, FSF activity 
was determined directly by the assay of suitable dilutions of the suspension in the 
presence of egg white. 

The results are expressed as millimicrograms of biotin activity per gm. of 
fresh tissue. 


Sex 

Chicken 

No. 

Brain 

Lymph 

nodes 

Breast 

muscle 

Liver 

Abdom- 
inal fat 

Spleen 

Oviduct 

Testis 

Adrenal 

glands 

Kidney 

9 

1 

87t 

34 

13 

592 

7 

45 

80 



993 



(165)1 

(83) 

(43) 

(129)* 

(10) 

(83) 

(82) 



(122)* 


2 

1 107 

57 

15 

1380 

2 

72 

134 



1390 



(203) 

(105) 

(52) 

(160)* 

(4) 

(98) 

(106) 



(110)* 


3 

97 

38 

31 

780 

6 

55 

179 


172 

1790 



(195) 

(77) 

(40) 

(131)* 

(5) 

(116) 

(88) 


(248) 

(74)* 


4 

69 

37 

13 

750 

4 

52 

53 


112 

805 



(160) 

(75) 

(35) 

(102)* 

(4) 

(82) 

(99) 


(151) 

(60)* 


5 

142 

49 

29 

1250 

8 

68 

123 






(141) 

(60) 

(48) 

(75) 

(15) 

(102) 

(79) 





6 

127 

87 

36 

740 

3 

77 

118 


131 

1150 



(191) 

(106) 

(41) 


(2) 

(89) 

(61) 


(133) 


& 

7 

91 

46 

19 

850 

15 

42 



105 

895 



(168) 

(65) 

(35) 

(62)* 

(8) 

(103) 



(140) 

(56)* 


8 

87 

187 

10 

605 


38 



150 

[1675 



(174) 

(58) 

(43) 

(64)* 


(99) 



(136)* 

! (72)* 


9 

120 

80 

27 

1220 

13 

64 



170 

:2140 



(189) 

(101) 

(39) 


(17) 

(110) 



(142) 



K) 

82 

44 

IS 

1210 

5 

42 



211 

1625 



(228) 

(76) 

(34) 

(60) 

(4) 

(88) 




(0) 


11 


197 

24 

1040 


91 


66 

86 

1123 




(100) 

(42) 

(180) 


(71) 


(114) 

(151) 

(162) 

Averages. . . 

101 

78 

21 

947 

7 

59 

114 


142 

1369 


(181) 

(83) 

(41) 

(107) 

(7) 

(95) 

(86) 


(157) 

(82) 


t The upper figures represent biotin throughout. 
{ The lower figures represent FSF throughout. 


of microbiolo^cal biotin activity per mg. of dry weight) as commercial 
samples of U. S. P. or c.p. oleic acid. The products so obtained differed 
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obviously from oleic acid in being at ordinary room temperature (20-25°) 
whitish or pale yellow waxy solids. 

One method was a crude counter-cun-ent distribution employing nine 
separatory funnels (18). Table VIII illustrates the results of such an ex- 
periment. The starting material in this case was prepared by fractionation 
in alcohol. 75 ml. of the oil from hydrolyzed horse plasma were suspended 
in 200 ml of hot alcohol. The insoluble portion was extracted with two 
more portions of hot alcohol. The combined alcohol solutions were refrig- 
erated overnight and filtered in the cold until clear. The portion soluble 
in cold alcohol, which contained virtually all of the activity, was concen- 
trated in vacuo to remove the alcohol. A dark brown oil was obtained 


Table VIII 

Counter-Current Distribution of FSF Activity in Nine Separatory Funnels between 
Cyclohexane and 90 per Cent Alcohol 


Funnel No. 

Total activity for Laciohadllus 
casci when tested ai concen- 
trations of 1:2030 and less 

Specific activity 


my 

my pa mg. dry weight 

0 

0 


1 

420 


2 

900 

4.1 

3 

880 

4.0 

4 

820 

5.1 

5 i 

540 

6.8 

6 

360 ^ 


7 

60 


8 

0 


Total recovered out of 3750 mv . . . 

3980 



which solidified in the cold. 1 ml. of the oil was dissolved in cyclohexane 
(previously shaken with 90 per cent ethyl alcohol) to a volume of 10 ml. 
This solution was then used for an eight plate distribution between cyclo- 
hexane and 90 per cent ethyl alcohol, each of which had been previous].y 
thoroughly shaken with the other solvent. A theoretical curve based on 
the distribution coefficient (about 1.1) of the biotin activity between cyclo- 
hexane and 90 per cent alcohol would have placed the maximal amount of 
activity in Funnel 4. Actually, it was distributed between Funnels 2 to 4. 
However, the highest specific activity occurred in Funnel 5. In another 
similar experiment the maximal amount of activity was distributed between 
Fuimels 3 to 5 and the specific activity of the material from Funnel 4 was 
10 my per mg. A sample of U. S. P. oleic acid dissolved in alcohol, which 
was assayed at the same time with this fraction and for which the dry weight 
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was deteiTniiied in the same manner, gave a specific activity of 10.9 my per 
mg. However, in other assays the specific activity of oleic acid would be 
as low as 7 my per mg. It is important to note here that some fluctuation 
in the assay results is introduced as a result of the toxicity of higher concen- 
trations of the fat-soluble materials. The toxic effect was relatively small 
with most of the preparations of the original oil from hydrolyzed horse 
plasma, so that at suitable concentrations nearly maximal growth was ob- 
tained. Moreover, with these crude FSF preparations the dose-response 
curve closely approached that vdth biotin itself (1). Such is not the case 
with oleic acid (2) or with the more highly purified preparations of FSF, 
Higher concentrations of these substances all exhibit a growth-inhibiting 
effect on Lactobacillus casei, before maximal growth has been attained. 

Table IX 


Chromatographic Adsorption of FSF from Alcoholic Sohition onto Aluminum Oxide 


Solvent passing through column 

Fraction No. (each col- 
lected from bottom of 
column for 10 min. 
period) 

Total biotin activity 
i for i.. casei 

j 

Specific activity 



my 

my per mg. dry weight 

95% etliyl alcohol 1 

1,2 

\ 0 



i 3 

1 “ 



4-8 

: ^ 


5% ammonia in 66% ethyl 

9-12 

0 


alcohol 

13 ! 

15 



14 i 

45 

9.0 


15 

70 

1 10.8 


16 

60 

9.2 

Starting material. 

1920 

3.2 



The second method of partial purification depended on chromatographic 
adsorption on aluminum oxide and elution with ammoniacal alcohol. The 
activity could be adsorbed either from a cyclohexane solution or from an 
alcoholic solution containing only that portion of the original oil which was 
soluble in cold alcohoL When such a solution was allowed to percolate 
through a 10 X 2 cm, column of aluminum oxide prepared in the corre- 
sponding solvent and was followed by more of the same solvent, an orange- 
yellow zone soon formed and migrated down the column at a fairly rapid 
rate. All the percolates appeared colorless, except those which included 
the zone and which were bright yellow. In repeated trials, the fraction 
containing the colored material has had a low but significant activity, 
whereas the fractions preceding and following it have had little or no activ- 
ity. Most of the activity of the original solution, however, remained ad- 
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sorbed as long as cyclohexane, 95 per cent alcohol, or alcohol acidified with 
HCl was passed through the column. Elution began soon after the addition 
of ammoniacal alcohol (5 per cent ammonia in 66 per cent ethyl alcohol) 
and continued slowly over a considerable period. Tables IX and X give 
the results of two experiments of this type. In the experiment illustrated 
in Table IX, the yello-w material was collected as a separate fraction (No. 
3). It is obvious that in this experiment elution was still occurring at an 
appreciable rate when the collection of fractions was discontinued. The 
high specific activity of Fractions 14 to 16 is worthy of note. In the larger 
scale experiment illustrated in Table X the yellow material was not collected 
separately but it probably was responsible for most of the 460 m 7 of activity 


Table X 

Chromatographic Adsorption of FSF from Alcoholic Solution onto Aluminum Oxide 


Material 

Total activity 

Specific activity 


my 

my per mg. dry weight 

Starting material . Cold alcoliol-soluble por- 
tion of oil from hydrolyzed horse plasma in ■ 
95% alcohol 

20,000 


Combined percolates from sample and 100 ml. 
95% alcohol 

460 


1st hr.’s percolate after start of 5% NH3 in 
66% alcohol 

270 


Next 20 min. percolate 

1,000 

3.2 

a 20 '' '' 

1,000 

5.4 

a 20 “ 

800 


a 20 

800 

6.7 

u 20 

800 

6.7 

Total recovered in percolates 

5,130 



present in the combined percolate from the sample and the following 100 
ml. of alcohol. 

A larger quantity of a partially purified material was prepared by gross 
adsorption and elution. 95 ml. of the oil from horse plasma were dissolved 
in cyclohexane to 400 ml. 150 gm. of aluminum oxide were added and the 
mixture was stirred for half an hour. It w^as then filtered. To the filtrate 
were added an additional 100 gm. of aluminum oxide, and the mixture was 
again stirred for half an hour. It was filtered through the same paper 
which had been used previously, and the combined residues were washed 
with 300 ml. of cyclohexane. The combined filtrates were concentrated 
in vacuo at 45-50° to give 50 ml. of a brown oil with about one-fourth the 
activity of the starting materiq,!. The aluminum oxide; residue was sus- 
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pended in 560 ml. of 5 per cent ammonia in 66 per , cent ethyl alcohol and 
shaken mechanically half an hour. The aluminum oxide was allowed to 
settle and the supernatant was poured off through a filter paper. The 
aluminum oxide was then resuspended in an additional 280 ml. of ammoni- 
acal alcohol and was again shaken mechanically for half an hour. The 
mixture was filtered. The combined clear amber filti'ates were brought to 
a pH of 7 with 6 n HCl to give a cloudy liquid with droplets of brown oil. 
This was shaken in 100 ml. portions with 100 ml. of cyclohexane in a sepa- 
rately funnel. The same cyclohexane w^'as used for three portions of the 
neutralized eluate. All of the aqueous-alcoholic lower layers weie pooled. 
On concentration of these in vacuo at 50° droplets of brown oil appeared 
when the volume was about 200 ml. This material wns taken up in ether. 
On removal of the ether there were obtained 4 ml, of dark brown oil with 
an activity of 6.5 y per ml. The combined cyclohexane extracts were con- 
centrated in vacuo at room temperature to a small volume and left over- 
night. A light brown waxy material was obtained which, when warmed, 
became an easily flowing light brown liquid. 12 ml. of this material were 
obtained, with a biotin activityfor Lactobacillus casei of 7.6 y per ml. This 
was the fraction (F) which was found to have biotin-like activity for chicks 
(see Table V). 


DISCUSSION 

The experiments reported in the present paper support the conclusion 
that hydrolyzed plasma yields a substance, readily extractable with ether, 
which, when injected intramuscularly, has biotin-like activity in reducing 
the extent of the dermatitis produced in young chicks by a diet high in egg 
white. Usually the effect w^as not as great as that obtained by the injec- 
tion of a comparable dosage of biotin in terms of microbiological biotin 
activity. Several explanations for this may be suggested. In the first 
place, while there was never any leakage of the injected saline-biotin solu- 
tions on withdrawal of the needle, some leakage of the oils with FSF activity 
frequently occurred. While the saline was rapidly and completely ab- 
sorbed, this was not tme of the oil, which moreover had some toxic prop- 
erties. Finally, it is possible that the oil obtained from hydrolyzed horse 
plasma contains more than one substance with biotin activity for Lacto- 
bacillus casei but only one with biotin activity for chickens. This possi- 
bility is supported by the high biotin a:ctivity for Lactobacillus casei of oleic 
acid, a substance with which it has not been possible to demonstrate any 
biotin activity in chickens. 

In the studies directed toward purification of the active material in FSF 
the activity was followed only by microbiological assay, since amounts suffi- 
cient for, assay in chicks could not readily be obtained. It was hoped that 
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methods in which, the material vras subjected to relatively mild treatments 
would yield final products retaining their activity for chickens. This Iiopc 
was realised with the partly purified fraction (F) obtained by adsorption 
and elution. More drastic procedures such as saponification were avoided, 
although ill the first work concerning the fat-soluble biotin-active substance 
from hydrolyzed plasma it was found that the activity for Ladobacilhjs casei 
remained in the unsapoiiified fraction (1). Hofmann and Axelrod (19)^ in 
their note confirming the finding of a neutral oil from plasma with biotin, 
activity^ reported that the activity went into the saponifiable fraciioiu 
On the basis of personal communication, it would appear that tliis discrep- 
ancy is the result of a longer period of heating with alkali employed by the 
latter workers than by the former, who heated for 45 minutes. With 
several hours heating, the activity of FSF for Lactobacillus casci goes into 
the saponifiable fraction. Such saponified material has not been tested for 
its activity in chicks. 

A number of authors have suggested ways in which oleic acid and rcla.ted 
compounds might function in bacterial metabolism. Diibos (20) has con- 
cluded that in the growth of his Micrococcus C they probably act as cata- 
lysts, whereas in the growth of tubercle bacilli they enter into the syntliesis 
of cell protoplasm. Guirard et ah (21) have noted their role as substitutes 
for acetate in the nutrition of some of the lactic acid bacteria. Still other 
lactic acid bacteria require oleic acid in addition to both biotin and acetate 
(4, 22, 23). Williams and Fieger (3) have postulated that both biotin and 
oleic acid function as cell permeability factors. Perhaps somewhat more 
likely is the hypothesis (4) that biotin is essential for the synthesis of oleic 
acid as it is for the s 3 rnthesis of aspartic acid (24, 25). 

The latter hypothesis could readily be applied to multicellular organisms, 
perhaps with the further addition that biotin enters into more tliaii one 
stage of the synthesis of fatty compounds. It was early noted by Ikms 
(26) that rats with severe biotin deficiency had almost no stores of body fat. 
Fatty infiltration of the liver and increase in body fat of rats have been 
observed after biotin administration (27), and more recently it lias lieeii 
found that rats with incipient biotin deficiency, unlike normal rats, did not.' 
store excess lipide in the liver w^hen fed a diet high in cholesterol (28). The 
activity of the neutral oil from hydrolyzed horse plasma for chickens as 
compared to the inactivity of oleic acid for these animals suggests iliafc 
perhaps in vertebrates the fatty acid must be supplied already combined in 
some manner in order to eliminate partially the need for biotin. It is also 
possible that the neutral oil is effective merely because it provides the fatty 
acid in less toxic form (4). In this connection it is interesting to note that 
for a quite different metazoan organism, the larva of the yellow fever 
quito, it has been found that, wMe both oleic acid and FSF can repiac'.e 
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biotin^ the former material is active over a narrower range than the latter* 
presumably because of its greater toxicity.^ 

strMMAB.y 

The intramuscular injection of a fat-soliible material from hydrolyzed 
plasma into chicks fed a diet high in egg white reduced the severity of their 
dermatitis almost as much as did the injection of biotin in a comparable 
dosage in terms of microbiological biotin activity* The similar injection of 
oleic acid did not have such an effect, nor could the effect be produced by 
the oral administration of the material from plasma. 

The concentration of the fat-soluble biotin-active material, as measured 
by microbiological assay in the plasma of ducks and chickens, shares in the 
general increase in lipides which occurs with the onset of egg-laying activit}^ 
The distribution of this material in the tissues of birds roughly parallels the 
distribution of biotin, except in the liver and Iddney, which contain rela- 
tivety very large amounts of biotin. Much of the bound fat-soluble biotin- 
active material in the plasma of egg-laying hens may be concentrated in a 
protein fraction precipitated by dilution of the plasma with water. 

Partial purification of the active material from hydrolyzed horse plasma 
has been effected by counter-current distribution in separately funnels and 
by chromatographic adsorption. Fractions have been obtained which have 
as high a specific activity for Lactobacillus casei as oleic acid but which 
differ from oleic acid in physical properties, A somewhat similar fraction 
prepared by gross adsorption and elution has been shown to have the 
biotin-like activity when injected into chicks on an egg white diet, 
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ELECTROMETRIC AND COLORIMETRIC DETERMINATION 
OF CARBONIC ANHYDRASE 

By KARL M. WILBUR and NORMAN G. ANDERSON 
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(Received for publication, June 4, 1948) 

The activity of carbonic anhydrase has been estimated by three pro- 
cedures: manometric (1-3), colorimetric (2, 4-8), and electrometric (9). 
For investigations of the enzyme concentration of tissues the colorimetric 
method has often been used in preference to the manometric technique 
because of its relative simplicity. A disadvantage of the colorimetric 
method has been the inhibitory effects of the indicator (10) and of the 
carbonate-bicarbonate buffer, an effect also true of phosphate buffer in the 
manometric method, though to a lesser degree (8). Roughton and Booth 
(8) have found that veronal buffer is without noticeable effect on carbonic 
anhydrase and have suggested a colorimetric method which employs this 
buffer with brom-thymol blue. This method permits the measurement of 
enzyme activity in terms of moles of CO 2 hydrated, allowance being made 
for inhibition by the indicator. However, the influence of the indicator on 
the enzyme activity in this system has not been studied. 

This paper describes a new electrometric method which is here em- 
ployed for evaluation of the inhibitory effect of indicators on carbonic 
anhydrase preparations from various sources. A modification of the ver- 
onal colorimetric method suitable for routine determinations of carbonic 
anhydrase in tissues is also presented together with data on its relia- 
bility. 


Electrometric Method 

In the electrometric method suitable amounts of veronal buffer and 
saturated CO2 solution are mixed at 0° to give a displacement of the 
hydrogen ion concentration from approximately pH 8 to 6.3 in a con- 
veniently measurable period of 100 to 120 seconds for the uncatalyzed re- 
action. The apparatus employed (Fig. 1) utilizes two automatic measuring 
syringes (Becton, Dickinson improved Cornwall syringe No. 1250) to force 
buffer and CO2 solutions simultaneously into a reaction vessel containing a 
glass electrode and the enzyme or experimental solutions or both. The pH 
changes may be followed (Fig. 2) or the time necessary for the solution to 
reach the end-point (pH 6.3) determined. After the reaction is completed, 
the reaction vessel is flushed and drained through a distilled water-evacu- 
ation system. 
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Yeronal 4o536 gm. of sodium barbiturate were dissolved in 950 inl- 

of double distilled 'wateij and barbituric acid was added to bring the pH to 
S J5» The amount required varied slightly with the source, llio solution 
was then made up to 1 liter in. a glass-stoppered flask, 1-^recautioiis weix'' 
taken to prevent carbon dioxide absorption. 

Saturated CO 2 Solution — CO 2 from a Dewar flask containing solid CO 2 
was bubbled through a gas bubbler into double distilled water at- 0° for at 
least 1 hour before use. 

Indicators — ^To study the effect of indicators on the catalyzed and im- 
catalyzed reactions, powdered brom-thymol blue (Harleco) and powdered 



*-iG. 1. Apparatus for electrometric determination of carbonic auhydrase activity 

phenol red (Merck) were made up in double distilled water and adjusted 
to pH 6.3 with NaOH. 

Apparatus — ^Those portions of the apparatus shovui in Fig. 1 are mounted 
on a metal support and placed in a glass container, 12 X 7| X 8f inches. 
Connected with the apparatus are (a) a 250 ml. Mariotte bottle of COrsat- 
urated distilled water with a saturating device and a long tube to remove ex- 
cess CO 2 from the vicinity of the apparatus, (6) a 250 ml. bottle of veronal 
buffer with an air vent protected by an NaOH solution, (c) a glass cooling 
coil connected with an elevated distilled water supply, and (d) a vaciiiim 
line. The total assembly was packed in a water-ice mixture in the glass 
container and placed in a wooden box with glass wool insulation between 
the two containers. It was found convenient to carry out the measure- 
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meiits in a refrigerated room at i"". All experimental solutions were kept 
at 0^ 

Standard Beclonan electrodes were mounted on a rack and pinion over 
the reaction vessel and connected through a shielded cable to a Leeds and 
Northriip pH meter. The pH meter and electrodes were standardized in 
position at 0'^ with phosphate buffers. All solutions used were made with 
double distilled water. 

Operation — To place the system in operation, the plunger of the buffer 
syringe is removed and positive pressure induced through the CO2 absorp- 
tion system of the buffer bottle to fill the syringe through Stop-cock 4. 
(The construction of the stop-cock extensions indicates the orientation of 
the stop-cock.) The syringe is then reassembled and the contents forced 
into the reaction vessel (R) through Stop-cock 3 after Stop-cock 4 is closed. 
Witli the syringe plunger still down, Stop-cock 3 is turned to neutral posi- 
tion and Stop-cock 4 is opened. The slow release of the plunger allows the 
syringe to fill with fresh buffer. Stop-cock 4 is then closed. A similar 
procedure is used to fill the other side of the system with saturated CO2 
solution. With care all bubbles can be eliminated from the system. 

The reaction vessel and electrodes are flushed in the following manner. 
After both sides of the system are filled, Stop-cocks 1 and 4 are closed and 
Stop-cocks 2 and 3 turned to the positions shown. Cold distilled water is 
allowed to flow into the reaction vessel through Stop-cock 2 until it is full. 
The stop-cock in the vacuum line (not sho\TO) is then opened and the water 
withdrawn through Stop-cock 3 which is low enough for complete drainage. 
This process is repeated until the vessel and electrodes are clean (see below). 

In making a determination all stop-cocks are turned to neutral position. 
1.0 to 2.0 ml. of experimental solution or distilled water are carefully pipet- 
ted to the bottom of the reaction vessel. Both openings into the reaction 
vessel are covered by this quantity of solution, so that both the buffer and 
CO2 solutions flow in under liquid. After temperature equilibrium is 
reached in this solution Stop-cocks 2 and 3 are turned to connect the reac- 
tion vessel with both syringes. Both plungers are depressed simultane- 
ously, giving rapid mixing. Stop-cocks 2 and 3 are turned at once to 
neutral position and Stop-cocks 1 and 4 opened. Both plungers are then 
slowly released, refilling the S3ainges, and Stop-codes 1 and 4 are then 
closed. 


EXPEBIMENTA'L 

Methods — Carbonic anhydrase preparations were made from human 
blood, gastric mucosa of Rana pipiens^ and from whole rat brain. For 
blood carbonic anhydrase, hemolyzed erythroc3rtes and the modified crude 
chloroform extract of Roughton and Booth (11) were used. Neither prep- 
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aration showed appreciable change in activity when kept in a refrigerator 
several weeks in dilute solution. Mucosal and brain extracts were made 
by grinding fresh tissue thoroughly and diluting with about 15 volumes of 
distilled water. The suspension was then centrifuged 8 minutes at 850 X g 
and the supernatant removed and diluted to give a reaction time of 45 i.o 
70 seconds. 

0.2 ml. of enzyme solution was added to 1.0 ml of experimental soliiiioii 
or distilled water in the reaction vessel 30 seconds prior to the addition of 
2.0 ml. each of CO 2 solution and veronal buffer. Contact of enzyme and 
indicator was limited to this period plus the time of reaction. 



SECONDS 

Fig. 2. Hydration of carbon dioxide in veronal buffer. Displacement of curve 
of enzyme plus brom-thymol blue indicates slight inhibition. 

Results — The curves of a catalyzed and an uncatalyzed reaction are 
shown in Fig. 2; duplicate determinations were performed for the imcata- 
lyzed reaction. As illustrated by the curves, the rate of change resulting 
from the low buffering power at pH 6.3 makes this a suitable end-point for 
both the electrometric method and the colorimetric method of Rougliton 
and Booth (8) with brom-thymol blue. 

The possibility of enzyme adsorption on the walls of the reaction vessel 
and the glass electrodes was examined by running a very potent crude 
blood preparation and then measuring the rate of the uncatalyzed reaction 
which followed after three and again after six flushings of the reaction vessel 
Six flushings appear adequate. 
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Brom-thymol blue lias an inhibitory action on carbonic anhydrase, the 
extent depending upon the indicator concentration and the particular 
enz3niie preparation (Table I), With 1.92 mg. per cent of indicator, a con- 
centration suitable for colorimetric determinations, the inhibition on rat 


Table I 

Inhibition of Carbonic Anhydrase by Brom4hymol Blue 
All measurements were made with veronal buffer and electrometric equipment at 
0°. The pH of the added indicator solution was adjusted at 6.3. The figures for 
the indicator represent final concentrations. Runs with enzyme and enzyme plus 
indicator were alternated. 


Enzyme preparation 

Indicator 

Enzyme + 
water 

Enzyme -f- 
indicator 

Per cent 
inhibition 

Probability 


mg. per cent 

sec. 

sec. 



Rat brain 

1.92 

53.8 

59.5 

11 

0.001 <P < 0.01 


3.84 

48.4 

62.9 

30 

P < 0.001 

Frog gastric mucosa 

1.92 

52.3 

56.0 * 

8 

0.02 < P < 0.05 


3.84 

51.1 

62.6 i 

23 

0.001 < P < 0.01 

Human blood, hemo- 

1.92 

51.2 

52.0 1 


0.5 < P < 0.6 

lyzed 1 

3.84 

54.3 

60.3 

11 

0.001 < P < 0.01 

Human blood, chioro- ' 

1.92 

51.7 

53.1 

3 

0.4 < P < 0.5 

form extract 

3.84 j 

53.8 

56.0 

4 

0.1 < P < 0.2 

No enzyme , 

3.84 1 

113.2 

113.7 


P < 0.001 


Table II 

Inhibition of Carbonic Anhydrase by Phenol Red 
Ail measurements were made with veronal buffer and electrometric equipment at 
0®. The added indicator solution was adjusted to pH 6.3. Final concentration of 
phenol red was 2.88 mg, per cent. Runs with enzyme and enzyme plus indicator were 
alternated- 


Enzyme source 

Enzyme 4* 
water 

[ Enzyme 4- 
indicator 

Per cent 
inhibition 

Probability 

Rat brain 

sec. 

56.7 

sec. 

57.9 

! 

0.7 < P < 0.8 

Human blood, hemolyzed 

56.5 

61.2 

8 

0.01 < P < 0.02 

“ “ chloroform extract. . 

69.1 

71.3 

3 i 

0.05 < P < 0.1 

No enzyme 

115.2 

114,1 


0.7 < P < 0.8 


brain and frog gastric mucosa preparations was about 11 per cent and 8 
per cent respectively, with a negligible effect on blood preparations. In a 
similar series with phenol red (Table II) in a concentration of 2.88 mg. per 
cent, as ordinarily used in the Brinkman technique, the indicator was with- 
out significant effect except in the case of hemolyzed blood in which there 
was an 8 per cent inhibition. 
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Colorimetric Method 

Apparatus aiid Proced%ire--~ThQ colorimetric method is an adaptation of 
that described by Ronghton and Booth (8) and utilizes a Cornwall aiit.o» 
matic syringe to introduce cold saturated CO 2 solution into a veronal buffer 
containing brom-thymol blue in a test-tube. The time required for the pH 
to drop from approximately pH 8 to 6.3 is measured. 

The CO 2 saturation system was similar to that used for the electrometric 
method. In making a determination, 2.0 ml. of saturated CO 2 solution are 
dra\TO into a cold syringe, and a small test-tube is placed over a 3 inch No. 
20 gage needle and held by a small rubber stopper on the shaft of the needle. 
The syringe is then immersed in a water-ice mixture until needed. 2.0 ml 
of the cold veronal buffer used in the electrometric method containing 5 mg. 
per cent of brom-thymol blue are then pipetted into a Kimball test-tube, 
6 X i inches, with 1.0 ml, of the experimental solution or distilled water, 
stoppered, and placed in an ice-water mixture. After allowing time for 
temperature equilibration in the test-tube and the syringe, the syringe is 
quickly removed from the ice mixture, grasped with a cloth to remove ex- 
cess water, and the small tube protecting the needle is pulled off. The CO 2 
s^olution is rapidly ejected. With the size of test-tube indicated for the 
reaction vessel the syringe will come to rest with the tip of the needle im- 
mersed near the middle of the buffer solution and centered by the rubber 
stopper on the needle. After removing the S3n:mge from the test-tube the 
needle is washed to remove any enzyme before the plunger is released. 
The needle may be coated with paraffin, though this was not done in the 
present study. The end-point is determined by matching with a compa- 
rator tube containing brom-thymol blue in veronal buffer at pH 6.3. Fog- 
ging of the ice bath can be prevented by Anti-Fog, No. Ill, supplied by 
the American Optical Company. 

Results — Eleven consecutive determinations of the uncatalyzed reaction 
gave an average of 103.5 seconds with a probable error of 1.0 second for a 
single determination. Two series of five runs each with enzyme gave 
averages of 86.4 and 80.4 seconds, with a probable error of 1.2 and 2.3 
seconds for a single determination. Measurements were made with {(re- 
packed equipment in a room at normal temperature. 

DISCUSSION 

The electrometric method with its provision for the automatic measure- 
ment of solutions and washing of the reaction chamber permits the mea- 
surement of the carbonic anhydrase activity of a considerable number of 
samples in a relatively short period of time. While the method has the 
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disadvantage that the enzyme is subjected to a range of hydrogen ion con- 
centrations during the course of a single measurement, this range may be 
limited to any desired portion of the curve. 

The electrometric apparatus may be used without the electrodes in colori- 
metric determinations by adding indicator to the stock buffer solution, 
though its chief application is with turbid or colored solutions in which 
brom-thymol blue cannot be used or in which details of the course of the 
reaction are required. It has been used here to test the effects of indicators 
on enzymes under conditions which duplicate the colorimetric technique 
in pH range, indicator concentration, and volume of solutions. 

The effects of brom-thymol blue and phenol red on different carbonic 
anhydrase extracts call attention to certain considerations in the use of 
colorimetric methods. Since the extent of inhibition varies with the 
tissue extract, this value will have to be determined for the individual tissue 
before corrections can be made in calculations of enz 3 mie activity by the 
procedure of Roiighton and Booth (8). In any case, it is apparent that in 
the colorimetric method the indicator concentration should be kept as low 
as is practicable. The effects here described relate to the experimental 
situation in which indicator is mixed with enzyme immediately prior to the 
addition of the substrate, and may or- may not obtain with prolonged 
contact. We are unable to say whether the marked inhibition found by 
Kiese and Hastings (10) may involve this factor or whether it is due to dif- 
ferences in extract and experimental method. 

SUMMARY 

1 . An electrometric technique for the measurement of carbonic anhydrase 
activity is described. In the apparatus employed saturated carbon dioxide 
and veronal buffer are mixed with automatic measuring syringes and the 
pH change measured with the glass electrode. 

2. The electrometric method was employed to study the inhibitory effect 
of brom-thymol blue and phenol red on the carbonic anhydrase activity of 
rat brain, frog gastric mucosa, and human erythroc3d3e preparations; the 
extent of inhibition was found to vary with the enzyme source and indi- 
cator concentration. An indicator concentration suitable for use in a 
colorimetric technique gave an inhibition of 0 to 11 per cent. 

3. A modification of the Roughton and Booth veronal-brom-thymol blue 
colorimetric system is described and data on its reliability presented. 
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TriE THYllOXINE-LIKE ACTIVITY OF COMPOUNDS 
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{Fi'otn the Department of Biochemistry and Nutrition, University of Southern 
California School of Medicine, Los Angeles) 

(Received for publication, Marcb 27, 1948) 

In Ae course of a search for compounds which might prove to be com- 
petitive inhibitors of th^^roxine in its action on the peripheral tissues, we 
have initiated a study of the relationship between chemical structure and 
thyroxine-like activity of a number of thyroxine analogues. 

Early attempts to relate chemical constitution to physiological activity 
have been summarized by Harington (1, 2) who concluded that the struc- 
tural requirements for activity were best represented by (I), where X is a 


X 



halogen and the alanine side chain may be functionally substituted. Th® 
report by Looser and Trikojus (3) of appreciable thyroxine-like activity o^ 
thyroxamine, in agreement with the work of Abderhalden et aL (4) but 
contrary to that of Gaddum (5, 6), appeared to indicate that an intact 
alanine side chain may not be required for thyroxine-like activity. Later 
Niemann et aL (7, 8) suggested the importance of a quinoid resonance in- 
volving the phenolic hydroxyl group and the ether oxygen, the amino acid 
side chain possibly being involved in the incorporation into a peptide 
linkage. These considerations have led us to investigate the effect of other 
previously untested modifications of the side chain on physiological activity. 

Materials 

DL-Thyroxine^ was used as the standard in all of the experiments re- 
ported. It was dissolved in a minimum amount of dilute sodium hydroxide 

* This work was aided by grants from the Committee on Research in Endocrinology 
of the National Research Council and by Eli Lilly and Company. Acknowledgment 
is made to the Hancock Foundation for providing facilities used in this work. 

t Some of the data were taken from a thesis presented by Earl Frieden to the 
Graduate School of the University of Southern California in partial fulfillment for 
the requirements for the degree of Master of Science. 

^ We are indebted to Dr. Kenneth W. Thompson of Roche -Organon, Inc., Nutley 
10, New Jersey, for a generous supply of DL-thyroxine. 
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and the solution adjusted to pH 8.0 do 0.5 before being made up to voliime. 

3 j5-Diiodo-L-tyrosinejm.p. 202-204°, was prepared from L-tyrosine hj the 
method of Block and Powell (9). The possibility of in vitro conversion of 
diiodotyTosine to thyroxine was minimized in most cases by dissolving a 
neutral suspension of diiodotyrosine in dilute alkali and adjusting to pH 8 
only a few minutes prior to the time of injection. 

3.5- Diiodo-4-(3^,5'“diiodO'4'--hydroxyphenoxy)-'benzoic acid, m.p. 255°, 
referred to as the benzoic acid analogue, was obtained as described by 
Harington and Barger ( 10 ). C 18 H 6 O 4 I 4 , calculated, I 69.2 per cent; found, 
68.5 per cent. It was given as the sodium salt. 

3 . 5- Diiodo-4-(3' , 5'-diiodo-4'-hydroxyphenoxy)-"DL-phenylglycinc, the gly- 
cine homologue of thyroxine, was synthesized as described by Frieden 
and Winzler (11). It was administered in the same manner as DL-thy~ 
roxine. 

N-Acetyl-DL-thyroxine, m.p. 210-214°, was prepared by the method of 
Kendall and Osterberg ( 12 ), with the corrections of Ashley and Harington 
(13), As expected, the compound gave a negative ninhj^drin test and a 
positive Kendall reaction with nitrous acid. It was administered as the 
sodium salt at pH 8.0 0 . 5 . 

N-Acetyl-S , 5-diiodo-L-tyrosine, m.p. 198-200°, was synthesized accord- 
ing to Myers (14). This substance also gave a negative ninhydrin test and 
a positive Kendall reaction with nitrous acid and was administered as the 
sodium salt. 


Methods 

Arnphihimi Metamorphosis — The effect of thyroxine and its analogues on 
amphibian metamorphosis was followed by observing the diminution of 
total body length essentially according to the method of Gaddum ( 5 ). 
Groups of five larvae (Biifo sp.) were placed in 250 ml. glass dishes contain- 
ing 200 ml. of tap water in which the test substance had previously been 
dissolved. The animals were measured with a micrometer on white oil- 
cloth by stretching them out to their full length. In this way, animals 
could rapidly be classified according to size without injury. They were not 
fed during the course of the experiment, no decrease in length being ob- 
served for untreated controls under these conditions. Results with at least 
three different concentrations of DL-thyroxine administered to tadpoles, in 
addition to untreated controls, were observed along with the test substance 
in each experiment. Experiments were brought to a conclusion when a 
thyroxine control containing 0.25 y per ml. revealed a 40 to 50 per cent 
reduction in length. 7 to 10 days were required when the tests were con- 
ducted at room temperature, 25° ± 2°. However, only 3 to 4 days were 
required when the assay was conducted in an incubator at 30.0° zfc 0.5°. 
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A typical dose-response curve for thyroxine is given in Fig. 1 . Considerable 
variation in response to thyroxine was observed in experiments carried out 
at different times, owing to fluctuations in temperature and to differences 
in the ages of the tadpoles. 

Goiter Prevention Method — The goiter prevention method for the biologi- 
cal determination of DL-thyroxine or thyroxine-like activity in rats has 



Fig. 1. DL-Tliyroxine dose plotted against response in terms of per cent decrease 
in length in a typical experiment with larvae of Bufo sp. Groups of five tadpoles, 
20 to 25 mm. in length, were incubated at 25° ± 3° for 7 days or at 30,0° =b 0.5° for 3 
to 4 days. Initial and final lengths were determined to the nearest 0.5 mm. Con- 
trast in body shape of the larvae with increasing nn-thyroxine concentration has also 
been indicated. 

been employed by Dempsey and Astwmod (15), Reineke, Mixner, and 
Turner (16), and others. Groups of four to six albino rats of the Uni- 
versity of Southern California strain, weighing between 100 and 200 gm., 
were used throughout these experiments. Over the 15 day assay period, 
the experimental animals were fed ad libitum with 0.3 per cent thiouracil 
incorporated in their stock diet. Daily intraperitoneal injections of the 
test compounds were given for 14 days, the injection volume usually being 
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about 0.25 ml. per 100 gm. The animals were weighed and sacrificed on 
the 15th day. The thyroid glands were then removed and vxdgiKH! to 
nearest 0,1 mg. The room temperature was in the range of 2V rJr 
DL-Thyroxine controls were used in each series of expei'iments. A lypicr'd 


o 



Fig. 2. Typical standard curve showing the effect of UL-thyroxinc dose, in micro- 
grams per 100 gm. of body weight, on the thyroid weight, in mg. per 100 gm., in ihi- 
ouracil-fed rats. Groups of approximately six 150 to 200 gm. females wore fed a 0.3 
per cent thiouracil diet for 15 days, during which time they received daily intraperi- 
toneal injections of the appropriate amount of nn-thyroxine. 

standard curve showing the direct relationship between DL-thyroxine dose 
and thyroid weight response is shown in Fig, 2. 

RESULTS AND DISCUSSION 

The results of the tests on the various compounds are summarized in 
Tables I and II, which show that 3,5-diiodo-L-tyrosmes the benzoic acid 
analogue, N-acetylthyroxine, and the glycine homologue of thyroxine exert 
thyroxine-like activity in both species. 
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It is evident from Table I that under the conditions of this experiment 
sodium iodide, even at 1.25 mg. per ml., had no influence on the body length 
of tadpoles. In longer term experiments, however, it has frequently been 
observed that iodide ion will accelerate the rate of metamorphosis of 
amphibian larvae. Concentrations of organic iodine containing compounds 
such as tetraiodophthalate and N-acetyldiiodotyrosine as high as 0.2 and 
1.0 mg. per ml. respective!}^ had no detectable influence on body length. 

In Table I, diiodotyrosine is shovm to exert a pronounced effect on the 
body length of tadpoles at levels of a few micrograms per ml. Thus, the 
thyroxine-like activity of diiodotyrosine is at least several hundred times 
greater in these experiments than an equivalent amount of inorganic iodine. 
The thyroxine-like action of 3,5-diiodo-L-tyrosine on the body length 
and shape of tadpoles ranged from 1 to 2 per cent of that of DL-thyroxine, 
since 25 7 per ml. of diiodotyrosine gave an effect equal to that of about 0.25 
7 per ml of thyroxine. It cannot yet be stated whether or not this activity 
is due to the conversion of diiodotyrosine to thyroxine in the incubation 
medium or in the organism. We have observed, however, that diiodo- 
tyrosine solutions kept at room temperature for some months show a 
steadily increasing thyroxine-like action, rising to as high as 6 per cent of 
that of thyroxine after 12 months of storage. 

Table I also shows that the thyroxine-like effects of the glycine homo- 
logue and benzoic acid analogue of thyroxine on body length and shape of 
tadpoles are very high. Although the possibility that these compounds 
may be converted to thyroxine cannot be eliminated, we believe it more 
likely that the thyroxine-like action is inherent in the compounds them- 
selves. 

It is interesting that acetylation of the amino group of either thyroxine 
or diiodotyrosine markedly reduces their thyroxine-like action in Amphibia. 
Similar results have been previously reported for N-acetylthyroxine 
(Kendall (17), Swingle et al (18)). This suggests that the acetylated 
compounds are either used inefficiently as such or are only poorly hydro- 
lyzed to the free amino acids. 

Table II shows that diiodotyrosine, the glycine homologue, and the 
benzoic acid analogue show definite thyroxine-like activity in the pre- 
vention of thiouracil goiters. This action is very definite, although rela- 
tively large amounts of the compounds are necessary to prevent thyroid 
enlargement completely. The prevention of thiouracil goiters implies a par- 
ticipation of these compounds directly or indirectly in the thyroid-pituitary 
axis, and need not necessarily indicate a thyroxine-like influence on periph- 
eral tissue. Preliminary experiments on the effect of diiodotyrosine, N- 
acetylthyroxine, and the benzoic acid analogue on the basal metabolic rates 
of rats have indicated, however, that a metabolic stimulation also occurs 
with the administration of these compounds. 
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It is well known that iodide administration partially reduces the goitro- 
genic action of thiouracii in rats (19). However, in our experience, one 

Table I 


Thyroxine-Like Activity of Compounds As Determined by Amphibian Metamorphosis 


Compoimd 

Dose 

Per cent 
decrease 
in length 

Per cent_ 
tliyroxine-like 
activity^ 

Average thyrox- 
ine-like activ- 
ity of compound 


-y per ml. 



per cent 

3,5-Diiodo-L-tyrosine (fresh) 

6 

9 

0.5 



15 

25 

2.0 



25 

45 

1.0 



50 

64 

1.0 



25 

33 

1.0 



50 

53 

1.0 

1.0 

Benzoic acid analogue 

2.0 

18 

10 



3.0 

40 

15 



1.5 

23 

10 



2.5 

41 

20 



4.5 

50 

12 



0.5 

14 

20 



3.0 

31 

10 



1.5 

39 

30 


Glycine homologue 

4.5 

65 

20 

16 


2.5 

33 

20 



0.25 

25 

50 



1.0 

55 

50 



1.5 

60 

50 



2.5 

37 

20 

35 

N -Acetyl-DL-thyroxine 

5.0 

10 

2 



12.5 

' 37 

3 



12.5 

42 

3 



25.0 

55 

2 

2.5 

N-Acetyl-3 , S-diiodo-L-tyrosine 

500 

0 

0 



1000 

0 

0 



' 2500 

22 

0.005 

0.005 

Potassium iodide 

25 

~6 

0 



125 

(Toxic) 


0 

Sodium iodide 

50 

0 

0 



125 

0 

0 



250 

0 

0 



500 

0 

0 



1250 

0 

0 

0 


* Estimated from the DL-thyroxine curve based on untreated controls and several 
DL-thyroxine levels observed simultaneously with the test substance . 


experiment being shown in Table II, this effect has never exceeded 35 per 
cent restoration even at very high iodide levels. From the fact that the 
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effect of thiouracil on the weights of the thyroid gland can be completely 
negated by the administration of diiodotyrosine or the benzoic acid ana- 
logue, it is inferred that these compounds affect the thyroid-pituitary axis 
independently from the possible liberation of iodide. Similarly the sig- 
nificant effect of the glycine homologue at a level of 5 mg. per kilo is inter- 
preted as a thyroxine-like action of this compound. 


Table II 

Thyroxine-Like Activity of Compounds As Determined by Goiter Prevention Method 


Daily intraperitoneal injection 

Daily dose 

Thyroid weight 

Decrease in 
thiouracil 
effect* 

DL- 

Thyroxine 

equivalentf 

Per cent 
DL-thyroxine 
activity 


mg. per 

100 gm. 

mg. per 

100 gm. 

per cent 

y 


3 , 5-Diiodo-L-tyrosine 

2.5 

10.6 

=h 

1.4J 

94 

2.5 

0.10 


15.0 

17.8 

=h 

3.2 

65 

4.2 

0.028 


25.0 

10.8 

=h 

1.3 

95 

5.7 

0.023 

Benzoic acid analogue 

0,25 

30.4 

=fc 

2.5 

20 

0.7 

0.28 


1.0 

23.8 


9.9 

16 

1.1 

0.11 


1,0 

18,4 

d= 

1.8 

52 

1.5 

0.15 


5.0 

7.3 


0.6 

112 

4.0 

0.08 

Glycine homologue § 

0.50 

20.9 

db 

3.9 

45 

1.0 

0.20 

N-Acetyl-DL-thyroxine 

0.0050 

24.3 

db 

5.1 

43 

1.5 

30 


0.0125 

13.1 

=b 

1.9 

72 

1.9 

15 

N -Acetyl -3 , 5-diiodo-L- 

5.0 

20.6 

=b 

2.1 

57 

2.1 

0.04 

tyrosine 

Potassium iodide 

25.0 

28.1 

d= 

3.9 

32 

1.9 

<0.008 


Per cent decrease in thiouracil effect == 100 X (X — Y)/(X — N), where X is 
the thyroid weight of thiouracil controls, Y that observed with the test compound, 
and N that of normal controls (9.5 mg.). 

t Estimated from the standard DL-thyroxine curve based on the thiouracil con- 
trols and one or more DL-thyroxine levels run simultaneously with the substance 
under test. 

t Average deviation. 

§ Mice were used as test animals for this experiment to permit testing of this 
compound at a sufficiently high level. 

N-Acetylthyroxine showed one-sixth to one-third the activity of thy- 
roxine when tested by the goiter prevention method. These data are in 
good agreement with those of Gaddum (6). The relatively greater activity 
of this compound and of N-acetyldiiodotyrosine in the rat compared to the 
tadpole is the only case that we have encountered in which compounds exert 
greater thyroxine-like activity in the higher species. The indication of a 
species difference in the utilization of N-acetylated thyroxine-like com- 
pounds may help to explain some of the earlier discrepancies on this point 
in the literature (6, 17, 18). 
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These findings permit some generalizations as to the importance of the 
side chain in the structural requirements for thyroxine-like aciivii.y. 
While the full side chain appears to be necessary for the maxiniiini ciiiaiiti- 
tative effect of a compound, this part of the molecule can nevcui.lieless 
undergo considerable alteration without eliminating thyroxiiie-Iike 
activity. The data available on a number of compounds, involving side 
chain modifications, are presented in Talile III. The series is not ,vel 
complete, but all compounds involving side chain alterations studied thus 
far have shown an appreciable thyroxine-like activity on Amphibia and a 
demonstrable activity on mammals. From this work and that of Niemann 
et aL (7, 8) we can generalize still further on the structural requirements for 
thyroxine-like activity. The major structural prerequisites, represented by 


Table III 

Effect of Side Cham Variation on Thyroxine-Like Activity 


I I 

R of ^-R 

Per cent thyroxine-Hke activity 

Amphibia 

Mammalia 

Bibliographic reference 
No. 

COOH ! 

16 

0.16 

This report 

Ethylamine 

50-100 

50 

(3) 

Glycine 

35 

0.20 

This report 

Pyruvic acid 


27 

(22) 

Alanine 

100 

100 


“ N -acetyl 

2.5 

10-30 

(6), this report 

“ N-glycyl 


100 

(6) 

N-alanyl 

i 

100 

(6) 


(II), are as follows:'^' ® (1) an orthodihalogenophenolic-diphenyl ether com 


X 



(OH) X 
(ID 


figuration; (2) a hydroxy group either ortho or para to the ether oxygen; 
(3) a side chain which must include a functional group such as a carboxyl 
or an amino group or both. Maximum thyroxine-like activity is obtained 

2 The activity of 3,5-diiodo-L-tyrosme is the only important exception to II. 
This can be explained by assuming in vivo conversion to thyroxine. This is not un- 
likely in view of the work of von Mutzenbecher (20) and Dvoskin (21). 

® Preliminary tests on the effects of 3,5-diiodo-4-(4'-hydroxyphenoxy)-aniIine on 
Amphibia indicate that this compound is at least one-fourth as active as DL-thyroxine, 
lending further support to the suggestions made. Preparation of the corresponding 
tetraiodo aniline derivative is in progress. 
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when the side chain consists of an alanine group, the hydroxyl group is para 
to the ether linkage, and there are 4 iodine atoms occupying the 3,5 and 
3', 5' positions. 


SUMMARY 

Several compounds structurally related to thyroxine have been tested for 
thyroxine-like activity on amphibian metamorphosis and prevention of 
increase in the thyroid gland weights of thiouracil-fed rats. Demonstrable 
activity has been observed for the glycine homologue of thyroxine, a 
benzoic acid analogue of thyroxine, N-acetylthyroxine, and 3 , 5-diiodo-L- 
tyrosine in both tests. These findings indicate a lack of specificity of the 
side chain requirement for thyroxine-like activity. 

It is suggested that the minimum structural requirements for thyroxine- 
like activity in Amphibia and mammals are the orthodihalogenophenolic- 
diphenyl ether configuration, a hydroxy group ortho or para to the ether 
oxygen, and a side chain which includes some functional group. 

We are indebted to Miss Elizabeth V. Tukich for assistance in the goiter 
prevention assays. 
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A FACTOR REQUIRED FOR THE GROWTH OF LEUCONOSTOC 

CITROVORUM^ 

By H. E. SAUBERLICH and C. A. BAUMANN 

{From the Department of Biochemistry , College of Agriculture, University of 
Wisconsin, Madison) 

(Received for publication, June 21, 1948) 

During a survey of organisms suitable for the microbiological determina- 
tion of alanine, it was found that Leuconostoc citrovomm 8081 failed to grow 
on a synthetic medium that was satisfactory for Leuconostoc mesenieroides 
P-60 and other assay organisms. However, the addition to the medium of 
certain crude extracts from liver resulted in a very rapid rate of growth of 
L. citrovorum, and the commercial liver preparation reticulogen (Lilly), 
active in Addison’s pernicious anemia, proved to be effective in such small 
concentrations that the organism could be used for the microbiological 
determination of alanine and other amino acids in the presence of this sup- 
plement. Preliminary attempts were then made to determine the relation- 
ship between the unknown factor required by L. citrovorum and certain 
other growth factors, including the antipemicious anemia principle. 

Methods 

The organism, Leuconostoc citrovorum 8081, American Type Culture 
Collection, Georgetown University, Washington, D. C., was maintained 
on a yeast-peptone stab medium and was transferred every 2 to 4 weeks. 
Prior to use for assay purposes, the organism was grown in 10 ml. of a casein 
hydrolysate (Medium IV) (1) to which 0.2 per cent of yeast extract (Difco) 
had been added. A 20 to 24 hour culture was centrifuged twice and the 
cells diluted with 0.9 per cent NaCl to a standard degree of turbidity 
((j = 65 to 70 in a standard Evelyn tube, Filter 660). 1 drop of this diluted 
cell suspension was added to each assay tube, which also contained 1 ml, 
of the synthetic medium (Table I) plus the sample and water to make a 
total of 2 ml. The assay tubes were then incubated for 72 hours at 37“^ and 
the acid production measured by electrometric titration with 0.02 n NaOH. 

EXPERIMENTAL 

Response to Liver Preparations — The addition of the liver concentrate 
reticulogen, which according to the manufacturer contained 20 U. S. P. 

* Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. Supported in part by a grant from the Committee on Growth, 
National Research Council, acting in behalf of the American Cancer Society. 
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units of the antipernicioiis anemia principle per ml., resulted in such rapid 
growth of the organism Leiiconostoc citrovoruni that a quantitative response 
could be measured turbidimetrically after only 10 hours (Fig. 1). A maxi- 
mal response was observed when the medium contained 2.0 microliters of 
reticiilogen per 10 ml. of medium as read, or 0.2 microiiter per mL How- 

Table I 


Basal Medium 



mg. 


mg. 

Amino acids 


Salts A 


DL-a-Alanine 

200 

KH 2 PO 4 

600 

L-Arginine 

200 

K 2 HPO 4 

600 

L-Aspartic acid 1 

100 

Salts B 


L-Asparagine 

400 

MgS04*7H20 

200 

L-Cysteine 

50 

FeS04-7H20 

10 

L-Glutamic acid 

300 

MnS04*4H20 

20 

Glycine 

100 

NaCl 

10 

L-Histidine 

50 i 

Purines and pyrimidines 


DL-Isoleucine 

250 

Adenine sulfate *21120 

10 

DL-Leucine 

250 

Guanine hydrochloride 

10 

L-Lysine 

200 

Uracil 

10 

DL-Methionine 

100 

Xanthine 

10 

DL-Phenylalanine 

100 

Vitamins 


L-Proline 

100 

Thiamine hydrochloride 

0.5 

DL-Serine 

50 

Pyridoxine hydrochloride 

1.0 

DL-Threonine 

200 

Pyridoxamine hydrochloride 

0.3 

DL-Tryptophan 

40 

Pyridoxal hydrochloride 

0.3 

L-Tyrosine 

100 

Calcium dhpantothenate 

1 0.5 

DL-Valine 

250 

Riboflavin 

; 0.5 


gm. 

i Nicotinic acid 

1.0 

Glucose 

25 

p-Aminobenzoic acid 

0.1 

Sodium acetate 

20 

Biotin 

0.001 

Ammonium chloride 

3 

Folic acid 

Adjust to pH G.8; add distilled 

0.010 



H 2 O to 

500 ml. 


^ The designation, Medium VI, is used to distinguish this medium from those 
described in previous publications (1), 


ever, when the incubation was prolonged for 72 hours, maximal acid pro- 
duction was observed with only 0.09 to 0.10 microliter of reticulogen^ per 
ml. of medium as titrated (0.2 microliter per 2 ml. tube, Fig. 2), and a half 
optimal response Avas observed when the medium contained only 0.025 
microliter of reticulogen per ml This latter half optimal response was 
designated as 1 '^ciirovorum unit” for the assay of other crude materials to 
obviate the necessity for a specific reference standard. The response of 
L. citrovoTum to the active principle in liver was not altered by the addition 
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of large amounts oi tiiiamine, pyridoxal, pyridoxaminej liydroxyprolinej 
or the ash of yeast extract. Some production of acid, however, resulted 
when large amounts of crystalline folic acid were present in the medium. 
A response equivalent to 1 citrovorum unit was noted when 1.4 to 2 7 of 



Fig. 1. Response of Leuconosioc citrovorum to graded amounts of reticulogen as 
determined by turbidity measurements after 10, 15, and 23 hours with the Evelyn 
colorimeter (660 m/j, filter with an uninoculated tube set at 100 as the blank; 10 ml. 
volume assay). 



assay) . 

folic acid were added per ml. of medium as titrated. The response of the 
organism to folic acid, however, differed qualitatively from that due to the 
factor in liver, since there was a marked delay in the growth of the organism 
given only the folic acid, and no visible growth was noted during the first 
24 to 36 hours. Since the reticulogen preparation contained only 8.7 y of 
folic acid per ml, the amount of folic acid in the 0.025 microliter of reticu- 
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logen required for half optimal growth supplied only 0.0002 y of folic acid 
per ml. of medium. Thus it was obvious that the response of the organism 
to reticiilogen could not be attributed to the folic acid present^ for the 
amount of folic acid in the basal medium was 0.02 y per ml. The data by 
Dunn and associates indicated that L. citrovorum 8081 grew fairly well on 


Table II 

Response of Leuconostoc citrovorum 8081 to Various Liver Concentrates Active against 

Pernicious Anemia 


Sample No. 

Liver extract* 

U. S. P. units 
per ml. 

Citrovorum 
unitsf per ml. 

1 

Lilly, Lot 360, reticulogen, enzyme-treated 

20 i 

41,900 

2 

“ “ 360, “ untreated 

20 1 

40,000 

3 

‘‘ 360 

20 

35,000 

4 

Sharp and Dohme, Lot 2505 

15 

34,000 

5 

Abbott , Lot E-1043 

15 

32,000 

6 

Lilly, Lot 370 

2 

20,200 

7 

Abbott, Lot E-1125 

15 

19,200 

8 

Lilly, Lot E-1181 

Unknown 

18,100 

9 

“ E-1203,pergm. 

it 

13,900 

10 

“ “ E-1204 

(( 

11,720 

11 

1 “ 410 

10 

10,600 

12 

! E-1180 

Unknown 

9,180 

13 

Abbott, Lot E.567 

15 

7,880 

14 

Lilly, Lot E-1108 

20 

6,710 

15 

Armour 

10 

4,930 

16 

Lederie, Lot 3641-34 

! 10 

4,880 

17 

Abbott, 95% alcohol extractives, per gm. 

Unknown 

2,140 


^ Sample 1, Lot 0030-442346, was treated with hog kidney enzyme in the manner 
used to liberate conjugated folic acid (4); Sample 3 was an unhydrolyzed sample of 
similar material, Lot 4250-418561; Samples 3 to 17 were obtained from Dr. W, K. 
Ruegamer, U. D. Register, Dr, C. A. Elvelijem, Dr. A. R. Robblee, C. A. Nichol, 
Dr. W. W. Cravens, J. J. Betheil, and Dr. H. A. Lardy of this department; Sample 6 
was a relatively crude preparation high in solids; Sample 14 was a relatively purified 
preparation low in solids. 

t The “citrovorum unit” was designated as the amount of substance requireti per 
ml. to give one-half maximal acid production in 72 hours by Leuconostoc citrovorum 
8081 when grown on Basal Medium VI (Table I). 

a medium containing 0.005 7 per ml. of a crude concentrate of folic acid. 
( 2 )j but that the organism failed to grow when the concentrate was replaced 
by cr stalline folic acid ( 3 ). 

A series of preparations from liver ranged in activity from 2140 to 41,900 
citrovorum units per ml or gm. (Table II). Most of these were commercial 
products or experimental samples prepared as concentrates of the anti- 
pemicious anemia principle. All of the preparations which were active 
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clinically were also active in promoting the growth of Leuconostoc citrovorum. 
Quantitatively, however, there was a fairly wide discrepancy between the 
potencies of the various preparations for the growth of Leuconostoc citro- 
voTum and their reputed effectiveness for pernicious anemia patients. The 
most active preparation for the organism was a sample of the liver concen- 
trate, reticulogen, which had been treated with hog kidney enzymes for 24 
hours at pH 4.5 in a citrate-phosphate buffer. This treatment is effective 
in the release of folic acid from its conjugate (4). This preparation con- 
tained 41,900 citrovorum units per ml. (Table II, Sample 1), whereas an 
unhydrolyzed aliquot of the same preparation, reticulogen (Table II, 
Sample 2), contained 40,000 citrovorum units per ml. The hydrolytic 
procedure therefore failed to increase the activity of the preparation by 
more than 5 per cent. Since Sample 2 contained 20 U. S. P. (clinical) 
units of the antipernicious anemia factor and 40,000 citrovorum units per 
ml., 1 IT. S. P. unit of this preparation contained 2000 citrovorum units. 
Essentially the same relationship was observed in a second reticulogen 
preparation, Sample 3, and in liver extracts Samples 4 and 5, in which 15 
U. S. P. units per ml. were equivalent to 34,000 and 32,000 citrovorum units 
respectively (Table II). However, two other preparations from liver con- 
taining 15 U. S. P. units per ml. (Samples 13 and 7) were found to contain 
only 7880 and 19,200 citrovorum units per ml. The most active preparation 
for the organism in relation to reputed clinical potency was a crude prepara- 
tion relatively high in solids in which 2 U. S. P. units corresponded to 20,200 
citrovorum units (Table II, Sample 6), a ratio of 1:10,100. On the other 
hand, a highly purified preparation low in solids, Sample 14, which was 
reputed to contain 20 U. S. P. units per ml., was found to contain only 
6700 citrovorum units per ml., a ratio of only 1:335. The ratio of clinical 
to microbiological response for all the samples was thus found to vary over 
a 30-fold range. This result is suggestive of the experience of Rickes and 
associates (5) with Lactobacillus lactis Dorner, in which the ratios of clinical 
to microbiological potencies of products containing 15 U. S. P. units per ml. 
varied over a 12-fold range. 

Since the extracts consisted largely of crude materials, several possi- 
bilities are suggested: (a) that related compounds were present in prepara- 
tions such as Sample 13 or 14, which were active clinically but were inactive 
microbiologically; (b) that part of the active principle occurred in a bound 
form not available to the microorganism and not released by hog kidney 
enzymes; or (c) that more than one factor is needed by the organism. A 
lack of precision in the results of clinical assays could also have been partly 
responsible for the discrepancies between the two types of biological re- 
sponses. Incidentally, in the assay of representative liver preparations 
results essentially similar to the values obtained titrimetrically were also 
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obtained with turbidimetric measurements after 10 to 15 hours. In the 
assay of folic acid for citrovorum imits, however, turbidimetric assays 
yielded a value of zero, due to the delay in the growth response. 


Tablk III 

Growth of Leuconostoc citrovorum 8081 on Medium VI Fortified wUh Vario)i.r Fii.biilanccs 


Sample No. 

Substance added* 

Ciimvorum units 

IS 

Fish solubles (80% ethyl alcohol extract) per ml. 

179 

19 

“ (BuOH-soluble) per ml. 

137 

20 

“ pH 3) perm!. 

132 

21 

“ “ (BuOH-insoluble) perml. 

24 

22 

H ti ^ ti ^ it a 

29 

23 

‘‘ “ (BuOH-soluble, pH 10) per ml. 

16 

24 

a “ 7 ) 

16 

25 

Yeast extract (Difeo) per gm. 

4720 

26 

Bacto-peptone ** “ 

3240 

27 

Rice-bran concentrate (Vitab) per gm. 

G25 

28 

Folic acid (at 1 y per ml . medium) per mg. 

480 


it ic a i( 

1540 

29 

Formyl folic acid (at 4 y per ml. medium) per mg. i 

470 

30 I 

Milk (pasteurized) per ml. 

Very slight 

31 

Thymine (at 10-300 y per ml. medium) 

Inactive 

32 ! 

Xanthopterin (at 2-60 y per ml. medium) 

n 

33 

Leucopterin (” 2-60 “ “ ) 

it 

34 

Yeast extract 

a 

35 

Thymine desoxyriboside (at 0.4 y per ml. medium) per 
mg. 

2720 


* Samples 18 to 24 were obtained from Dr. A. R. Robblee, C. A. Nicbol, Dr. W. W. 
Cravens, and Dr. C. A. Elvehjem of this department. The preparation of these 
samples and their activities in chickens have been published (6, 7), or described in. a 
thesis entitled '^Studies on unidentified chick growth factors,” .Dr, A. R. Robblcc, 
University of Wisconsin (1948). Sample 29 was obtained from J, J. Betheil and Dr. 
H. A. Lardy, Sample 31 from H. P. Broquist and Dr. E. E. Snell, Sample 32 from B. 
H. Olson and Dr. W. H. Peterson, Sample 33 from Dr. A, R. Robblee, C. A, Nicliol, 
Dr. W. W, Cravens, and Dr. C. A. Elvehjem, Sample 34 (8) from W, L. Williams and 
Dr. E. E. SnelU and Sample 35 from Dr. E. E. Snell. 

Chick Factors — Robblee and associates (6, 7) have found that a factor 
in certain crude materials is needed for the optimal growth of chicks fed all 
of the known vitamins available in pure crystalline form. The active prin- 
ciple is present in concentrates of fish solubles and in certain liver prepara- 
tions^ including reticulogen. Assays of various preparations from fish 
solubles, obtained from Messrs. Robblee, Nichol, and Elvehjem of this 
department, indicated that most of the preparations were only slightly or 
moderately active for Leuconostoc citrovorum (Table III). A preparation 
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insoluble in butyl alcohol^ Sample 21, which was very active in the chick, ^ 
contained only 24 citrovorum units per ml.; on the other hand, Sample 19, 
a fraction soluble in butyl alcohol, contained 137 units per ml. for the 
organism, but was inactive for the chicken.^ Thus it would appear that 
the factors responsible for the respective responses in the two species are 
not identical. This is also suggested by the quantitative responses of the 
tw’o species to the liver extracts Samples 5 and 13, respectively; the former 
was inactive in the chick assay although it proved to be one of the most 
potent concentrates of the citrovorum factor thus far encountered. On the 
other hand, Sample 13, which was very active in the chicken,^ was only 
one-fourth as active as Sample 5 for the microorganism. 

The factor required by Leuconostoc citrovorum appears to be different 
from the unknown principle required by a special strain of Lactobacillus 
bulgaricus (8). A preparation from yeast^ that was very active for the 
latter organism® proved to be inactive for L. citrovorum. Furthermore, the 
factor required by L. citrovorum did' not appear to coincide with the prin- 
ciple required for the optimal growth of hyperthyroid rats (9) as indicated 
in preliminary assays. Sample 13, which was highly active in the rat/ 
contained only 7880 citrovorum units per ml. as contrasted to Preparation 
5, which was relatively inactive in the rat^ but contained 32,000 citrovorum 
units per ml. (Table II). 

Crude materials which stimulated the growth of Leuconostoc citrovorum 
included yeast extract, Bacto-peptone, and a rice-bran concentrate (Vitab), 
while milk contained very slight activity. Formyl folic acid® proved some- 
what less active than folic acid itself, whereas xanthopterin, leucopterin, 
and thymine, when added at levels of 2 to 60 7 per ml., 2 to 60 7 per ml., 
and 10 to 300 7 per ml., respectively, were inactive for Leuconostoc citro- 
vorum. 

A sample of thymine desoxyriboside^ stimulated the initial growth of 
Leuconostoc citrovorum 8081 in concentrations up to 0.6 7 per ml., but a 
further increase in the concentration of the riboside up to 2.0 7 per ml. failed 
to increase turbidity further. The maximal turbidity reached in 16 hours 
by the cultures containing the riboside was less than one-fourth that reached 
by cultures containing reticulogen. An intermediate concentration of the 
thymidine, 0.1 7 per ml., stimulated growth equivalent to that observed 
when 0.01 microliter of reticulogen was present per ml. If the latter re- 

1 Personal comiimnication with A. R. Robblee, C. A. Nichol, W. W. Cravens, and 
C. A. Elvehjem. 

^ We are indebted to W. L. Williams and E. E. Snell for this preparation. 

® Personal communication with W. L. Williams and E. E. Snell. 

4 Personal communication with U. D. Register, W. R. Ruegamer, and C. A. 
Elvehjem; 

s Obtained from J. J. Betheil and H. A. Lardy, 
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spoEse were due only to thymidine, this would indicate a thymidine content 
of 10 per cent in the solids of reticulogen. 

A similar result was obtained when the relative activities were based on 
the production of acid after 72 hours. But whereas increasing concern 
trations of reticulogen resulted in marked increases in the amounts of acid 
produced, further increases in the concentration of thymidine stimulated 
further acid production only slightly, with the result that the amounts of 
acid produced by cultures containing 1.0 7 of thymidine per ml. corre- 
sponded to an apparent thymidine concentration of 23 per cent in the solids 
of the liver concentrate. Thus, since the response of Leuconostoc citrovorum 
8081 to thymidine differed qualitatively from that to the liver concentrate, 
it was concluded that some other active agent or agents must have been 
present in the latter preparation. 

DISCUSSION 

The fact that a 30-fold variation was encountered between U. S. P. units 
of the antipernicious anemia factor and the citrovonm units found in various 
preparations of liver might suggest that there is no relationship whatever 
between the antipernicious anemia principle and the factor or factors stim- 
ulating the growth of Leuconostoc citrovorum. However, when Lacto- 
bacillus lactis Dorner was used as the assay organism for products containing 
15 U. S. P. units of the antipernicious anemia factor per ml., the ratios of 
clinical to microbiological units varied over a 12-fold range (5). Never- 
theless, this organism was used successfully as an aid in the isolation of 
vitamin B 12 . Analyses with L, citrovoru7n of Samples 4, 5, 7, and 13 (Table 
II), preparations containing 15 U, S. P. units per ml., indicated that the 
ratio of clinical to citrovorum units varied over only about a 4-fold range. 
Thus it is possible that L. citrovorum may prove to be superior to Lacto- 
bacillus lactis Dorner as an assay organism for the antipernicious anemia 
factor, although this cannot be determined until the details for the use of 
the latter organism are revealed. In any event, an exact correlation be- 
tween the results of microbiological methods and those of clinical assays 
should not be expected, in view of the variations inherent in clinical 
responses. 

Another reason for suspecting a metabolic connection between Lemon- 
ostoc citrovorum and pernicious anemia patients is the peculiar partial re- 
sponse of both to high levels of folic acid. High levels of this vitamin pro- 
duce a partial remission of the symptoms of the disease without, however, 
curing all the symptoms benefited by crude concentrates from liver ( 10 , 11 ). 
Similarly, high amounts of folic acid stimulate the growth of Leuconostoc 
citrovorum but in a delayed maimer, qualitatively different from that 
observed with the best preparations from liver. One might, therefore, 
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postulate a similarity in structure between folic acid and the natural agents 
active in the organism and the pernicious anemia patient. Another possi- 
bility is that folic acid is necessary for the synthesis of the unloiown prin- 
ciples. 


SUMMARY 

1. Leuconostoc citrovorum 8081 failed to grow on a synthetic medium 
adequate for the growth of Leuconostoc mesenteroides P-60 and other com- 
mon assay organisms. Growth was rapid in the presence of certain con- 
centrates from liver, peptone, or yeast extract. 

2. All liver preparations known to be active against pernicious anemia 
were also active for Leuconostoc citrovorum, but a 30-fold variation was 
found between preparations in the ratios of microbiological activity to 
reputed clinical potency. 

3. The factor required by Leuconostoc citrovorum did not appear to be 
identical mth the factor in fish solubles required by the chick, with the 
factor in liver required for the optimal growth of hyperthyroid rats, nor 
with the factor in 3 ^east required by a strain of Lactobacillus hulgaricus. 

4. High amounts of folic acid stimulated maximal acid production by 
Leuconostoc citrovorum, provided the culture was incubated for 72 hours. 
Qualitatively, however, the growth of the organism was much slower in 
the presence of high amounts of folic acid than when small amounts of liver 
preparations were present in the medium. 
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CORRECTIONS OF PUBLISHED ELECTROPHORETIC 
MOBILITIES OF ADRENOCORTICOTROPIC AND 
PARATHYROID HORMONES 

By ALFRED E. WILHELMI and GEORGE SAYERS 

(From the Deparirnent of Physiological Chemistry, Yale University, New Haven, 
and the Department of Pharmacology, University of Utah 
School of Medicine, Salt Lake City) 

(Received for publication, July 8, 1948) 

A recent check-up of the electrophoresis apparatus in use at the Labora- 
tory of Physiological Chemistry at Yale has revealed that the milliammeter 
of the power supply is shunted, so that the actual current delivered by the 
power supply is 3.4 times the current indicated on the meter. Since the 
direct milliammeter readings ivere used in the calculations of electrophoretic 
mobilities of the adrenocorticotropic hormone, published by Sayers, White, 
and Long (1), and of the components of the parathyroid hormone prepara- 
tion described by L’Heureux, Tepperman, and Wilhelmi (2), the values 
obtained weie all too high by a factor of 3.4. The corrected values are 
briefly summarized as follows: 

For adrenocorticotropic hormone (1): 

Acetate buffer, ionic strength 0.1, pH 3.26 = -1-7.1 X cm.® volt™^ sec.“^ 

Q 13^ 4 13 ^ ^.2.5 X 10-*® ‘‘ “ 

Phosphate “ 0.2, 6.37 == -7.1 X lO"*® 

'' 0.2, 7.95 = -8.3 X 10-® “ 

For parathyroid hormone (2), in acetate buffer, ionic strength 0.1, pH 
3.50; fast component = +8.8 X 10~® cm.^ volt~^ sec.”*^; slow' component = 
+6.8 X cm,^ volt~^ sec.~L 

If one makes allowance for the differences in ionic strengths of the buffers 
used by the two groups of investigators, the corrected values for the electro- 
phoretic mobilites of adrenocorticotropic hormone reported by Sayers ei aL 
are now in substantial agreement with those reported by Li, Evans, and 
Simpson (3). 

The authors apologize for their lack of complete understanding of their 
instrument. They hope that the foregoing corrections may help to avoid 
misunderstanding and confusion. 

SUMMARY 

The values for the electrophoretic mobilities of the adrenocorticotropic 
hormone published by Sayers et aL and for those of a parathyroid hormone 
preparation published by L^Heureux ei aL have been found to be too large 
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by a factor of 3*4. When this correction is applied to the mobilities of the 
adrenocorticotropic hormone, the new values are seen to be in substantial 
agreement with those reported for this hormone by Li, Evans, and Sinipson^ 
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PREPARATION AND SOME PROPERTIES OF HYALURONIC 
ACID FROM UMBILICAL CORD OF THE PIG*'' 

By ARCHIE E, FOLLETTt 

(From the IVorcester Foundation for Experimental Biology, Shrewsbury, 
Massachusetts) 

(Received for publication, June 12, 1948) 

Within the last 13 years hyaluronic acid has been isolated from a variety 
of sources (1): umbilical cord, vitreous humor, synovial fluid, tumors, and 
hemolytic streptococci. These mucopolysaccharides all have essentially 
the same chemical composition, equimolecular portions of acetylglu- 
cosamine and glucuronic acid, but vary greatly in viscosity. Hyaluronic 
acid was first isolated by Meyer and Palmer (2) in 1934 from bovine 
vitreous humor. Human umbilical cord was shown by them (3) to be a 
rich source of hyaluronic acid. Recently Hadidian and Pirie (4) have pre- 
pared from this same source a product more viscous than any hitherto 
obtained. However, the unbilical cord of no species other than the human 
has yet been investigated as a source of hyaluronic acid. It was the purpose 
of this work to investigate pig umbilical cord as a source and examine the 
properties of the hyaluronic acid derived. 

EXPEKIMENTAL 

Fractionation — ^Fresh frozen pig umbilical cords were used as the starting 
material in this work. In previous work, human umbilical cords were 
stored in acetone 1 to 6 weeks before processing. In this work, the effect 
of this acetone storage on the extraction procedures was studied by extract- 
ing a portion of fresh frozen pig umbilical cords as received, while a second 
portion was set aside in acetone for 6 wrecks before the extraction of hyal- 
uronic acid. The method of extracting hyaluronic acid was essentially the 
fractionation technique described by Hadidian and Pirie (4). The um- 
bilical cords were cut up and extracted with w^-ater and the residue was 
ground and extracted with 0.1 m sodium chloride. At this point in the pro- 
cedure an innovation was introduced; the residue from the sodium chloride 
treatment was extracted with boiling water. The residue ^vas suspended in 
0.01 M hydrochloric acid (the pPI readjusted to 2 when necessary) and 

This investigation was aided by a grant from the L. Farber Company of Worces- 
ter, Massachusetts, Pig umbilical cords were obtained through the courtesy of 
G. D. Searle and Company, Chicago, Illinois. 

t Present address, Research Department, Phillips Petroleum Company, Phillips, 
Texas. 
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digested at 37^' with pepsin, followed trypsin at pH 7.G. Hyaluronic; 
acid was precipitated from the respective fluids in the following iBaniior: 
Hydrochloric acid Avas added and formed a clot'” wliicli Avas re™ 

moAud; hj- volumes of ethanol were added to the acid fluid and the piucipi- 
tate remoAmd; solid ammonium sulfate AAms added to the alcoholic super- 
natant fluid AAuth Augorous mechanical agitation, and on standing the system, 
separated into two layers AAuth hyaluronic acid appearing at the interface. 
A precipitate AA^as not always obtained at each step in the procedure. 

In this manner, both the fresh frozen pig umbilical cords and the acetone- 
stored cords were extracted. For purposes of comparison, human um- 
bilical cords (acetone-stored) Avere extracted according to the above pro- 
cedure. Supplementary work Avas done with pig cords by grinding fresh 
frozen material, and the entire mass incubated Avith pepsin at 37°, followed 
by trypsin. This digested fluid was put through the acid-alcohol-am- 
monium sulfate fractionation. 

Purificaiion — The mucin clots were partially fractionated by precipi- 
tation with alcoholic potassium acetate from alkaline solution, as in 
McClean’s (5) procedure, or incubation with pepsin and trypsin, the diges- 
tion procedure being more satisfactory usually. 

Several of the preparations referred to in Table I were made by removing 
the protein by shaking with a mixture of 1 part chloroform and 2 parts amyl 
alcohol (volume per volume) according to the Sevag technique (6). The 
hyaluronic acid Avas precipitated from acid solution by 'T| volumes of 
ethanol, then suspended in a smaller volume of water and dialyzed. 

Chemical Analyses — The nitrogen content w’-as determined by the micro- 
Kjeldahl procedure. The acetyl content was measured by hydrolyzing a 
1 ml. sample in 2.5 n H2SO4 at 100° for 75 minutes, steam-distilling in the 
apparatus described by Markham (7), and titrating the distillate Avith n/75 
NaOH . The glucosamine determinations Avere made by the method of Elson 
and Morgan (8) on material that had been hydrolyzed for 6 to 8 hours in 5 
N HCl at 100° and then evaporated to dryness in a vacuum desiccator over 
a moistened caustic. All of these analyses Avere made on aliquots of 
dialyzed solutions whose concentration had been determined by drying at 
100° for 2 hours and cooled in a desiccator. The values refer to the free 
acid and not to a salt. 

Viscosity Measurements — ^Viscosity measurements were made in an 
Ostwald viscosimeter with a capillary 9 cm. long and having a flow time of 
about 30 seconds for 4 ml. of distilled water. This volume Avas used in all 
the experiments reported, and all the measurements Avere made at 25°. 
The standard salt concentrations used throughout Avere 0.05 m NaCl and 
0.05 M phosphate buffer at pH 7.0. This concentration of salt and buffer 
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Table I 

Analyses oj Mucopolysaccharides Isolated from Umbilical Cord 


Extraction 

Sample 

No. 

Treatment 

Nitro- 

gen 

Glucos- 

amine 

Acetyl 

Relative 

viscos- 

ity 

Half 

time 

A. Pig (fresh frozen) 




per cent 

per cent 

per cent 


sec. 

0.1 M NaCl 

1 

Interfacial 

12.1 



1.01 


Hot water 

2 

CC 

5.8 



1.02 


Pepsin-trypsin 

3 

Portion, 1.33 vois. ethanol 

5.5 

20.0 

6.6 

1.04 


digest 








a c: 

4 

Bulk, 1.33 vols. ethanol 

5.3 


7.9 

1.06 


CC 

5 

Samples 3 and 4 combined, 

3.5 

31.4 

7.7 

l.OS 




Sevag purification 






Mucin clots 

6 

Alcoholic potassium ace- 

3.7 

23.4 

6.6 

1.03 




tate purification 






ec £c 

7 

Sample 6, Sevag purifica- 

3.1 

34.6 

7.9 

1.03 




tion 







Yield : gross, 13 .2% ; corrected to 3.6% N, 5.4% 


B. Pig (fresh frozen; acetone-stored) 


0,1m NaCl 

10 

Mucin clot, alcoholic CHs- 

6.6 



1.03 




COOK purification 






0.1 “ 

11 

1.33 vols. ethanol 

5.2 

31.5 

8.1 

1.31 

760 

0.1 “ ‘‘ 

12 

Sample 11, Sevag purifi- 

3.2 

37.9 

10.2 

1.38 

482 



cation 






0.1 “ 

13 

Interfacial 

9.5 



1.03 


Hot water 

14 

digested, 1.33 
vols. ethanol 

3,5 

34.9 

8.5 

1.15 

920 

Pepsin-trypsin 

15 

Mucin clot 

10.6 



1.01 


digest 








a Si 

16 

1.33 vols. ethanol 

5.4 ^ 

34.1 

6.5 

1.07 


sc IS 

17 

Sample 16, Sevag purifi- 

3.2 

31.3 

9.0 

1.08 




cation 







Yield: gross, 5.3% ; corrected to 3.6% N, 3.3 % 


C. Pig (fresh frozen) 


Pepsin-trypsin 

digest 

20 

1.33 vois. ethanol 

5.6 

30.6 

8.1 

1.17 


ss ss 

21 

Sample 20, Sevag purifica- 
tion 

3.6 

29.0 

7.8 

1.16 

967 


Yield: gross, 10.0%; corrected to 3.6% N, 6.6% 
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Table I — Concluded 











Extraction 

Sample 

No. 

Treatment 

Nitro- 

gen 

Glucos- 

amine 

Acetyl 

Relative 

viscos- 

ity 

Half 

time 


D, Human (acetone-stored) • 





per cent 

per cent 

per cent 


sec. 

Initial water 

30 

Interfacial ! 

3.2 





0.1 M NaCl 

31 


3.3 

30.8 

10.2 

1.53 

285 

0.1 

32 

Sample 31, Sevag purifica- 

3.0 

41.8 

11.4 

1.49 

206 



tion 






Hot water 

33 

Interfacial 

14.8 



1.02 


Initial water 

34 

1.33 vols. ethanol 

5.0 



1.59 


a ic 

35 

Sample 34, Sevag purifica- 

3.4 

43.0 

8.6 

1.51 

293 



tion 






Initial water, 

36 

Mucin clots digested, HCl 

2.6 

11.2 

5.0 

1.03 


0.1 M NaCl, 
hot water 

combined 


ppt. 






a « 

37 

Mucin clots digested, 1.33 

4.0 

35.8 

7.7 

1.23 

1244 



vols. ethanol 






a iC 

38 

Sample 37, Sevag purifica- 

3.4 

34.4 

9.2 

1.20 

735 



tion 






0.1 M NaCl, hot 

39 

1.33 vols. ethanol 

3.1 



1.93 


water com- 
bined 








u 

40 

Sample 39, Sevag purifica- 

2.8 

41.7 

11.2 

1.87 

146 



tion 







Yield: gross, 1.9%; corrected to 3.6% N, 4.4% 


was used, since it was the one found by Hadidian and Pirie (9) to give 
optimum results. The term “relative viscosity’’ refers to the ratio of flow 
time of the test solution to the flow time of a solution with the same salt 
concentration. For measuring the relative viscosity of hyaluronic acid 
preparations a standard concentration of 0.3 gm. per liter was adopted. 

The rate at which hyaluronic acid preparations lost viscosity with bull 
testis hyaluronidase was measured by incubation at 25^^ with the enzyme in 
the standard ionic environment. The time required for the viscosity to 
fall half way from the initial to the presumed final value was taken as a 
measure of the rate of enzyme action. Half time measurements are 
customary in studies of this enzyme. Partially purified bull testis enzyme 
(Schering) was used in all of these experiments at a concentration of 50 7 
in 4 ml of test solution. 

Preparation of Inhibitors 

Nitration — A few hyaluronic acid preparations were nitrated to test their 
inhibition of hyaluronidase hydrolysis of hyaluronic acid. The nitration 
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procedure used was that described by Hadidian and Pirie (9). Both the 
acid-insoluble and the acid-soluble portions were tested for their inhibitory 
effect at a concentration of 0.03 gm. per liter. The nitrogen content was 
determined by the micro-Kjeldahl method modified to include the nitrogen 
of nitrates. 

Acetylation — Preparations from pig cord were acetylated to study their 
inhibitory effect on the hyaluronidase-hyaluronic acid system. The 
acetylation procedures used were the two described by Hadidian and 
Pirie (9). In the sulfuric acid method acetylation was allowed to proceed 
for 30 to 45 minutes at 27°. Acetylation -was continued for 2 hours at 20° 
with the pyridine method. The acetyl content was determined by the 
method used above for hyaluronic acid preparations and included both 
0-acetyl and N-acetyl. 


Results 

Umbilical Cord — Pig umbilical cord proved to be a rich source of hyal- 
uronic acid, nearly as rich as human cord. The yield of hyaluronic acid 
obtained from acetone-stored material was 3.3 per cent of the dry weight of 
the pig cord as compared with 4.4 per cent for human cord (these values 
corrected to 3.6 per cent nitrogen). 

The most striking difference obseiwed (Table I) for the series of pig cord 
preparations was in the relative viscosity; all fresh pig cord preparations 
were very low in viscosity, whereas one product in particular from defatted 
pig cord (Sample 12) with a relative viscosity of 2.3, calculated to a con- 
centration of 1 gm. per liter, compared very favorably with the better 
preparations from various sources reported by other investigators. A 
compilation of these has been made by Hadidian and Pirie (4). The values 
for the chemical constituents of preparations from fresh frozen cords were 
lower than those from defatted cords. It was also noted that for pig cord 
in general the viscous preparations contained 8.5 to 10.2 per cent acetyl, 
but preparations made by enzymic digestion of residues had lower acetyl 
contents, as low as 6.5 per cent. There was a comparable deficiency in the 
glucosamine content. Viscous products contained 35 to 38 per cent, 
whereas the non-viscous had less than 35 per cent. The nitrogen values 
were in the range of 3.1 to 3.5 per cent. 

The fresh frozen pig cords which were ground and subjected to pepsin- 
trypsin digestion without prior treatment produced the highest yield of 
hyaluronic acid. Since no fractionation was involved in this procedure, 
the relative viscosity and acetyl and glucosamine values were midway 
between those for the viscous and non-viscous preparations obtained previ- 
ously. This was, of necessity, anticipated, as this preparation represented 
the average of the heterogeneous hyaluronic acid fractions present. As has 
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been observed in previous work precipitating hyaluronic acid, the pepsin - 
trypsin digestion solution yielded no mucin clot with concentrated ITCl and 
no interfacial material separated, but the precipitate was obtained with 
alcohoL This crude material was not excessively contaminated Avitli 
protein ; the nitrogen content Avas 5.6 per cent which dropped to 3.6 per cent 
on purification by the Sevag technique foIloAved by dialysis. The half time 
of 957 seconds for Sample 21 was about what Avould be expected from a 
preparation having a relative viscosity of L15, 

Inhibitors — Three pig cord products, Samples 5, 12, 21, AAure nitrated; 
both the acid-insoluble and the acid-soluble fractions Avere tested for their 
inhibiting effect on the liyaluronidase-hyaluronic acid system. Sample 5 
was non-viscous, Sample 12 the most viscous pig product, and Sample 21 


Table II 


InhibitorSj Nitrated and Acetylated 

In these experiments the inhibitor was measured at a final concentration of 0.03 
gm. per liter. The half time was found in the usual manner, and the amount of 
inhibition given in the right-hand column was derived by dividing the half time found 
in the presence of the inhibitor by that found in the control experiment with the 
enzyme and substrate alone. 


Description of inhibitor 


Inhibition 


Sample 5. Nitrated, acid-insoluble 

12 . '' 

Samples 5, 12. Nitrated separately, acid-soluble fractions com- 
bined 

Sample 21. Nitrated, acid-insoluble, 5.9% N 

** 21. “ acid-soluble, 4.7% N. 

‘‘ 21. Acetylated, sulfuric acid method, 18.2% acetyl 

21. pyridine method, 18.4% acetyl 


2.1 

1.6 

4.8 

1.5 

2.1 

1.3 

1.2 


intermediate. The acid-soluble fractions of Samples 5 and 12 were com- 
bined before measuring their inhibition. This was done because of the 
similarity in the inhibition given by their acid-insolubic products. The 
values obtained for all of the inhibitors with a brief description of the 
derivation of each are given in Table II. The acid-soluble products Avere 
found to be better inhibitors than the acid-insoluble fractions. Of these 
nitrated products, the one derived from the non-viscous preparation gave 
the greatest inhibition. Nitrogen analyses (modified micro-Kjeldahl) 
made on the nitrated products from Sample 21 indicated that the acid- 
insoluble material Avas nitrated to the extent of one — ^N02 group, and the 
acid-soluble one-half an — NO 2 group. The inhibition found for these 
nitrated pig cord preparations was of about the same order of magnitude as 
that reported by Hadidian and Pirie (9) for their inhibitors made from 
human cord products. 
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One hyaluronic acid preparation from pig cord was acetylated by both 
the sulfuric acid catalyst method and the pyridine method ; by each method 
the resulting product contained about 18 per cent acetyl. Acetylated 
products were found to be poorer inhibitors than the nitrated acid-soluble 
products. 


DISCUSSION 

Hyaluronic acid can be extracted from pig cord and purified by the same 
methods that have been used for human umbilical cord. The products pre- 
pared from pig cord contained practically the same proportion of nitrogen, 
acetyl, and glucosamine as preparations from human cord. The general 
trend in the physical and chemical properties noted by Hadidian and Pirie 
(4) for human cord preparations was found here to be the same for pig cord; 
f.e., mucin clots had the lowest viscosity with material from pepsin-trypsin- 
digested extracts intermediate between those and the viscous products, and 
the non-viscous preparations contained less than the theoretical percentage 
of both acetyl and glucosamine. Preparations of hyaluronic acid from pig 
cord were hydrolyzed by the enz^T-me hyaluronidase (testis). Nitrated and 
acetylated pig preparations were found to inhibit the h^^aluronidase-hyal- 
uronic acid system to the same extent as inhibitors made from human cord. 

In comparing the physical and chemical properties of hyaluronic acid 
preparations from pig umbilical cord with those from human cord, the most 
obvious difference was found in the relative viscosity; the human cord 
products were appreciably more viscous. However, the half time of 
products from both sources was found to be inversely proportional to the 
relative viscosity. The acetyl and glucosamine content of human prepa- 
rations ranged, in general, higher than in pig preparations. These differ- 
ences in properties observed may be attributable to a species difference. 

The quality of pig cord preparations extracted was enhanced by acetone 
storage prior to processing for hyaluronic acid. Apparently a protein de- 
naturation process was involved which decreased the solubility of the 
proteins since the crude products from the fresh frozen pig cords wei'e con- 
taminated with protein to a far greater extent than those from the defatted 
pig cords. The innovation of adding a boiling water treatment to the 
residue from the 0.1 m NaCl extraction in the procedure Avas of no particular 
efficacy. A substantial amount of protein was extracted by boiling AA^'ater 
along Avith a small amount of hyaluronic acid. 

SUMMARY 

Pig umbilical cord was found to be nearly as rich a source of hyaluronic 
acid as human umbilical cord. The products derived from pig cord con- 
tained approximately the same proportion of nitrogen, acetyl, and glu- 
cosamine as human cord products and were also hydrolyzed by the enzyme 
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hyaluronidase. Hyaluronic acid preparations from pig cord were nitrated 
and acetylated in the same manner, and inhibited the liyaluronidase- 
hyaluronic acid system to about the same extent as similar inhibitors made 
from human cord preparations. In comparing the hyaluronic acid prepa- 
rations from pig umbilical cord with those from human cord, the essential 
difference was in the relative viscosity. The pig cord products w’ere 
appreciably less viscous. 

Acetone storage of pig cords prior to processing enhanced the quality of 
the hyaluronic acid obtained and simplified the extraction and purification 
procedures, although the introduction of a boiling water treatment into the 
extraction procedure offered no particular advantage. 

BIBLIOGRAPHY 

1. Meyer, K., Physiol. Rev., 27, 335 (1947). 

2. Meyer, K., and Palmer, J. W., J. Biol, Chem., 107, 629 (1934). 

3. Meyer, K., and Palmer, J. W., J. Biol. Chem., 114, 689 (1936). 

4. Hadidian, Z., and Pirie, N. W., Biochcm. J., 42, 260 (1948). 

5. McClean, D., Biochem. J., 37, 169 (1943). 

6. Sevag, M. G., Biochem. Z., 273, 419 (1934). 

7. Markham, R., Biochem. J., 36, 790 (1942). 

8. Elson, L. A., and Morgan, W. T. J., Biochem,. J., 27, 1824 (1033). 

9. Hadidian, Z., and Pirie, N. W., Biochem. J., 42, 266 (1948). 



CHEMISTRY OF THE CHICK EMBRYO 
VI. ACCUMULATION OF DIPHOSPHOPYRIDINE NUCLEOTIDE* 

By MILTON LEVY and NELSON F. YOUNGf 

{From the Department of Chemistry^ New York University College of Medicine^ 

New York) 

(Received for publication, June 22, 1948) 

Despite voluminous literature describing the chemical changes which 
accompany development of the chick embryo, there are few quantitative 
data on the occurrence of respiratory and glycolytic enzymes and co- 
enzymes. Since these catalysts are concerned with reactions which may be 
available for the processes of growth and differentiation, more knowledge 
of their activities during the incubation period is desirable. 

The functional existence, in early chick embryos, of DPN and of a gly- 
colytic system requiring DPN (diphosphopyridine nucleotide, coenzyme I) 
has been denied by Needham and Lehmann (10). However, Meyerhof 
and Perdigan (8) were able to demonstrate phosphorylative glycolysis and 
DPN activity in 4 to 9 day chick embryos. Novikoff, Potter, and LePage 
(11) extended these observations to the estimation of the amounts of typical 
intermediates in 3 to 10 day embryos, the demonstration of phosphoryla- 
tive glycolysis in extracts, and the existence of significant quantities of 
DPN in extracts. None of the data is sufficiently extensive for the evalua- 
tion of the accumulation rate of DPN in the developing chick. The present 
report presents the results of the estimation of DPN in about 250 chick em- 
bryos ranging in age from 2 to 19 days. 

EXPERIMENTAL 

Test System — The method of Myrback (9) was selected as the most suit- 
able for this study. Dried brewers’ yeast, after being washed with water, 
in the presence of hexose diphosphate, glucose, manganese, and phosphate 
ions produces carbon dioxide only if DPN is also present. The rate of 
carbon dioxide production is strictly proportional to the DPN concentra- 
tion over a considerable range. This method is both specific and sensitive 
and the rate of reaction is conveniently followed in standard Barcroft- 
Warburg respirometers. The test system adopted for use in the present 
work was as follows: 300 mg. of apozymase (washed yeast preparation); 
0.3 cc. of 10 per cent sodium hexose diphosphate; 0.2 cc. of 20 per cent glu- 
cose; 0.1 cc. of 16 per cent MnCl2*6H20; 1.5 cc. of 0.10 m phosphate, pH 

* Aided by a grant from the Ella Sachs Plotz Foundation. 
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6.5; 0.9 cc. of DPN solution in 0.1 m phosphate, pH 6.5; gas phase, air; 
temperature, 30^; fluid volume, 3.0 cc. 

The apoz 3 Uiiase was prepared from ''2040'^ dried brewers' yeast (Fleiscli» 
maim) by the method of Kensler, Dexter, and Rhoads (4). Drying was 
effected by vacuum distillation of the water from the sheU“fro 2 :eii yeast 
suspension. The dried apozymase was found to be stable for several 
months if kept dry and cold. 

Hexose diphosphate was prepared by the method outlined by Robinson 
and Morgan (13). 

DPN Avas prepared by the method of Williamson and Green (15). Our 
preparation was compared in the test system with two samples of DPN 
obtained from different sources and of different but known purities. The 
purity of our sample as indicated by these experiments A?as 80 per cent. 
Both pentose determinations (7) and phosphorus determinations (1) were 
consistent AAuth 81 per cent purity. AlloAvance Avas made for 80 per cent 
purity in the calculations. 

Under the conditions of our experiments the extra carbon dioxide pro- 
duced per hour aa^s proportional to the DPN added in the range of 0 to 
15 7 . All determinations Avere done in this range. Our apozymase and 
DPN gave 65 per cent of the carbon dioxide production rate observed by 
Meyerhof and Perdigan (8) per microgram of DPN. It remained un- 
changed throughout the experimental period. 

Embryological Material — Fertile eggs, from Rhode Island red hens, col- 
lected in trap nests and received in 2 dozen lots within 48 hours of laying 
were incubated in a commercial incubator at 38.5*^ and 50 to 60 per cent 
relative humidity. The eggs were rotated tAvice daily and removed for 
analysis in groups of four. 

Preparation of Tissues — The grinding of animal tissues liberates a heat- 
labile system Avhich rapidly destroys DPN. In minces of chick embryo 
tissues this inactivation (8) proceeds rapidly even at temperatures just 
aboA^e freezing. Since the enzyme system responsible for this inactivation 
is destroyed by heating at 80° (3), the following procedure for reducing the 
embryos to a homogeneous suspension was adopted. The embryos Avere 
removed from the egg and freed from extraembryonic membranes. After 
superficial drying and accurate weighing, the smaller embryos (3 to 1000 
mg.) Avere dropped Avhole into 20 volumes of 0.1 m phosphate buffer, pH 
6.5, and heated for 5 minutes at 80°. They were then cooled rapidly in a 
cold water bath and ground in a glass homogenizer as described by Potter 
and Elvehjem (12). The large embryos were dropped into 20 volumes of 
buffer previously heated to 80“-90° after their weights had been obtained. 
They were then cut into small pieces with scissors while in the hot solution. 
This mixture was maintained at 80° for 5 minutes. After rapid cooling it 
was homogenized as described above or in a Waring blendor if the bones 
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Table I 


Recovery Experiments and CO 2 Production with Varying Amounts of Tissue 


DPN added, 7 

0 

7.5 

0 

5 =^ 

7.5=' 

0 

Tissue added, mg 

0 

0 

34 

34 

34 

102 

CO 2 production per hr., c.mm. . 

137 

424 

377 

567 

666 

857 

Net CO 2 production per hr., 







c.mm 


287 

i 240 

430 i 

1 523 

720 

DPN found, 7 



1 6.3 

11.2 

13.7 

18.8 

Calculated, 7 




11.3 

13.8 

18.9 

Recovery, % 




99 

1 99 

99 

1 


Incubated 0.5 hour with heat-inactivated tissue. 


Table II 

Accumulation of DPN in Chick Embryos 


No. of embryos in group 

Average weight 

Average age, calculated 

Average DPN 


mg. 

days 

7 per gm. wet weight 

14 

3.06 

2.06 

130 

12 

11.4 

2.62 

140 

8 

18.9 

2.86 

133 

8 

28.5 

3.10 

144 

7 • 

74.6 

3.65 

109 

12 

122.0 

4.06 

111 

10 

204.3 

4.86 

105 

10 

292 

5.37 

122 

10 

548 

6.40 

133 

10 

680 

6.78 

140 

10 

886 

7.29 

148 

10 

1,041 

7.64 

162 

9 

1,229 

8.00 

151 

10 

1,386 

8.26 

144 

10 

1,803 

8.89 

132 

10 

2,200 

9.40 

121 

10 

2,896 

10.14 

137 

10 

3,526 

10.72 

142 

10 

4,514 

11.46 

148 

10 

I 6,409 

12.65 

158 

10 

! 9,092 

13.93 

171 

10 

11,350 

14.79 

177 

10 

! 12,970 

15.35 

192 

10 

1 15,580 

16.18 

166 

10 

21,200 i 

17.58 

155 

10 

27,100 

18.84 

125 


were so large as to interfere with adequate grinding in the glass homogeni- 
zers. For analysis 0.9 cc. portions of these 4.8 per cent suspensions were 
pipetted into the Warburg vessels for DPN estimation. 
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Results 

Table I demonstrates the almost complete recovery of DPN added to 
10 day-old embryo tissue (heated as above) and incubated with it for half 
an hour at 37°. 

It will be noted that the control vessel to which no DPN was added also 
produced some carbon dioxide. This was apparently due to residual DPN 
or other factors in the yeast and was subtracted as a blank from each deter- 
mination, With each set of four determinations, the blank carbon dioxide 
production and the CO2 per hour per microgram of DPN were determined. 

Determinations of DPN were made on a total of 252 embryos. In all 
but the very early ages the estimations were made on individuals. The 
embryos were arranged in a series according to weight and averaged in 
groups of about ten, both as to the DPN content and to the age as calcu- 
lated from the average weight. The rationale of using a calculated age is 
discussed by Levy and Palmer (5). 

Table II summarizes this data showing the relationship between DPN 
concentration and calculated age. 

DISCUSSION 

Needham and Lehmann (10) reported that they were unable to demon- 
strate the presence of DPN in embryonic chick tissue. On the basis of this 
finding and from other considerations, they proposed that glycolysis in 
chick embryo tissue does not proceed by way of the usual glycolytic system 
as found in adult mammalian tissue. From the present study, it is appar- 
ent that although DPN is present in low concentration as compared to 
mammalian tissue, it is by no means absent. Our values are in the range 
reported by Meyerhof and Perdigan (8) (1.5 to 3.0 mg. per gm. of dry 
weight, equivalent to 120 to 240 y per gm. of wet weight) and 3 to 6 times 
those reported by Novikoff, Potter, and LcPage (11) (4 to G 7 per 100 gm., 
equivalent to about 35 7 per gm. of wet weight). The agreement between 
the data of Meyerhof and Perdigan (8) and ours is not surprising, since 
the methods used were not significantly different. On the other hand, 
Novikoff, Potter, and LePage (11) used malic dehydrogenase as the test 
system. However, the system was also calibrated with DPN and since 
both methods are comparative this could not account for the 3- to 6- 
fold difference in the values found. It seems most likely that the prepara- 
tion of the samples for analysis is accountable. The lower values were 
obtained by a method which depends on freezing and cold to prevent enzy- 
matic destruction of DPN. It seems probable that in the preparation or 
test period, or both, some DPN was destroyed by the surviving enzyme in 
the tissue extracts- 
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Fig. 1. Nicotinic acid per egg and DPN per embryo during growth, sj nicotinic 
acid per egg (14), X nicotinic acid per egg (2), # nicotinic acid equivalent to theDFN 
per embryo in Table II. 



Fig. 2. Relative accumulation diagram of chick embryo DPN. Ac is the age in 
days calculated from the weight. Each straight line segment (phase) conforms to the 
equation log Q/W ~ (tQ — iw) + (ciQ — ciw) log Ac. The dashed portions are at 
interphases and are less certain. The values of iq and aq for DPN are given in Table 
III as the phase parameters. 
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It is of interest to compare the amount of nicotinic acid bound as DPN 
in the embryo with the quantity of nicotinic acid in the whole egg con*- 
tents. The data of Handler and Dann (2) and of Snell and Quarles (14) 
both indicate an active synthesis of nicotinic acid by the embryo. Fig, 1 
shows the total nicotinic acid in the egg as determined by these workers. 
Also shown is the nicotinic acid equivalent to the DPN found in the present 
study. Although the breed of chick is different in each curve, the compari- 
son shows that in the later stages of development a large part of the total 
nicotinic acid is to be found in the DPN. The data suggest that the 
amount of nicotinic acid synthesized by the chick is limited chiefly to the 
requirement for the formation of this coenzyme. Since this substance is 
part of the functional structure of the chick (rather than a stored material), 
it seems unlikely that the availability of more nicotinic acid or its precur- 
sors would have any effect on the amount of DPN formed during develop- 


Table III 

Phase Parameters for Accumulation of DPN in Chick E^nhryo 
Log niicrograms of DPN = iq -f uq log age in days. See Fig. 2. 


( 2 . 0 )* 

3.5 

4.5 

7.6 

9.6 

16 


Interpbases, days. 


( 19 )“^ 




5.29 

- 2.02 


5.21 

-2.08 


4.34 

-1.58 


1.78 

0.62 


4.36 

-1.64 


1.70 

0.37 


The figures in parentheses indicate the beginning or end of the period of data. 


ment. We therefore cannot conclude that the amount of DPN formed is 
limited by the chick’s ability to synthesize nicotinic acid. 

Fig. 2 is a ^^relative accumulation diagram” (5) on which the logarithms 
of DPN concentrations in micrograms per gm. of wet weight of embryo are 
plotted against the logarithms of the corresponding ages in days. We 
have found such plots useful in demonstrating the periods of ap|>arent regu- 
larity of growth implicit in a linear relationship between the ordinates of 
logarithms of amount of material (in this case DPN) and logarithms of age. 
These periods of regularity (phases) are terminated at times (interphaso 
times) when an abrupt adjustment of constants is necessary to descril)e the 
data. Six phases separated by five interphases are evident in Pig. 2. 
From the slopes and intercepts of the phase lines and the appropriate 
weight-age relationships (5) the '^phase” parameters of Table III were 
obtained. It is noted that the interphase at 4.5 days has been found in all 
the accumulation data so far obtained, that 7.6 days is an interphase in 
cytochrome oxidase accumulation (7.9 days) (6), that 3.5 and 9.6 days are 
interphases in dipeptidase accumulation (3.6 and 9.6 days), and that 16 
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days is an interphase in nitrogen accumulation (5). The interpretation of 
these coincidences remains for the future. 

SUMMARY 

1. The diphosphopyridine nucleotide contents of chick embryos have 
been estimated from 2 to 19 days incubation. 

2. The data indicate that the coenzyme is present in the earliest embryos 
and contains most of the nicotinic acid of the egg in older embryos. 

3. The accumulation of the coenzyme follows the pattern of periods of 
constant multiplication rate in logarithmic time units previously shown to 
hold for other materials. 
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Experimental evidence presented in earlier reports failed to support the 
thesis that phospholipides are instrumental in the transport of fatty acids 
between organs (1). Another opportunity for examining this question pre- 
sented itseK in connection with the lipotropic action of choline, which has 
been attributed to a stimulation in the metabolism of phospholipides such 
as to increase the transport of fatty acids out of the liver (2). 

The observations of Entenman et ah on dogs injected with P®^ demon- 
strated that choline increases the specific activity of the choline-containing 
phospholipide P of plasma and of liver (3). Such increases in liver and 
plasma could either result from an increase in the turnover of the phospho- 
lipides per se or merely reflect an increase in the specific activity of their 
precursors unassociated with an actual increase in turnover of these phos- 
pholipides. To differentiate between these two possibilities, it became nec- 
essary to calculate the turnover rates of liver and plasma phospholipides. 
This has been attempted in the present investigation. 

To calculate the turnover of a compound, one has to know the specific 
activity-time relations of that compound and of its immediate precursor (4). 
This measurement can be made for plasma lecithin and for plasma sphingo- 
myelin because it has been shown by Fishier et ah that the immediate pre- 
cursors of these plasma phospholipides are their corresponding liver 
phospholipides (5). 

So far as the liver phospholipides are concerned, however, their precursors 
have not been established with certainty, and hence the deteimination of 
the turnover rates of liver phospholipides is rendered difl&cult if not 
impossible. 

Several investigators (6-8) have attempted to identify the phosphorus- 
containing precursors of liver phospholipides. Thus Flock and B oilman 
have shown that after the injection of into birds the specific activity of 
liver glycerophosphate P is higher than that of liver phospholipide P, and 

* Fellow of the American Cancer Society, recommended by the Committee on 
Growth of the National Research Council. 
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from this observation it is conceivable that the former is the precursor of 
lecithin and cephalin in the liver (7). It therefore became of interest to us 
to determine whether in the dog glycerophosphate satisfies more specific 
requirements proposed earlier for identification of a precursor (4). 

The separation of glycerophosphate from other acid-soluble P compounds 
by means of its barium salt is a laborious procedure and is open to criticism. 
Kurssanov (9), for example, observed that, at the pH at which inorganic 
phosphate is completely precipitated by barium, most of the glycerophos- 
phate is also removed from solution. He also found that after the heating 
of glycerophosphate with 10 per cent NaOH for 3 hours or more only 20 
per cent of the phosphorus was split off, whereas the same treatment caused 
the loss of 80 per cent of the phosphate of hexose monophosphate. He 


DiAGKAIlI 1 

Pb-ospliolipides in petroleum ether; treat 
with magnesium oxide and centrifuge 


All phospholipides adsorbed; 
elute with methanol 


/ 

Ppt. s= MgO and cephalins; heat 
with KOH and centrifuge 


Supernatant = choline-containing 
phospholipides; hydrolyze with 1 n 
KOH at 37° and acidify with TCA 


Supernatant = cephalin P 


Ppt. = sphingomyelin P Filtrate = lecithin P 


therefore suggested that the differential hydrolysis of phosphorus-contain- 
ing compounds by strong allvali might provide a method for the separate 
determination of these compounds. 

As a result of these findings we undertook to prepare an acid-soluble frac- 
tion that was highly concentrated with respect to gtycerophosphate, in the 
expectation that the specific activity of this fraction would resemble closely 
the specific activity of glycerophosphate. 


EXPERIMENTAL 

Methods 

Separation of Phospholipides into Lecithins, Cephalins, and Sphingomyelins 
{Diagram 1) — The phospholipides of liver and plasma were first extracted 
with alcohol and ether and finally dissolved in petroleum ether by a pro- 
cedure described elsewhere (10). Choline-containing and non-choline-con- 
taining phospholipides were then separated after the manner of Taurog et 
al. (11). In this procedure the choline-containing phospholipides were 
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eluted with methanolj whereas the cephalin fraction remained with the 
magnesium oxide. In the case of plasma phospholipides such a separation 
was not necessary, since it was shown by Taurog et al, that the phospho- 
lipides of dog plasma consist almost entirely of lecithins and sphingomye- 
lins (12). 

The choline-containing phospholipides were next suspended in 1 n KOH 
and incubated at 37° for 24 hours, so as to separate lecithin and sphingo- 
myelin P by the method of Schmidt et aL (13). An aliquot of the trichloro- 
acetic acid filtrate (TCA, Diagram 1), obtained by the method of Schmidt 
et aLy was used for the determination of lecithin Another aliquot of 
this filtrate was oxidized with perchloric acid and its P^^ content determined 
colorimetrically (14). 

Immediately after the filtration that separated lecithin and sphingo- 
myelin phosphorus (Diagram 1), the precipitate was washed with 10 per 
cent trichloroacetic acid and was then removed from the filter paper with 
a few cc. of water. The precipitate was next dissolved by adding to it 1 
cc. of 10 per cent NaOH and heating to 60 - 60 °. An aliquot was then taken 
for the measurement of its P^^ content and the rest of the solution ashed 
with perchloric acid for the determination of P®h 

To determine the specific activity of the cephalin P, 1 to 2 gm. of the 
MgO (which contained the cephalin phosphorus) w^ere heated overnight on 
a steam bath with 25 cc. of 1 n KOH. After centrifugation the super- 
natant was transferred to another vessel and the MgO washed once with 
20 cc. of distilled water. More than 90 per cent of the P^^ adsorbed on the 
MgO was recovered in the KOH phase. The P®^ and P^^ content of the 
KOH solution was determined as described above for lecithin. 

Test for Separation of Sphingomyelin P from Lecithin P — Schmidt et aL 
tested their method for the selective saponification of phospholipides on 
Imown mixtures of pure lecithin, cephalin, and sphingomyelin (13). For 
our purpose it seemed advisable to investigate the separation of lecithin 
and sphingomyelin phosphorus in dog plasma, a fluid that contains only 
these two phospholipides. 

A sample of dog plasma was divided in two portions. One was treated 
in the usual way with alcohol and ether to remove its phospholipides. The 
extracted phospholipides were then subjected to hydrolysis at 37° and 
sphingomyelin determined as the difference between total P and lecithin P. 

The other portion of the plasma w^as treated with colloidal iron according 
to the method of Folch and Van Slyke (15). In this way an extract of 
plasma phospholipides was prepared free of non-lipide nitrogen. The N:P 
ratio of this extract was then used to calculate the sphingomyelin content 
of the phospholipides. The results of the two procedures are compared 
in Table 1. 
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It should be noted here that the procedure of Schmidt et aL is based on 
the determination of a small difference between the total phospholipide P 
and the lecithin P; hence the percentage error in the values for sphingo- 
myelin P obtained by this method may be much larger than the errors in 
the individual P determinations. The determination of the specific activity 
of sphingomyelin is, however, not subject to this error, since the ratio of 
p32-p3i determined in the same solution is not affected by losses of P during 
transfers or washings. 

Separation of Acid-Soluble Phosphorus Fraction into Alkali-Stable and Al- 
kali-Hydrolyzable Portions — About 10 gm. of ground liver were homogenized 
with 10 cc. of 10 per cent trichloroacetic acid (TCA, Diagram 2) and the 
mixture centrifuged. The supernatant was made up to a volume of 50 cc. 
The trichloroacetic acid extract was next neutralized with 16 n NaOH. 
5 gm. of NaOH (pellets) were then added to each tube and the mixture heated 


Table I 

Comparison of Sphingomyelin Content of Plasma by 
N :P Ratios and by Method of Schmidt et Al. 


Sample No. 

Sphingomyelin as per cent of total phospholipides 

FromNiP 

Method of Schmidt et aL 

1 

18 

21 * 

2 

28 

20t 

3 

12 

14t 


* Average of two determinations, 
t Average of three determinations. 


in a boiling water bath for 3 hours. After it had cooled, the hydrolysate 
was neutralized with concentrated HCl. 10 cc. of a magnesia mixture^ 
and 7 cc. of 28 per cent aqueous NHs were then added in this order. The 
magnesium ammonium phosphate which formed was allowed to settle over- 
night. After filtration and thorough washing with 3 per cent NHg, the 
phosphate was dissolved in 1.2 n HCL Filtrates A and B (Diagram 2) 
were used for the determination of the specific activity of the allvali-stable 
and of the allcali-hydrolyzable P, respectively. 

^ The magnesia mixture consisted of 55 gm. of MgCl2 *61120, 70 gm. of NH 4 CI, 650 
cc. of H2O, and 350 cc. of 10 per cent aqueous NH 3 . Kurssanov (9) showed that in 
the precipitation with the magnesia mixture the final concentration of ammonia is 
very important. Insufficient concentrations of ammonia were shown to result in 
incomplete precipitation of the inorganic phosphate, whereas high doses of ammonia 
brought about the precipitation of glycerophosphate. In our experiments we used 
the optimal aqueous NH 3 concentration proposed by Kurssanov for the separation 
of inorganic phosphate from glycerophosphate. 
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Test for Exchange Reactions during Fractionation Procedure — Since the 
glycerophosphate was heated in the presence of strong alkali^ it seemed 
possible that the phosphorus moiety might exchange with the phosphate 
of the alkali-hydrolyzable fraction. Chargaff (16) has already presented 
data to show that such an exchange reaction does not occur in an acid 
medium. 

Ill order to test whether exchange took place under the conditions of the 
procedure described above, glycerophosphate containing 4 mg. of P was 
heated for 5.5 hours on the steam bath with 4 mg. of radioactive phosphate 

Diagram 2 

10 gm. liver; homogenize in 
10% TCA and centrifuge 



Ppt. = proteins, etc. Supernatant = acid-soluble P; 

hydrolyze for 3 hrs. with 
10% alkali; neutralize 


Add magnesia mixture and filter 



Ppt. = inorganic P Filtrate A = al- 
and all organic P kali-stable P 
hydrolyzed to 
inorganic P 

Mostly glycero- 
phosphate 

Dissolve in HCl 
and filter 


Filtrate B = alkali - 
hydrolyzable P 

in a 10 per cent NaOH medium. After neutralization and addition of the 
magnesia, the sample was kept cold overnight in order to remove all inor- 
ganic phosphate. Almost all the P of the filtrate was found to consist of 
glycerophosphate as measured by Burmaster’s method (17). Only 0.03 per 
cent of the P®^ was found in this fraction. This means that no exchange 
had taken place under conditions of our analytical procedure. 

Preparation of Radioactive Glycerophosphate — 250 gm. of liver were ob- 
tained from a dog which had received intravenously radioactive phosphate 
16 hours previously. Its phospholipides were first isolated as described 
elsewhere (10) and then redissolved in petroleum ether and reprecipitated 
with acetone. 
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400 ce. of barium hydroxide containing 25 gm. of Ba(OH) 2 *81120 were 
added to 4 gm. of phospholipides which had been dissolved in 200 cc. of 
hot methanol; thorough shaking was employed during the mixing to insure 
emulsification of the phospholipide. Most of the methanol was evaporated 
by heating the mixture for 2 hours on the steam bath. About 4 cc. of 
concentrated H2SO4 were next added to make the solution acid as indicated 
by brom-cresol green and the precipitate which formed filtered off. The 
filtrate was shaken three times with equal volumes of petroleum ether con- 
taining 5 per cent chloroform to remove unhydrolyzed phospholipides and 
other fatty materials. The petroleum ether washings contained practically 
no radioactivity. According to Burmaster’s method of measurement 
(17)5 practically all of the phosphorus in the water phase was present as 
glycerophosphate. 


Table II 

Specific Activities of Phospholipides and Acid-Soluble Fractions in Two Different 

Lobes of Liver 


Dog No. 

Fraction 

Lobe A 

LobeB 

22 

Lecithin 

11.1 

11.2 


Cephalin 

8.74 

8.70 


Sphingomyelin 

5.97 

6.09 

6 

Alkali-stable 

14.2 

14.7 


1 Alkali-hydrolyzable 

14.8 

14.9 


Animal Preparations 

Normal and fat-fed dogs were used in this investigation. The former 
were fed a high protein (lean meat) diet for several weeks before the ex- 
periment. The latter received a high fat, low protein diet (its composition 
has been recorded elsewhere (3)) for 4 days before being used. All dogs 
were first fasted for 24 hours and then lightly anesthetized with nembutal 
and kept so for the duration of the experiment. Several samples of liver 
were excised as described in a previous report (3). Each sample was ground 
thoroughly; one aliquot was transferred to 95 per cent alcohol for determi- 
nation of its phospholipide content, whereas another sample was homo- 
genized in 10 per cent trichloroacetic acid for the determination of the two 
acid-soluble P fractions (Diagram 2). 

Since samples of liver were taken from various lobes, it became neces- 
sary to inquire into the degree of variation of all P fractions found at a 
single time in the lobes of the liver. This has already been done for two 
phospholipide fractions (3) . The results presented in Table II for two sepa- 
rate lobes lend further support to the view that the specific activity of a 
phosphorus compound measured in a small sample of liver is a reliable 
index of the specific activity of that compound in the whole liver. 
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Results 

Normal Dogs — Biopsy samples of the liver (10 to 15 gm.) were excised 
from Dog A at intervals of 3, 5, 9, and 12 hours, and from Dog B at 12.5, 
16.5, and 21 hours after the administration of The samples were ana- 
lyzed for total phospholipide P, alkali-stable P, and alkali-hydrolyzable 
acid-soluble P. The values for the specific activities of these three frac- 
tions, expressed as percentages of the injected P^^ per mg. of phospholipide 
P, are plotted in Fig. 1, 



Fig, 1. Specific activity-time relation of liver alkali-hydrolyzable P (B), liver 
alkali -stable P (A), and liver phospholipide P (#). 

It was pointed out by Zilversmit et al. (4) that the following relations 
exist between a compound and its precursor: (1) during the early intervals 
after a single injection of P^-, the specific activity of the precursor is higher 
than that of the compound; (2) at the time when the specific activity of 
the compound is maximal, it is equal to that of the precursor; (3) thereafter 
the specific activity of the precursor is lower than that of the compound. 
These criteria for a precursor hold only for single compounds. Although, 
as judged by these criteria, both alkali-stable and aUcali-hydrolyzable phos- 
phorus could be considered precursors of liver phospholipide phosphorus, 
the latter should be dismissed from consideration because its phosphorus 
is derived from several different phosphorus-containing compounds. The 
allcali-stable fraction, however, consists largely of glycerophosphate, and 
our main interest was to test whether this compound satisfies the precursor 
requirements. 
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It should next be pointed out that the fraction designated phospholipide 
consists of several compounds. We therefore proceeded to investigate the 
specific activity4inie relations between each of the acid-soluble fractions 
and individual types of phospholipides ; namely, lecithins, cephalins, and 
sphingomyelins. The results obtained on three dogs (Nos. 22, 36, and 56) 
are shown graphically in Figs. 2 to 4. Dogs 22 and 36 were fed the lean 
meat diet, whereas Dog 56 received the high fat diet. 

For all three dogs, the specific activities^ of the lecithin fraction were 
higher than those of the other phospholipides. Figs. 2 to 4 show that the 
allvali-stable fraction meets all the requirements set forth above for a leci- 
thin precursor. 



HOURS AFTER INJECTION 

Fig. 2. Specific activity-time relations (Dog 22) of liver alkali -hydrolyzable P 
(□), liver alkali-stable P (®), liver lecithin P (O), liver cephalin P (•), and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 

Further evidence as to whether alkali-stable phosphorus is a precursor 
of liver lecithin phosphorus was sought in choline-treated dogs in which 
the shape of the liver lecithin specific activity curve is radically changed. 
Maintenance of the relations outlined above between lecithin phosphorus 
and alkali-stable phosphoms under the new conditions provided by choline 
treatment would, of course, add support to the possibility that the allvali- 
stable phosphoms is the sought for precursor. 

Fat-Fed, Choline-Treated Dogs — ^Three dogs were fed high fat diets for 
4 days and then fasted for 24 hours before the administration of 300 mg. of 
choline per kilo of body w^eight. The w’^as injected intravenously 30 
minutes later. The results on these three dogs are shown in Figs. 5 to 7. 

2 All specific activities are expressed as percentages of tlie injected P^^ per mg, of 
total P. 
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A pronounced increase in the specific activities of a&ali-hydrolyzable Pj 
alkali-stable P, and lecithin P was observed in two of the three dogs. Thus 
the maximum specific activity of the liver lecithin in the choline-treated 



Fig. 3. Specific activity-time relations (Dog 36) of liver alkali-hydrolyzable P 
(□), liver alkali-stable P (■), liver lecithin P (O), liver cephalin P and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 



HOURS AFTER injecTION 

Fig. 4. Specific activity-time relations (Dog 56) of liver alkali-hydrolyzable P 
(□), liver alkali-stable P (H), liver lecithin P (O), liver cephalin P (•), and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 

dog was twice that of the untreated dogs. Despite the change in shape of 
the specific activity-time curve for liver lecithin that resulted from the 
administration of choline, the curve for alkali-stable phosphorus retained 
features sufficient to characterize it as a possible precursor of liver lecithin. 




Fig. 5. Specific activity-time relations (Dog 44) of liver alkali-hydrolyzable P 
(□), liver alkali-stable P (h), liver lecithin P (O), liver cephalin P (•), and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 



Fig. 6. Specific activity-time relations (Dog 45) of liver alkali-hydrolyzable P 
(□), liver alkali-stable P (■), liver lecithin P (O), liver cephalin P (•), and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 
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Calculation of Turnover Time of Liver Lecithin 

From theoretical considerations presented elsewhere (4) it was concluded 
that a measure of the turnover time^ of a phospholipide can be obtained 
from the specific activity-time curves of the phospholipide and its pre- 
cursor. The phospholipide turnover time, tn is obtained from the ratio 
of (1) the area bounded by these two curves between two time coordinates 
to (2) the increase in the phospholipide specific activity in that same time 
interval. This procedure is illustrated in Fig. 1. Thus, 

shaded area 

it^ 

m 



Fig. 7. Specific activity-time relations (Dog 57) of liver alkali-hydrolyzable P 
(□), liver alkali-stable P (a), liver lecithin P (O), liver cephalin P (#), and liver 
sphingomyelin P (A), and the specific activities of plasma lecithin P (+) and plasma 
sphingomyelin P (open symbol). 

For the measurement of it is necessary to use the specific activity at an 
early interval because (1) it is the time when the error in the determination 
of the difference between the specific activities observed at the beginning 
and end of the period could be expected to be minimal, since at the early 
intervals the specific activity of liver lecithin increases most rapidly, and 
(2) if deleterious effects of surgery occurred, they would be expected to be 
minimal at the early intervals. Since we have no data on the shape of the 
curves up to the point when the first liver sample was taken, the calculation 
had to be applied to the area beyond this point. We therefore chose the 
time interval between the taking of the first and second liver samples as 
most reliable for the calculation of U. 

it values for liver lecithin are recorded in Table III. For reasons dealt 

3 The turnover time of a liver phospholipide is the time required for the turnover 
of an amount of liver phospholipide equal to that present in the liver. 
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with, above and in '^Discussion” below, those based on the alkali-stable 
fraction as precursor are more reliable. 

The results in Table III clearly show that, regardless of which fraction 
is taken for the calculation, the tt values for liver lecithin are decreased in 
the two dogs that responded to choline treatment. Since the total lecithin 
in the livers of the choline-treated dogs remained normal, this means that 
liver lecithin is synthesized at a more rapid rate in the choline-treated than 
in the normal dog. 


Table III 

Turnover Time* of Liver Lecithin 



Dog Ko. 

Weight 

Based on alkali-stable 
specific activity 

Based on alkali- 
hydrolyzable specific 
activity 


1 

kg. 

hrs. 

hrs. 

Normal 

22 

12 

5.9 

21 


36 

13 

3.6 

15 


56 

11 

6.1 

18 

Choline -treated 

44 

11 

CO 

8.7 


45 

13 

2.0 

5.9 


57t 

14 

5.6 

21 


* All values are obtained from the areas and specific activities between the first 
and second points on the curve (f.e., 3 to 6 hours). 

t This dog failed to show an increase in the specific activities of liver or plasma 
phospholipides after the administration of choline. 85 per cent of the dogs treated 
with choline showed marked increases in phospholipide specific activities. Ir- 
regularities in the response of animals towards the lipotropic action of choline are 
knovrn to occur. 

Calculation of Turnover Time for Plasma Lecithin and Sphingomyelin 

The specific activities of these two plasma phospholipides were elevated 
in the choline-treated dog. Since the liver is the source of plasma phospho- 
lipides, this means either (1) that the turnover of plasma phospholipides 
had actually increased or (2) that the change in specific activities merely 
reflects similar changes in liver phospholipides imassociated with an actual 
increase in turnover of plasma phospholipides. 

In order to obtain the turnover time of plasma sphingomyelin we can 
make use of the fact that in nearly all cases the specific activity of liver 
sphingomyelin increases linearly with time. Under such conditions the 
following relation has been shown to hold (4): 

in w^hich x/r is the specific activity of plasma sphingomyelin at time t, b is 
the increase in specific activity of liver sphingomyelin per unit of time, and 
it is the turnover time for plasma sphingomyelin. 



ZILVEKSMIT, ENTENMAN, AND CHAIKOPF 


205 


If the specific activities of plasma sphingomyelin and of liver sphingo- 
myelin at any one time are known (in our experiment we knew the values 
at the end of the experiment), then the turnover time of plasma sphingo- 
myelin can be calculated from equation (1). The values so obtained are 
presented in Table IV. 

A calculation for turnover time of plasma lecithin is more complex, since 
the relation observed between the specific activity of liver lecithin and time 
is not simple. In a previous commimication the following equation was 
derived for the relation between the specific activity of phospholipide phos- 


Table IV 

Turnover Time^ of Plasma Lecithin and Sphingomyelin 



Dog No. 

Lecithin 

Sphingomyelin 



hrs. 

Mrs. 

Normal 

22 

11 

12 


36 

6 

10 


66 

10 

13 

Choline-treated 

44 

6 

11 


45 

12 

10 


57 


21 


* For calculation see the text. 


phorus and that of its precursor when the specific activity of the latter is 
kept constant (4): 

~ = a(l — (2) 

r 

where x/r is the specific actmty of the phospholipide at time a the 
constant specific activity of its precursor, and U the turnover time of the 
phospholipide. 

In our experiment the specific activity of the phospholipide precursor 
did not remain constant (see Figs. 1 to 7). A good approximation of it can 
be obtained when the average specific activity of liver lecithin (in this case 
the precursor) is substituted for a in equation (2). The average liver leci- 
thin specific activity is calculated by dividing the area under the liver 
lecithin specific activity curve by the duration of the experiment. The 
equation now becomes 

Plasma lecithin specific activity at end of experiment ^ 

Average specific activity of liver lecithin 

The turnover times obtained in this way are presented in Table IV, the 
results of which clearly show that choline does not significantly change the 
turnover rate of either plasma lecithin or sphingomyelin. 

Even though the values for U of these two phospholipides were quite 
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similar, their turnover rates do, however, differ because the concentration 
of lecithin phosphoms in plasma is approximately 4 times as high as that 
of sphingomyelin phosphorus. 


DISCUSSION 

In confirmation of earlier observations of Entenman et ah (3), it is shown 
here that the specific activities of choline-containing phospholipides of liver 
and plasma are markedly elevated shortly after a single feeding of choline. 
The present investigation brings to light, however, that nearly all of the 
rise is caused by lecithins. Increases were also observed in liver sphingo- 
myelin, but, since this lipide constituent constitutes only about 10 per cent 
of the liver’s phospholipides, it contributes little to the rise in the specific 
activities of the choline-containing phospholipides of the liver. 

In those animals that responded to choline, the latter produced an in- 
crease in the calculated turnover of liver lecithins. But in neither plasma 
lecithin nor plasma sphingomyelin was an increase in the calculated turn- 
over rates observed after the administration of choline. The increases in 
the specific activities of plasma phospholipide previously reported (18) must 
now be recognized as a reflection of similar increases of their precursors in 
the liver. 

The fact that choline stimulates lecithin turnover in the liver but not in 
plasma may have an important bearing on the inechanism of action of 
choline as a lipotropic agent. If the lipotropic action of choline operates 
through phospholipide metabolism, then the removal of liver fat under the in- 
fluence of choline does ?iot involve an increased transport of fat from liver to 
peripheral tissues via plasma phospholipides. The evidence suggests rather 
that choline acts on the utilization of fat within the liver itself,^ 

Although the main purpose of this paper was to obtain a liver phosphorus 
fraction that would enable us to calculate phospholipide turnover in this 
tissue, it is nevertheless of interest to consider the composition of the alkali- 
stable fraction. An analysis of this fraction for its glycerophosphate con- 
tent was made by Burmaster’s method (17).® In the three normal dogs, 

^ Platt and Porter (19) have reported that ethanolamine stimulates cephalin 
turnover to the same extent as choline stimulates lecithin turnover. Since etha- 
nolamine is not lipotropically active, these authors suggest that the stimulation 
caused by choline is due to a mass action effect and not to a lipotropic mechanism. 

^ Micromethods for the accurate determination of glycerophosphate in the presence 
of other organic phosphates have not been developed. The oxidation of glycero- 
phosphate with periodate and the subsequent hydrolysis of the glycolaldehyde phos- 
phate have been used extensively. This method has been criticized, both for its 
unspecificity (LePage (20)) and its low recovery (86.5 per cent according to Leva and 
Rapoport (21)). For our purpose, however, the periodate method seemed suitable, 
since we were mainly interested in learning whether the greater portion of the alkali- 
stable fraction (Diagram 2) was made up out of glycerophosphate . 
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66 to 75 per cent of the total P in the alkali-stable fraction was accounted 
for by glycerophosphate P, whereas 6 to 9 per cent consisted of inorganic 
phosphate. In the choline-treated animals the percentages for glycerophos- 
phate were 54 to 61, whereas the values for inorganic phosphate were 2, 3, 
and 11 per cent. These results leave no doubt that the alkali-stable frac- 
tion of liver as determined here is rich in glycerophosphate. Since glycero- 
phosphate is structurally an important moiety of the lecithin molecule, and 
moreover since the specific activity of the all^ali-stable fraction satisfied 
the criteria for a precursor of lecithin, it is likely that gl3^cerophosphate^ is 
actually a precursor of liver lecithin. 

In an attempt to obtain more direct evidence on the nature of the pre- 
cursor of liver lecithin, a sample of radioactive glycerophosphate was pre- 
pared and injected into the portal vein of a dog at a constant rate during 
a period of 2.5 hours. At the end of this interval a liver sample was taken. 
The analyses showed that the specific activity of the inorganic phosphate 
in the liver was just as high as that of the alkali-stable fraction. It was 
therefore not possible, from this experiment, to draw more definite con- 
clusions as to whether glycerophosphate is a precursor of liver lecithin. 

Since Stetten (22) found that ethanolamine can be considered a precursor 
of choline, it may be noted that in the present experiments the specific 
activities of lecithin P in the liver were higher than those of cephaiin P. 
This means that liver cephaiin is not on the main pathwa}^ of lecithin syn- 
thesis and suggests that bound ethanolamine, in contrast to its free form, 
is not methylated to an appreciable extent. 

SUMMARY 

L The specific activity-time relations of liver lecithin, liver cephaiin, and 
liver sphingomyelin were compared with those of two acid-soluble frac- 
tions, namely alkali-stable and all^ali-hydrolyzable phosphorus. 

2. The specific activity-time relations of a liver fraction rich in glycero- 
phosphate met the requirements for a lecithin precursor. 

3. Choline increased the turnover of liver lecithin but not of plasma leci- 
thin or of plasma sphingomyelin. 

4. In view of these findings it is proposed that choline does not act by 
increasing fat transport via plasma phospholipides but rather by stimu- 
lating the utilization of fats within the liver itself. 
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THE TURNOVER RATES OF PLASMA LECITHIN AND PLASMA 
SPHINGOMYELIN AS MEASURED BY THE DISAPPEARANCE 
OF THEIR RADIOACTIVE PHOSPHORUS FROM THE 
CIRCULATION 

By D. B. ZILVERSMIT,* C. ENTENMAN, and I. L. CHAIKOFF 

{From the Division of Physiology, University of California Medical School, 

Berkeley) 

(Received for publication, May 3, 1948) 

Dog plasma contains only two types of phospholipides, namely lecithins 
and sphingomyelins (1). This is worthy of note, vsince plasma phospho- 
lipides originate in the liver (2), a tissue that S3mthesizes three types of 
phospholipides, cephalins as well as those containing choline. The 
data obtained in the preceding paper (3) showed that lecithin is delivered 
to plasma at a much more rapid rate than sphingomyelin. Since this 
measurement was based on a procedure that involved considerable 
surgical trauma of the liver, the values obtained could not be considered 
entirely accurate ■without further proof. A measure of their turnover 
in plasma was therefore sought by a different method; i.e., one that 'would 
cause no physiological disturbance. This "was accomplished by introducing 
labeled plasma phospholipides into the circulation of dogs and observing 
the rates of their disappearance from the blood stream (4). In contrast to 
this method, which measures the rate of disappearance of plasma phospho- 
lipides, the procedure used in the preceding report w^as based on the rate 
at which phospholipides are delivered by the liver to plasma. Since in the 
steady state the amount of each phospholipide that enters the plasma must 
eciual that which leaves, the two measurements should yield identical re- 
sults. The close agreement shown here for rates of turnover of each plasma 
phospholipide as measured by two widely differing methods lends support 
to the reliability of the data presented. 

EXPERIMENTAL 

The methods used for the determination of lecithin and sphingomyelin 
and are described in the previous communication (3). 

In Experiment 1 radioactive phospholipides were obtained from a donor 
dog that had received orally 4 millicuries of ^4 hours before exsangui- 
nation. Enough blood was obtained from this donor dog to permit an in- 
jection of 100 cc. of plasma into each of three recipient dogs designated here 
as Dogs A, B, and C. The data for the specific activities of lecithin and 
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sphingomyelin phosphorus of plasma found at various intervals after the 
injection of radioactive phospholipides are presented in Figs. 1 and 2. 



Fig. 1. The disappearance of labeled lecithin from the circulation. Dog A, Ex- 
periment 1 (O), Experiment 2 (#); Dog B, Experiment 1 (□), Experiment 2 (B); 
Dog C, Experiment 1 (A), Experiment 2 (A). 



Fig, 2. The disappearance of labeled sphingomyelin from the circulation. Dog 
A, Experiment 1 (O), Experiment 2 (#); Dog B, Experiment 1 (□), Experiment 2 
(■); Dog Cj Experiment 1 (A), Experiment 2 (A). 

Calculation of Turnover Time and Turnover Rate 
It has been shown in a previous communication (4) that 


where x is the amount of phospholipide present in the entire circulating 
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fluid at time t, xq is the amount of phospholipide present in the entire 
circulating fluid at zero time, r is the total amount of phospholipide P present 
in the entire circulating fluid, p is the rate of phospholipide turnover, and 
i is the time after injection of the labeled phospholipide. 

Thus x/r represents the specific activity of phospholipide P at time t. 
Since r/p is equal to the time required for the turnover of an amount of 
phospholipide P equal to that present in the circulating fluid, 

- = (B) 

r r 

where tt is the phospholipide turnover time. 


Table I 

Turnover Times and Turnover Rates of Plasma Lecithin and Sphingomyelin 


Dog 

Expert 

meat 

No. 

Weight 

Lecithia P 

Sphingomyelia P 

Turnover time 

Turnover rate 

Lecithin 

Sphingo- 

myelin 

Lecithin 

Sphingo- 

myelin* 

. . . 



kg. 

mg. pet cent 

mg. per cent 

Iirs. 

hrs. 

mg. F per hr. 

mg. F per hr. 

A 

1 

7.9 

10.6 

2.7 

12 

27 

4.3 

0.5 


2 

8.0 

8.7 

1.9 

12 

17 

5.6 

0.7 

B 

1 

8.8 

10.3 

2.1 

12 

23 

4.0 

0.4 


2 

8.9 

11.3 

2.7 ' 

10 

17 

4.4 

0.8 

C 

1 

7.9 

10.1 

2.0 

13 

10 

4.3 

1.0 


2 

8.5 

9.9 

1.7 

10 

14 

5.3 

0.7 


* The estimation of the total amount of sphingomyelin present in the entire 
circulating fluid has been made on the basis of the lecithin specific activity data. 
Thus it is assumed that the circulating volumes for lecithin and sphingomyelin are 
dentical. 
i 

Thus, 

In - = In - - - (CO 

r r tt 

In Figs. 1 and 2 the specific activity of phospholipide P at zero time, i.e. 
Xo/r, can be read from the intersection of the curve with the y axis. If we 
define the half time (t^) as the time at which the phospholipide specific 
activity is exactly half the specific activity at zero time, then we can derive 
from equation (C) the relation 


tt = 


In 


Xq 


JL, 

In 2 


1.44 % 


The turnover time is thus easily determined from the half time of any one 
of the curves in Figs. 1 or 2. The turnover rate can be calculated if the 
total amount of phospholipide P in the circulation (r) is Imown. 
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Zq is the total amount of phospholipide present in the circulation at 
a time when none of it has yet been utilized and is therefore equal to the 
total amount of phospholipide injected. Dividing the amount of in- 
jected phospholipide P®^ by the specific activity of the phospholipide P at 
zero time thus gives the total amount of phospholipide P present in the 
circulation (r). 

The turnover rate, p, is then found from 

r 

The values for turnover times and turnover rates are recorded in Table 1. 

The same dogs were used in Experiment 2 carried out 3 weeks later, A 
new donor dog was used, however; it received orally 4 millicuries of 48 
hours before it was bled. The good agreement between the results of both 
experiments (Table I) shows that the turnover times are not influenced 
by variables in donor dogs and the time allowed for the syntheses of 
labeled plasma phospholipides. 

It is shown here that the turnover times for plasma lecithin are a little 
shoi'ter than those for plasma sphingomyelin. Since, however, the plasma 
of these dogs contained about 4 to 5 times as much lecithin as sphingo- 
myelin, the absolute amounts of these plasma phospholipides turned over 
(i.e., their turnover rates) differ considerably. Thus, plasma lecithin is 
turned over at a rate which is more than 5 times as great as that of plasma 
sphingomyelin. 


SUMMARY 

The rates of turnover of plasma lecithin and of plasma sphingomyelin 
have been measured in the dog. The rate for lecithin is more than 5 times 
as great as that for sphingomyelin. 
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ESTIMATION OF AEGINASE ACTIVITY IN HOMOGENATES* 
By EUGENE ROBERTSf 

{From the Barnard Free Skin and Cancer Hospital, St, Louis) 

(Received for publication, June 11, 1948) 

The present procedures were developed prior to a study of the changes in 
arginase activity in epidermal carcinogenesis because none of the existing 
methods was found to meet the minimal requirements for a good assay (1). 
Recent advances in the determination of arginase activity of purified liver 
extracts (2) and in the knowledge of metallic activation of arginase (3) 
have served as the basis for the modifications described herein. 

EXPERIMENTAL 

Basic Pi'ocedure for Determination of Arginase Activity — 2 per cent 
homogenate of the tissue to be studied was prepared in ice-cold redistilled 
water in a ground glass homogenizer. One aliquot of the above was mixed 
with an equal volume of a 0.1 m solution of MnCl2*4H20 and placed in a 
water bath at 50° in tubes which were tightly stoppered after temperature 
equilibrium had been established. Samples were removed at the desired 
intervals for measurement of activity. The tubes were shaken vigorously 
every 30 minutes. The method for the measurement of arginase activity 
was essentially that described under “Photometric method” by Van Slyke 
and Archibald (2). The activity of the original homogenate was measured 
by adding 0.1, 0.2, or 0.3 ml. of the homogenate or a suitable dilution thereof 
to 5 ml. test-tubes containing 0.5 ml. of arginine substrate to which 0.9, 0.8, 
or 0.7 ml. of redistilled water or of 0.05 m MnCh had previously been added. 
The activities of the samples incubated mth MnCh at 50° were measured 
only in tubes containing the Mn*^ ion. The tissue samples were added 
after the substrate solutions had attained the temperature of the bath 
(38°). The pH of the mixture containing distilled water as the diluent was 
approximately 9.5, while that of the mixture containing MnCh was approxi- 
mately 9.2. No differences in activity were observed when samples of the 
original homogenates were added directly to the Mn-containing incubation 
mixture or when the homogenates were made 0.05 m with respect to MnCh 
prior to the addition. This is because the Mn++ was present in considerable 
excess. The reaction was allowed to proceed for exactly 10 minutes and 

* Aided by grants from the United States Public Health Service and the Charles F. 
Kettering Foundation. 

t Present address, Division of Cancer Research, Department of Anatomy, Wash- 
ington University, St. Louis 10, Missouri. 
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then stopped by the addition of 1 ml. of 15 per cent metaphosphoric acid. 
The urea content was measured in the manner previously described (2). 
A reagent blank was prepared by adding 1 ml. of the acid to the substrate 
solution to which 1 ml. of water or 1 ml. of 0.05 m MnCh had been added. 
The ion did not affect the blank value. A tissue blank Avas also 

prepared by adding the metaphosphoric acid to the substrate solution prior 
to the introduction of 0.1 to 0.3 ml. of the homogenate. Liver homogenates 
were ahA^ays diluted to 1:10 or 1:20 with redistilled AA^ater or AAnth 0.05 m 
MnCb just prior to the determination of activity. 

LIVER 



HOURS 

Fig. 1. Change of activity with time of mouse liver homogenate incubated at pH 
6.0 or 9.3 in 0.05 .Ai MiiCh or in water alone at pH 7.S. 

Tissues Studied — Special attention aa^s given to the applicability of the 
method to the determination of the arginase actiAdty of the liver, kidne}^, 
and epidermis of the Saauss mouse and of a transplantable squamous cell 
carcinoma originally derived from the epidermis of a mouse by the appli- 
cation of methyicholanthrene (4). A survey aa^s made of some of the 
other tissues. The influence of the daily injection of 75 mg. of arginine on 
the arginase activity of the liver, kidney, and epidermis of adult mice AA^as 
also investigated. 


Results 

Activation hy Maiiganese — The results of the study of the time course of 
manganese activation at 50° are summarized in Figs. 1 and 2 and Table I. 
Liver {Fig. 1 ) — ^From the results of Experiment I it is seen that the maxi- 
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mal activity attained was the same whether the activation took place in an 
unbuffered solution at pH 6.0 or in 0.25 m glycine buffer at pH 9.3. The 
rate of activation was somewhat greater at the higher pH. These findings 
are similar to those previously reported for purified beef liver arginase (3). 
The incubation in the unbuffered solution was employed routinely because 
of greater convenience and for the sake of maintaining uniformity with the 
procedure employed for the other tissues. 



Fig. 2. Activation of a homogenate of mouse epidermis in 0.05 m MnCh at pH 5.6 
and 9.3 and the activation of homogenates of squamous cell carcinoma and kidney in 
0.05 M MnCb. 

Experiment II was performed on another liver sample. The activity 
attained a maximal level in 4 hours and remained constant through 6 hours 
as in the comparable sample in Experiment 1. In both cases the maximal 
activity was approximately 2.5 times the activity of the freshly prepared 
homogenate when estimated in the presence of Mn"^ ions. Incubation 
with water alone at 50° produced no activation. The unactivated homog- 
enate had a 5-fold greater activity when the measurements were carried 
out in the presence of MnCh than when no ions were added. 

A 5 hour incubation period was employed for all routine assays. In 
several experiments it was found that maximal activation was not achieved 
by heating to 58° for 20 minutes with MnCh, a procedure found suitable 
for purified arginase preparations ( 2 ). 
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Epidermis (Fig. 2 ) — Incubation either at pH 5.6 or at pH 9.3 resulted in 
the same value for maximal activity. This value was attained at the lower 
pH in 4 hours and remained virtually constant for 6 hours. However, in 
the alkaline glycine buffer the activity declined after reaching the maximal 
level at 3 hours. The activation of this tissue was therefore performed 
routinely in the unbuffered solution for 5 hours at 50*^. The maximal 
activity was approximately 5 times greater than that in the fresh homoge- 
nate when the measurements w'ere performed in the presence of ions. 

Carcinoma (Fig. 2 ) — The activity for carcinoma reached a maximum 
4 hours after the start of incubation in an unbuffered mixture and remained 
constant through 6 hours. These findings are the same as for the two pre- 
viously discussed tissues. The extent of activation achieved was greater 

Table I 

Arginase Activity of Various Tissues of Mouse 
The results are expressed in miorograms of urea liberated per mg. of fresh weight 
under the standard assay conditions. 


Time of incubation 


Tissue 


Intestine 

Lymph nodes 

Leg muscle 

Spleen 

hrs. 

0. No MnCis 

130 

1 

1 

1 

0. WithMnCh 

111 

1 

1 

1 

1 

6 

1 ' 

1 

1 f 

2 

2 


1 

1 

3 

4 

3 

1 

1 

4 

2 

3 

1 

1 

6 

14 

1 ^ 

2 

i 


in this tissue than in liver and epidermis, the ratio of final to initial activ- 
ities in the presence of ions being approximately 7:1. The 5 hour 
incubation was employed for all assays of carcinoma samples. 

Kidney (Fig. 2 ) — The results of heating unbuffered homogenate of 
kidney in 0.05 m MnCh at 50° are typical of those obtained in a number of 
similar experiments. There was a small increase in activity after 1 hour 
and a slow rate of decrease thereafter. The activity of kidney homogenates 
was therefore usually measured after 1 hour of incubation. In a few in- 
stances no activation was observed. 

Other Tissues (Table I ) — The addition of MnCU to the substrate de- 
creased the high activity of the homogenate of washed small intestine to 
85 per cent of that found when no activator was added. Most of the 
remaining activity was lost after incubation for 1 hour at 50°. These 
results differ from those found for the other tissues studied and merit fur- 
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ther investigation. Only slight activity was observed in l}nnph nodes, leg 
muscle, and spleen. No activity Avas detected in heart, pancreas, stomach, 
brain, testes, whole blood, or thrice-washed eiythrocytes in the presence or 
absence of added MnClo or after various intervals of incubation with Mn++. 
It should be noted that the failure to find arginase activity in these latter 
tissues does not necessarily mean that they do not possess some arginase 
activity. Different treatments and the utilization of higher tissue con- 
centrations may be required for the demonstration. 

Proportionality of Arginase Activity to Quantity of Tissue — In Fig. 3 are 
shoAAii the results of experiments in which different quantities of maximally 
activated preparations of carcinoma, epidermis, and liver were tested under 



Fig. 3. Proportionality of activity to quantity of tissue in liver, carcinoma, and 
epidermis. 

the standard assay conditions. In each case the activity was proportional 
to the tissue concentration when the quantities of tissue were suitably 
chosen. Measurements of the activity of an unactivated homogenate of 
kidney made in the presence of Fig. 4, shoAV that also for this tissue 

the linearity holds true. 

Tiine Course of Liberation of Urea — The results of a kinetic study of the 
liberation of urea from arginine by maximally activated homogenates of 
epidermis, liver, and carcinoma are given in Fig. 5. In each case 2 ml. 
aliquots of a suitable dilution of the homogenate in 0.05 m MnCb were 
added to a solution containing 8 ml. of 0.05 M MnCh and 5 ml. of the argi- 
nine solution to give the final tissue concentrations indicated on the curves. 
The reactions Avere carried out at 38 ®. At various time intervals 1 ml. 
samples were withdrawn and pipetted into tubes containing 0,67 ml. of 15 
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Fig. 4. Proportionality of activity to quantity of tissue in kidney 



Fig. 5. Time course of liberation of urea by maximally activated homogenates of 
PVer, carcinoma, and epidermis. 

per cent metaphosphoric acid. After centrifugation 1 ml, samples of the 
Mpernatant fluid were employed for urea determination. 
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For each tissue the reaction rate was constant over considerably longer 
periods than the 10 minutes employed in the standard assay procedure. 

Typical Assay Results (Table II ) — ^An increase in the arginase acti\dty 
of homogenates of all four tissues was produced by the addition of Mn"^ 
ions. A further increase occurred when the tissues were activated at 50°. 
The activity was proportional to the quantity of tissue employed in all 
instances except in the case of the unactivated liver homogenate^ the activ- 
ity of which was measured in the absence of added activator. Little im- 
portance is attached to the determination of the activity of the homogenate 
in the absence of added MnCL because of the different dilutions of the 

Table II 

Typical Results for Mouse Liver ^ Kidney j Epidermis, and Squamous Cell Carcinoma 


The results are expressed in micrograms of urea liberated per mg. of fresh weight 
of tissue under the standard assay conditions. 


Treatment 

Quantity of 
homogenate* 


Tissue 


Liver 

Carcinoma 

Epidermis 

Kidney 

No MnCh, no incubation 

ml, 

0.1 

280 

3 

2 

6 


0.3 

333 

3 

2 

6 

WitliMnCh, no incubation 

0.1 

1088 

21 

7 

9 


0.3 

1093 

18 

7 

9 

Incubated in MnCh 

0.1 

2190t 

158t 

43t 

13t 


0.3 

2094 

159 

46 

12 


* 0.1 ml. of liver homogenate contained 0.05 mg. of fresh tissue; 0.1 ml. of the 
homogenates of the other tissues contained 1 mg. of fresh tissue. 

t Incubated for 5 hrs. at 50®. 

I Incubated for 1 hr. at 50®. 

tissues employed and because of possible contamination tvith activating 
ions, especially in the case of the epidermis. 

Reproducibility of Results — ^A 2 per cent homogenate was made from 
epidermis of normal mice and was divided into four aliquots. Each aliquot 
was studied in the manner previously described. At each level of activa- 
tion the measurements on the separate aliquots were in excellent agreement 
with each other. 

Summary of Assay Results for Liver, Kidney, Epidermis, and Carcinoma 
(Table III ) — The liver has the greatest activity of the tissues studied with 
the carcinoma, epidermis, and kidney following in that order. The smallest 
degree of activation by the procedures employed was found in the kidney ; 
the greatest activation was observed in the carcinoma. 

Influence of Injection of Arginine on Arginase Activity of the Liver, Kidney, 
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and Epidermis {Table IV ) — An experiment was performed in wliidi 75 mg. 
of arginine (pH 7.0) contained in 0.5 ml. were injected daily into adult mice, 
while control mice were given the same quantity of physiological saline. 
The mice were killed at the times indicated. Only the values for the maxi- 

Table III 

Arginase Activity of Mouse Liver, Kidney, Epidermis, and Squamous Cell Carcinoma 
The results are expressed in micrograms of urea liberated per mg. of fresh weight 
of tissue under the standard assay conditions. All activities were measured in the 
presence of Mn"^*^ ions. 


Tissue 


Samp!® No. 

Liver 

Carcinoma 

Epidermis 

Kidney 


Before 

incubation 

After 

incubation* 

Before in- 
cubation 

After in- 
cubation* 

Before in- 
cubation 

After in- 
cubation* 

Before in- 
cubation 

After in- 
cubationf 

1 

1179 

2740 

19 

159 

7 

45 

8 

12 

2 

1090 

2142 

10 

79 

4 

42 

9 

10 

3 

935 

2330 

29 

220 

5 

31 

13 

16 

4 

1033 

2490 

22 

206 

5 

21 

9 

9 

5 

1240 

2565 

24 

191 

2 

22 

3 

6 

Mean 

1095 

2453 

21 

171 

5 

32 

8 

11 


* After incubation for 5 hrs. at 50°. 
t After incubation for 1 hr. at 60°. 


Table IV 

Influence of Injection of Arginine on Arginase Activity of Liver, Kidney, and Epidermis 


The results are expressed in micrograms of urea liberated per mg. of fresh weight 
of tissue under the standard assay conditions. Liver and epidermal homogenates 
were incubated with MnCi 2 for 5 hrs. at 50°; kidney for 1 hr. 


Tissue* 

Days after 
first injection 

Controlf 

Arginine t 

Liver 

6, 7, 10 

2231 (1928-2740) 

2013 (1587-2676) 

Epidermis 

6, 7, 8 

40 (20-57) 

40 (35-53) 

Kidneys 1 

6, 7, 10 

10 (6-13) 

12 (9-13) 


* Four samples were studied for each tissue. 

t Received daily intraperitoneal injections of 0.5 ml. of physiological saline, 
t Received daily intraperitoneal injections of 75 mg. of arginine contained in 0.5 
ml. of a solution adjusted to pH 7.0. 

mally activated homogenates are reported. It is apparent that the argi- 
nine injections produced no significant effect on the arginase activity of the 
tissues studied. It has been reported that the injection of arginine mark- 
edly increased the arginase content of the muscles and kidneys of normal 
guinea pigs (5). The differing results for the kidneys may possibly be 
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ascribed to the different species employed or to variations in experimental 
procedures. 


DISCUSSION 

The type of metallic activation that occurs in the case of arginase has 
also been described for leucine aminopeptidase (6, 7) and prolidase (8). 
It has been suggested that the activation of arginase consists in the trans- 
formation of a proarginase which contains no Mn into an active arginase 
containing Mn (3). However, the mechanism of the transformation is still 
not clear. There is no way of estimating the actual activity of the enzyme 
in the active tissue prior to homogenization and dilution. Therefore, little 
can be said regarding the physiological significance of determinations made 
in homogenates until these measurements are correlated with other variables 
to which they may be related. 

It was found that different degrees of activation could be achieved for 
the various tissues studied. It is important to measure the maximal activ- 
ity of which a tissue is capable, since this gives an idea of the potentialities 
of a tissue with respect to the reaction which the enzyme catalyzes. It will 
be showm in a subsequent report on changes in arginase activity in epidermal 
carcinogenesis that the most consistent results and those best correlated 
with other chemical changes were obtained in the maximally activated 
tissues. 

From the results obtained it is apparent that any procedure employed 
for the measurement of the arginase activity of a tissue must be standard- 
ized for that tissue. It would not even seem advisable to transfer a pro- 
cedure developed for an organ of one species to the same organ of another 
species without further testing. 


SUMMARY 

1. A procedure for the determination of the arginase activity of homog- 
enates of tissue was developed from previously reported knowledge of the 
behavior of this enzyme and was applied to the estimation of the activity 
of the liver, kidney, and epidermis of the Swiss mouse and of a transplant- 
able squamous cell carcinoma originally derived from the epidermis by the 
application of methylcholanthrene. 

2. The arginase activity of dilute homogenates of the above tissues was 
increased by the addition of Mn++ and was further increased by heating 
at 50° in the presence of Mn++. 

3. The activity was proportional to the quantity of tissue employed and 
the rate of the reaction was constant under suitably chosen conditions. 

4. The liver had the greatest activity, with the carcinoma, epidermis, 
and kidney following in that order. 
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5» The injection of arginine had no significant effect on arginase activity 
of liver, kidney, or epidermis in the mouse. 
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THE INACTIVATION OF STEEPTOMYCIN BY CYANATE* 

By ROBERT J. FITZGERALD 

(From the Department of Physiology and Pharmacology^ Duke University 
School of Medicine^ Durham^ North Carolina) 

(Received for publication, June 30, 1948) 

The reversal of the bacteriostatic action of streptomycin for certain myco- 
bacteria as well as Escherichia coli by urea has been the subject of a pre- 
liminary note by Fitzgerald and Bemheim (1). At that time the possibility 
was considered that urea was being directly assimilated by the organisms. 
Subsequent work to elucidate the nature of this phenomenon has revealed 
that the agent which causes the reversal of streptomycin is most probably 
not urea but some product formed when urea is autoclaved in the medium. 
The purpose of this paper is to present the experimental evidence for this 
conclusion as well as information on the possible nature of the active re- 
verser and its mode of action. 


Methods 

The experiments were done with Mycobacterium tuberculosis 607 grown 
in the Tween medium of Dubos (2). The medium was dispensed in a final 
volume of 10 cc. in test-tubes 1 inch in diameter and suitable for use in the 
Evelyn photoelectric colorimeter. The inoculum consisted of 0.5 cc. of 
a 1 :20 dilution of a 48 to 72 hour culture which was adjusted to a standard 
density prior to dilution. All tests were run at 37°. Ammonia deter- 
minations were done by a modified method of Van Slyke and Cullen (3) 
and urea determinations were done by the method of Ormsby (4). Stock 
1 per cent solutions of urea were made in 0.05 m phosphate buffer at pH 7.0 
and appropriate dilutions made in the medium prior to sterilization by auto- 
claving at 122° for 10 minutes. Originally this procedure was followed 
routinely, since only about 10 to 20 per cent of the urea was decomposed 
by this treatment. 

The streptomycin was added aseptically from suitable dilutions of a stock 
solution of streptomycin sulfate (Winthrop) in sterile distilled water which 
contained 100,000 y of streptomycin per ml. Growth was followed tur- 
bidimetrically be means of an Evelyn colorimeter with a No. 660 filter. 

EXPERIMENTAL 

The effect of various concentrations of urea autoclaved in Dubos medium 
on the bacteriostatic action of 100 y per cent of streptomycin is shown in 

* Aided by a grant from the Duke University Research Council. 
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Fig. L Under the test conditions the growth of Mycobacterium tuberculosis 
607 is inhibited by 10.0 7 per cent of the drug, while in the presence of 12.0 
mg. per cent of urea appreciable growth occurs with 100.0 7 per cent of 
streptom^^cin. Subcultures from the urea-streptomycin tubes onto veal 
infusion-glycerin agar containing various concentrations of streptomycin 
revealed that the sensitivity of these organisms to the drug was the same 
as the controls. In other words the organisms growing in the urea-strepto- 
mycin tubes had not become streptomycin-fast in spite of the fact that 



Fig. 1. The effect of urea concentration on the bacteriostasis of Mycobacterium 
tuberculosis 607 by 100.0 y per cent of streptomycin. 


under normal conditions M . tuberculosis 607 can rapidly develop resistance 
to this drug. The urea concentration of the medium decreases with growth 
of the organisms and, since similar results could be obtained with Escheri- 
chia coU 6522 which presumably contained no urease, the possibility was 
considered that urea was being assimilated directly by the organisms. 
However, it was found that any loss of urea could be accounted for by 
accumulation of ammonia in the medium. Subsequent studies showed 
that M. tuberculosis 607, M. tuberculosis BCG 8240, and the H37RV strain 
of M. tuberculosis j as well as E. coli 6522, all possessed definite urease 
activity. 
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Furthermore it was found that no reversal of streptomycin occurred 
when the urea was sterilized by filtration through Seitz pads or sintered 
glass filters and added aseptically to the medium. This would indicate that 
the active reverser is produced as a result of autoclaving the urea. In 
order to determine the conditions necessary for the formation of the re- 
reverser, urea w^as autoclaved separately in distilled water and also together 
with various components of the medium prior to addition to the test 
medium. The results of such an experiment are sho^vn in Table I from 
which it may be seen that the most effective reversal of streptomycin occurs 
when the urea is autoclaved in the complete medium. 


Table I 

Reversal of Streptomycin by Urea Previously Autoclaved With Different Constituents of 

Dubos Medium 


Suppiement* 

1 

Streptomycin 

Density, (2 - log T) X 100 

26 lirs. 

42 Iirs. 

70 hrs. 

Urea and phosphates 

7 per cent 

100 

0.0 

0.0 

' 2.4 


50 

0.0 

2.4 

i 6.9 

citrates, and MgSO*’- 

100 

0.9 

1.4 

6.7 

7H2O : 

50 

2.4 

i 6.7 

8.3 

Urea and complete medium 

100 

3.1 

! 6.4 

8.0 


50 

3.4 

1 7.3 

8.6 

“ “ distilled water 

100 

0.0 

0.0 

4.4 


50 

0.0 

0.0 

0.0 

Streptomycin control 

100 

0.0 

0.0 

0.0 


50 

0.0 

0.0 

0.0 


5 

0.0 

0.9 

7.4 

Control 

0 

2.5 

8.8 

13.7 


* Unless otherwise indicated, each tube contained the equivalent of 100 mg. per 
cent of urea (before autoclaving). The various supplements as well as the complete 
medium were autoclaved for 10 minutes at 122°. 


To establish somewhat more precisely the conditions for the formation 
of the reverser samples of the urea-containing medium were boiled for 10 
minutes or autoclaved for various periods of time. Neither boiling for 10 
minutes nor autoclaving for 1 minute gave rise to any reverser. Best 
results were obtained when the urea-containing medium was autoclaved 
for from 5 to 15 minutes. Growth in media with urea autoclaved for longer 
periods was not optimal, presumably due to the pH changes resulting from 
accumulation of ammonia. 

Removal of the residual urea after it had been autoclaved in the medium 
was accomplished by addition of purified urease (Squibb). It could be 
shown after such treatment that the reverser was still present. 
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A number of compounds that could be considered related to or derived 
from urea were tested as possible reversers. These included ammonium 
carbonate, ammonium carbamate, biuret, guanidine hydrochloride, thi- 
ourea, sodium cyanide, sodium thiocyanate, and potassium cyanate. All 
the compounds were made up in 0.05 m phosphate buffer at pH 7.0 and 
sterilized by Seitz filtration. Additions were made to the test mixtures 
from appropriate dilutions in Dubos medium. None of these compounds 
could function as a reverser, with the exception of potassium cyanate. 



Fig. 2. Comparison of urea autoclaved in the medium and potassium cyanate 
added aseptically as reversers of streptomycin. 

Fig. 2 shows a comparison of potassium cyanate added aseptically and urea 
autoclaved in the medium as streptom^^cin reversers. The cyanate has the 
greater activity, being approximately 10 times as effective as the auto- 
claved urea in counteracting the bacteriostatic effect of streptomycin on 
Mycohacterium tuberculosis 607. Similar results ^vere obtained with Esch- 
erichia coli 6522 in the medium of Kohn and Harris (5), and a laboratory 
strain of Staphylococcus aureus in Difco nutrient broth. When the cyanate 
was autoclaved in the medium most of its ability to reverse streptomycin 
was lost. 

Cyanate is probably not utilized by these organisms because concentra- 
tions above 10 mg. per cent inhibit growth. It seemed probable therefore 
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that cyanate was reacting with the streptomycin molecule. If this were 
so, cyanate added to washed suspensions of mycobacteria should counteract 
the inhibitory effect of streptomycin on the formation of the adaptive 
enzyme for benzoic acid (6), Experiments were done with Mycobacterium 
tuberculosis 607 and Mycobacterium lacticola. 1.0 mg. of potassium cyanate 
completely prevented the inhibition of enzyme formation by 0.2 mg. of 
streptomycin. Since cyanate alone inhibits the oxygen uptake under 
these conditions it probably is not metabolized. This experiment indi- 
cates therefore that cyanate reacts with the streptomycin molecule. Be- 
cause of the ability of cyanate to react with amino groups, it is probable 
that it combines with these groups in streptomycin. 

DISCUSSION 

The inhibition of the bacteriostatic effect of streptomycin by urea auto- 
claved in Dubos medium is most probably due to formation of some new 
compound, since urea itself does not possess this property. Salt effects on 
streptom 3 "cin are ruled out because comparable concentrations of ammo- 
nium carbonate or ammonium carbamate are inactive. Of the compounds 
tested potassium cyanate is the only one which meets the requirements of 
the hypothetical compound in that it reverses streptomycin and small 
amounts of cyanates may be formed by autoclaving urea solutions. 

In view of the fact that cyanate does not seem to be a normal metabolite 
of Mycobacterium tuberculosis 607 and may actually inhibit its growth and 
metabolic activity it is probable that it reacts with the streptomycin mole- 
cule. Although the nature of this reaction has not been elucidated, the 
reactivity of cyanates with free amino groups and the presence of these 
groups in the streptamine portion of the molecule suggest that this is the 
point of attack. Donovick et aL ( 7 ) have already demonstrated that strep- 
tomycin may be inactivated by certain carbonyl reagents such as semi- 
carbazide, thiosemicarbazide, and hydroxylamine which presumably act 
upon the carbohydrate portion of the molecule. It would appear from the 
results herein presented that the free amino groups of streptomycin are also 
essential for antibiotic activity. 


SUMMARY 

1. When urea is autoclaved in Dubos medium a product is formed which 
blocks the bacteriostatic action of streptomycin. 

2. Of the substances tested cyanate is the only one viiich satisfies the 
characteristics of this reverser. 

3. Cyanate probably inactivates streptomycin directly, possibly by com- 
bining with its free amino groups. 
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THE REDUCTION OF COZYMASE BY SODIUM BOROHYDRIDE* 
By martin B. MATHEWS 

{From the Diparlment of Chemistry, University of Chicago, Chicago) 
(Received for publication, June 23, 1948) 

Cozymase (diphosphopyridine nucleotide, DPN) has been assayed by a 
variety of biochemical and chemical methods (1). Among the simplest 
procedures has been the determination of the light absorption of reduced 
DPN at 340 mpi, after reduction by sodium hydrosulfite. Since special pre- 
cautions are required to remove completely the excess reducing agent which 
absorbs in this region, it appeared advantageous to find another reducing 
agent which could be employed for the same purpose with greater ease. 

A study of the action of sodium borohydride (NaBH 4 ) on DPN revealed 
that it filled the necessary requirements. The main advantage of this new 
reagent lies in its absence of light absorption at 340 mju. Spectrophoto- 
metric measurement of DPN reduced by NaBH 4 may therefore be made 
without removal of excess reagent. The assay procedure together with 
some observations on the properties of the reduction product will be 
described in this communication. 

EXPEEIMENTAL 

Reagents — Sodium borohydride was obtained as a white powder of 
approximately 95 per cent purity.^ Its preparation and some of its proper- 
ties have been previously described (2). In water solution, NaBHi hy- 
drolyzes slowly according to the equation NaBH 4 + 2 H 2 O — > Na"^ + 
B 02 "“ "f“ 4H2. 

This reagent was selected from a variety of available metallo hydrides 
because it shows a moderate stability in water solution. The rate of 
hydrolysis was determined approximately by titrating NaBH [4 with iodine, 
and it was ascertained that a 0.1 per cent solution in distilled water was 
completely hydrolyzed in 1 minute at 100°, but that at 4° only about 10 
per cent of the available reducing ability of a 5 per cent solution was lost 
per day. These properties make it possible to destroy excess reagent 
completely when this is necessary, and also to prepare the reagent for use 
as a solution which may be kept in the cold for several hours. 

Cozymase was purchased from the Schwarz Laboratories. Solid dihy- 
drocozymase was prepared according to Ohlmeyer (3). The assay of DPN 

* This investigation was aided by a grant frona the Rockefeller Foundation. 

^ Kindly furnished by Albert Stewart, Chemistry Department, University of 
Chicago. 
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with sodium hydrosiilfite was carried out according to the procedure used 
by LePage (4). 

All spectrophotometric measurements were made with a Beckman quartz 
spectrophotometer, model DU. 

Assay of DP^ with NaBHA — The assay of DPN is accomplished by 
adding about 2 mg. of NaBH 4 (as solid or in solution) to 3,0 cc. of 0.1 m 
phosphate buffer, pH 7.0, containing about 0.5 mg. of DPN. These con- 
ditions are suitable for ceils of 1 cm. width commonly used with the Beck- 
man spectrophotometer. About 1 minute is allowed for the reduction. 
During this time the solution is shaken gently to aid removal of hydrogen 
formed by hydrolysis of the reagent. The optical density is then meas- 
ured at once. Interference mth the measurement by gas bubbles can 
readily be avoided by proper tilting of the cuvette immediately before 
the reading is made. Phosphate buffer may be used as a blank, but cor- 
rections must of course be made for any light absorption by impurities in 
the unreduced DPN preparation.^ 


Table I 

Assay of Cozymase Preparations 



Per cent purity"^ 

Lot 1 

Lot 2 

By reduction with sodium hydrosulfite (LePage (4)) 

borohydride; spectropho-l 
tometric " ! 

By reduction with sodium borohydride; iodine titra- 
tion 

37.6 ±0.4 

35.1 ±0.2 

39.1 ±0.5 

40.5 ± 1.0 
39.9 ± 0.8 

41.6 ±0.5 


* Data are given with the average deviation from the mean of two or more de- 
terminations. 


The validity of the method rests upon the fact that the spectrum of the 
reduction product is identical mth that obtained with sodium hydrosulfite 
for the region 330 to 400 my. The absorption band with a peak at 265 m/x, 
characteristic also of adenine derivatives present as impurities in the DPN 
preparations used, was not appreciably changed by NaBH 4 , Table I 

^ It is necessary to use a buffer of pH 7.0, since the reduction of DPN by NaBH 4 in 
solutions of pH greater than 7.5 leads to the production of a stable yellow color pos- 
sessing an absorption peak at 340 mp and a smaller peak at about 420 m^u. This does 
not occur at pH 7.0 to 7.1. A stable yellow product has been obtained by Adler and 
coworkers (5) on reduction of DPN with sodium hydrosulfite in highly alkaline 
; medium. It has commonly been supposed to be a semiquinoid radical (6). The 
i stable yellow substance obtained upon reduction of DPN with NaBH 4 in media of 
pH greater than 7.5 differs considerably from the above product in absorption spec- 
trum and will be reported on more fully in a subsequent communication. 
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shows representative results obtained on assaying two different DPN 
preparations spectrophotometrically, by means of both the NaBH 4 and the 
hydrosulfite procedures. The percentage purity was calculated from an 
extinction coefficient of 6.27 X 10® sq. cm. per mole at 340 mju (3). 

Table I also shows the assay values obtained by iodine titration of the 
reduced DPN formed by NaBH 4 . Titration of reduced DPN was carried 
out with 0.005 N iodine solution and starch as indicator. This method was 
first suggested by Karrer and Ringier (7) and has more recently been used 
by Drabkin (8) as a method for assaying solid dihydrocozymase. 1 mole 
of pure dihydrocozymase is quantitatively oxidized by 2 equivalents of 
iodine. For the determinations reported in Table I, the reduction was 
carried out as described for the spectrophotometric assay with a somewhat 
larger amount of the reactants, and excess NaBH 4 was then removed by 
heating to 100° for 1 minute. 

Biological Activity of Product — The enzymatic reoxidation of reduced 
DPN was carried out with sodium pyruvate and lactic dehydrogenase 
obtained by dialysis of an extract of a pig heart acetone powder. In no 
case did enzyme alone or substrate alone produce any reoxidation. Re- 
duced DPN obtained by use of sodium hydrosulfite was found to be 100 per 
cent reoxidizable by lactic dehydrogenase, as was demonstrated by Green 
and Dewan (9). Under similar conditions, DPN reduced by NaBIU was 
reoxidized only 45 to 51 per cent. Partial enzymatic reoxidation of NaBH 4 “ 
reduced DPN lowered the absorption band with a peak at 340 mju in the 
same proportion at each wave-length over the range of 330 to 400 my. 

It has been earlier observed that sodium bisulfite and hydrogen cyanide 
combine with DPN (but not with reduced DPN) to yield addition products 
absorbing at 340 m/x (10). That there was no interference from com- 
parable addition products in the reoxidation of DPN reduced by NaBH 4 
follows from the unchanged optical density obtained on the addition of a 
completely hydrolyzed solution of NaBH 4 to DPN. 

DISCUSSION 

The agreement between assay values appearing in Table I shows that 
sodium borohydride may be satisfactorily used for the assay of DPN.® 
The products of reduction, however, though closely similar, are not en- 
tirely identical to those obtained by the use of sodium hydrosulfite. 

The probability that reduction by sodium borohydride produced two 
isomeric forms of dihydrocozymase should be considered. Since, as 

2 In applying NaBH 4 to the analysis of triphosphopyridine nucleotide, Mr. Eric 
Conn of the Department of Biochemistry, University of Chicago, has found that the 
results are in agreement with those obtained by the reduction of triphosphopyridine 
nucleotide with gIucose-6-phosphate and Zwischenferment. 
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pointed out by Ivarrer and coworkers (11), the two^ possible isomeric 
dihydro products would be expected to differ in ultraviolet spectrum, it 
seems more probable that sodium borohydride acts upon DPN in a more 
complex manner. 


SUMMARY 

Sodium borohydride has been applied successfully to the assay of DPN. 
Since this reagent does not absorb in the near ultraviolet and the excess is 
readily hydrolyzed to sodium borate, the new assay procedures are more 
convenient than previous ones with sodium hydrosulfite. However, the 
reduced products obtained are only partially enzymatically active. 

I should like to express my thanks to Professor Birgit Vennesland and to 
Professor T. R. Hogness for their kind criticism and encouragement during 
the course of this work. 
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CARBOHYDRATE METABOLISM IN HIGHER PLANTS 

I, PEA ALDOLASE 


By P. K. STUMPF 

(From the Division of Plant Nutrition, University of California, Berkeley) 
(Received for publication, June 23, 1948) 

In recent years muscle aldolase has been studied extensively by several 
investigators (1-5). The enzyme has been crystallized and its properties 
and kinetics carefully documented. Little attention, however, has been 
paid to its counterpart in plant tissue. Although its presence in plants has 
been indicated by several workers, namely Baba (6), Allen (7), and James 
et aL (8), its properties, kinetics, and biological function have not as yet 
been analyzed. 

The purpose of this communication is to present such data for a plant 
aldolase isolated from the pea seed. Subsequent communications will deal 
with the distribution and biological role of aldolase in higher plants and 
other key enzymes involved in carbohydrate metabolism in higher plants. 

Preparation and Properties 

For the most part pea seeds (Dwarf Telephone) were employed as the 
source for the enzyme, though squash seeds were also found suitable. The 
enzyme was readily extracted from pea seeds, which had been soaked for 12 
hours in distilled water at 2°, with 0.1 per cent potassium carbonate as 
the extracting solvent. The extract was then subjected to (1) ammonium 
sulfate fractionation, (2) isoelectric precipitation with dilute acetic acid 
at pH 5.5, by which procedure much inert protein was precipitated, while 
aldolase remained in solution, and iBnally (3) acetone fractionation followed 
by dialysis and a final isoelectric precipitation. The details of the purifica- 
tion procedure are summarized in Table I and discussed in the experi- 
mental section. 

Enzyme activity was measured by the cyanide-fixing method of Herbert 
et aL (1), in which the triose phosphates, formed from the scission of 
fructose diphosphate, react with cyanide to yield cyanohydrins. Triose 
phosphate P w^as then estimated after hydrolysis by exposure to strong 
alkali for 20 minutes at 20°. The enzyme unit employed in this investi- 
gation differed from others, since pea aldolase does not have the high 
specific activity of its counterpart in animal tissue. Therefore, in establish- 
ing a reproducible unit, the amount of alkali-labile P released has been 
decreased 10-fold, while the time period was increased from 3 to 10 minutes. 
The unit may then be defined as the amount of enz 3 rme required to liberate 
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0.1 mg. of inorganic P equivalent to triose phosphate in 10 minutes at SO"" 
in a 0.1 M veronai buffer of pH 8.5 in an excess of fructose diphosphate and 
cyanide. Other carbonyl fixatives, such as bisulfite, hydrazine, and semi- 
carbazide, in final concentrations equivalent to that of cyanide (0.08 m) can 
be employed. Hydroxylamine was unsatisfactory because it inhibited al- 
dolase completely in a 0.01 m final concentration. 

The final enzyme fraction of highest purity (Fraction Bs) is a water-clear 
solution with no isomerase activity. Since the initial extract contained 
0.06 unit per mg. of protein and the final preparation 5.5 units per mg. of 


Table I 

Purification of Pea Aldolase 


Fraction 

Purification procedure 

Total 

units 

Units 
per mg. 
protein 

Extract 


460 

0.06 

I 

Neutral saturated (NH 4 ) 2 S 04 to 35% saturation 

43 

,0.007 

II 

1 (t u a 

341 

0.11 


II dialyzed 5 hrs. against distilled water at 50° 



Ha 

Neutral saturated (NH 4 ) 2 S 04 to 40% saturation 

14 

0.03 

Ilb 

“ “ “ “ 51% 

98 

0.14 

lie 

“ “ “ “ 61% “ 

165 

0.19 

Ild 

a XX XX XX xx 

34 

0.07 


lie dialyzed overnight against distilled water 

i 


lie, residue 
“ superna- 

Ppt. with 1% acetic acid to pH 5.5 

6 

155 

0.04 

0.25 

tant (A) 

A 

Acetone added to 55% 

5 

0.08 

B ! 

XX XX xx Q2% 

135 

0.32 

C 

u XX XX 72 % 

2 



B dialyzed overnight 



B, residue 
“ supernatant 

Ppt. with 1% acetic acid to pH 5.5 

8 

97 

0.11 

5,50 

(Fraction Bs) 





protein, the degree of purification relative to the first extract is 5.5/0.06 
or 92-foid. 1 mg. of protein (Fraction Bs) forms 3,3 mg. of triose phosphate 
P per hour or 18.1 mg. of triose phosphate per hour under standard con- 
ditions at 30'". 

The enzyme is strongly adsorbed on alumina C y. All attempts to elute 
mth dilute alkaline solutions, including veronal buffers, sodium bicar- 
bonate, and ammoniacal ammonium sulfate, failed. Some attempts were 
made to induce crystallization by the techniques described recently by 
Taylor ei aL (3), but without success. 

The enzyme is a rather stable protein. Solutions of the enzyme can be 
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frozen and stored indefinitely without loss of activity. Dialysis in the cold 
against distilled water resulted in no loss, though dialysis at room temper- 
ature did cause appreciable loss. It is unstable below pH 5.5 and above 10, 
but stable within these ranges. Organic solvents, such as acetone or al- 
cohol, did not alter its stability. 

Exposure of a neutral solution of the enzyme for 5 minutes at 45° caused 
no inactivation. However, at 50° a 4 per cent loss was observed, at 55° a 
70 per cent loss, and at 60° complete inactivation occurred. 



Fig. 1, Effect, of time on decomposition of hexose diphosphate. Each tube con- 
tained 1 .0 cc. of enzyme (Fraction Bs), 0.5 cc. of 0.1 m Yeronal buffer at pH 8.5, and 0.1 
cc. of 0.1 M hexose diphosphate. At a given time 0.1 cc. of 2 m cyanide at pH 8.5 was 
added. Temperature 31°. 

Reaction — Pea aldolase catalyzes the reversible reaction 

(1) Fructose diphosphate dihydroxyacetone phosphate + 

D-3-glyceraldehyde phosphate 

The reversible nature of this reaction is illustrated in Fig. L Equilib- 
rium was attained in approximately 10 minutes. Addition of cyanide to 
the reaction mixture fixed the triose phosphates and thus the reaction was 
shifted completely to the right. Within 70 minutes hexose diphosphate 
was quantitatively converted to an equimolar mixture of dihydroxyacetone 
phosphate and D-3-glyceraldehyde phosphate. 
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Iodine oxidation experiments with equilibrium mixtures demonstrated 
that equimolar mixtures of the triose phosphates were formed. Therefore 
it may be concluded that isomerase was absent from the enzyme prepa- 
rations employed in equilibrium studies. Although both triose phosphates 
are unstable in strong alkali, iodine oxidation converts D-3-glyceraklehyde 
phosphate, but not dihydroxyacetone phosphate, to the very stable plios- 
phoglyceric acid. Thus, after iodine oxidation of an equilibrium mixture, 
if no isomerase is present, the alkali-labile phosphate, derived now solely 
from the degradation of dihydroxyacetone phosphate, should fall to 50 per 
cent or less of the original alkali-labile phosphate. Experimentally, after 
iodine oxidation of different equilibrium mixtures, a decrease of from 50 to 
70 per cent of the original total alkali-labile phosphate was consistently 
observed. 

The equilibrium constant K was therefore estimated from the equation 

(2) K — (i triose phosphate)^ 

(fructose diphosphate) 

and was found to be about 1.15 X lO”'^ mole per liter at 31"^ (in borate buffer 
at pH 8.5), which is somewhat higher than that of animal aldolase which is 
about 0.9 X 10“^ mole per liter at 31^ (1, 2).^ As summarized in Table II, 
the equilibrium is shifted to the right with an increase in temperature and 
therefore follows the vank Hoff law of reaction isochores. 

Pea aldolase like animal aldolase exhibits the same high substrate 
specificity in that only fmctose-1, 6-diphosphate is broken down to the 
triose phosphates. The monophosphates of glucose, glucose-l-phosphate 
and glucose-6-phosphate, and the monophosphate of fructose, fructose-6- 
phosphate, are inert in the en 23 mie system. 

The pH optimum, shown in Fig. 2, is approximately 8.5 in 0.1 M veronal 
buffer. Since the enzyme protein is unstable in the higher as well as in the 
lower pH ranges (above pH 10 and below pH 5), the fall in activity is due 
to a destruction of the enz 3 rme protein rather than to a reversible decrease 
in enzyme activity. In setting up the pH dependence curve, all pH 
adjustments of reaction mixtures were controlled with the Beckman pH 
meter. 

Figs. 3 and 4 indicate the relation of enzyme activity to enzyme concen- 

^ The slight discrepancy between the observed K values for pea aldolase and the 
values cited for the animal aldolase could not be reconciled despite the following 
considerations: (a) since isomerase is absent, the differences observed could not be 
caused by K measurements of two reactions, catalyzed by aldolase and isomerase, (b) 
phosphatase is absent since no inorganic P is detected in reaction mixtures, (c) 
though borate buffers at pH 8.5 were employed, buffers of pH 7.3 used by Meyerhof 
and Herbert gave similar results, (d) experiments with muscle aldolase gave K values 
which cheeked closely with values in the literature. 
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Table II 


Aldolase Equilihrium* at Different Temperatures 


Enzyme 

Temperature 

Time 

Hexose diphos- 
phate, final 

Triose phos- 
phate formed 

K 1 

K (mean) 

cc. 

“C. 

min. 

M X 10-i 

M X 10~^ 

M X 10~^ 1 

per 1. 1 

M X 10”^ 

^ef 1. 

0.5 

31 

20 

3.83 

1.40 

1.28 1 


0.5 


20 

8.03 

2.06 

1.32 1 


0.5 


40 

8.01 

2.1 

1.37 ! 


0.5 


30 

6.27 

1.42 

0.80 


0.5 


20 

4.07 

1.46 

1.31 i 


1.0 


20 

4.05 

1.50 

1.39 


0.5 


30 

3.9 

1.2 ! 

0.92 

1.15 

0.5 

22 ' 

40 

3.94 

1.18 

0.88 


1.0 


40 

3.92 

1.22 

0.95 

0.91 

1.0 

40 

20 

3.23 ' 

2.6 

5.25 


1.0 


40 

7.03 

4.07 

5.87 

5.56 


^ In O.I M borate buffer at pH 8.5. 



Fio. 2. Reaction velocity as a function of pH, Sach tube contained 1 cc. of 
enzyme, 0.5 cc. of 0.1 M hexose diphosphate, 1 cc. of 0.1 m veronal buffer, and 1 cc. 
of 0.25 M cyanide, the reaction mixture being adjusted to the desired pH. 0.1 m 
' acetate buffer was employed for the value at pH 5.4. Temperature 31"*. 
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tration and substrate concentration, respectively. From Fig. 4, tlie Km is 
approximately 0.8 X 10“^ mole per liter, which suggests that pea aldolase 
has an affinity for the substrate some 10-fold greater than that of animal 
aldolase, which has a Km of about 9 X 10“^ mole. 

In sharp contrast to the animal enzyme (1, 4), pea aldolase is not very 
sensitive to heavy metal inhibition. Thus in a final concentration of 10“*^ 
M, copper sulfate, mercuric acetate, phenylmercuric acetate, and silver 
nitrate did not inhibit the enzyme. Further, in a final concentration of 



Fig. 3. Reaction velocity as a function of enzyme concentration. Each tube 
contained 0.5 cc. of 0.1 m hexose diphosphate, 1 cc, of 0.1 m veronal buffer at pH 8.5, 
1 cc. of 0.25 M cyanide at pH 8.5, varying concentrations of enzyme, and water to a 
final volume of 4.5 cc. Temperature 31°. 

M iodoacetamide, fluoride, indoleacetate, and azide as well as a satu- 
rated solution of capryl alcohol and 10“^ n iodine gave no inhibition. 
Cysteine, o5,o;'-dipyridyl, and cyanide, contrary to the observations of 
Warburg and Christian with yeast aldolase (5), did not inhibit the enzyme. 

Several compounds which might be considered as possible competitive 
inhibitors for the active center of the enzyme were examined. In final con- 
centrations of 10"- M, glucose, fructose, glucose-l-phosphate, glucose-6- 
phosphate, friictose-6-phosphate, iS-glycerophosphate, and pyruvic acid did 
not cause any decrease in the rate of fructose diphosphate decomposition. 

Of the several carbonyl reagents tested, cyanide, bisulfite, semicarbazide, 
hydrazine (adjusted to a final pH of 8.5) in a final concentration of 8 X 10"^ 
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M were equivalent in their fixative capacity. Hydroxylamine, however, 
was the only exception, since it acted as an inhibitor of the enzyme. Thus 
ill a final concentration of 10“^ m, the reagent inhibited the enzyme 100 per 
cent; in 10“^ M, 55 per cent; and in 10""^ m, only 14 per cent. Since divalent 
cations such as cobalt, zinc, magnesium, and manganese did not reverse the 
inhibition, the nature of the inhibition was probably not related to the for- 
mation of a metal-reagent-enzyme complex. 



Fig. 4, Reaction velocity as a function of substrate concentration. Each tube 
contained 0.5 cc. of enzyme, 1 cc. of 0.25 m cyanide, 1 cc. of 0.1 m veronal buffer at pH 
8.5, increasing concentrations of 0.1 m bexose diphosphate, and water to a final volume 
of 3.5 cc. Temperature 31°. 

Attempts to resolve the enz3rme into a protein moiety and a specific 
prosthetic group were unsuccessful. After dialysis for 12 hours at 2"^ 
against 10“^ m acetate buffer at pH 4.5, the enzyme was completely inactive; 
addition of either zinc, magnesium, manganese, or cobaltous ions to the 
dialyzed enzyme did not restore activity. After dialysis for the same period 
of time against 0.05 per cent potassium carbonate, no loss in activity was 
observed. Prolonged dialysis against distilled water and exposure of the 
enzyme to saturated ammonium sulfate at pH 4.5 also did not yield success- 
ful results. 

EXPEKIMENTAL 

Preparation — In a typical purification procedure, 25 gm. of pea seeds 
(Dwarf Telephone), after soaking overnight at 2“^ in an equal volume of 
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distilled water, were suspended in 10 volumes of cold 0.1 per cent potassium 
carbonate and dispersed in a Waring blendor for 5 minutes. The larger 
particles were removed by passing the extract through several layers of 
moist cheese-cloth. Purification procedures were then employed, as out- 
lined in Table L 

In animonium sulfate fractionation, neutralized saturated ammoiiium 
sulfate rather than unneutralized or solid ammonium sulfate was employed 
and found to give higher yields. Since long periods of gravity filtration of 
ammonium sulfate precipitation at room temperature resulted in some loss 
of enzyme, all separations were therefore carried out in the cold by centri- 
fuging in the International refrigerated model No. L Rapid isoelectric 
precipitations with 1 per cent acetic acid at 0^ to pH 5.5 were essential, 
since even short exposure to pH lower than 5.5 led to irreversible 
inactivation. 

All attempts to carry purification beyond the stage of 5.5 units per mg. 
of protein were discontinued, since it was consistently observed that 
addition of either saturated ammonium sulfate or acetone to the 5.5 unit 
stage did not give clear cut fractions; instead stable colloidal solutions 
formed, from which proteins could be separated only after the removal 
of the added reagents by dialysis, etc. 

Methods of Estimation — Enzyme activity was estimated as follows: 1 
CO. of an enzyme solution, 1 cc. of 0.1 m veronal buffer at pH 8.5, and 1 cc. 
of 0.25 M cyanide^ in a test-tube were placed in a water bath maintained at 
30° for 10 minutes. 0.5 cc. of 0.1 m fructose diphosphate (also at 30°) was 
rapidly added and the reaction stopped after 10 minutes by the addition 
of 5 cc, of 10 per cent trichloroacetic acid. The mixture was then diluted 
to 10 cc., filtered, and 0.5 cc. aliquots were made strongly alkaline by adding 
0.5 cc. of 2 N NaOH. After 10 minutes at room temperature, the alkaline 
mixture was neutralized and estimated for inorganic phosphate by the 
Fiske and Subbarow method (9). 0.5 cc. aliquots, which were not exposed 
to alkali, were run simultaneously to correct for inorganic P blanks. 

Iodine oxidations were conducted as follows: To a 0.5 cc. trichloroacetate 
aliquot were added 1.5 cc. of 10 per cent solution of sodium bicarbonate and 
0.05 cc. of 1 N iodine; this was allowed to react for 10 minutes at room 
temperature. 0.1 cc. of N bisulfite was then added to remove excess io- 
dine and the alkali-labile phosphate was estimated as described above. 

Dry weights were determined by adding to tared 15 cc. Pyrex centrifuge 
tubes known volumes of enzyme preparations. Protein was precipitated 
by adding 5 cc. of 10 per cent trichloroacetic acid; the mixture was centri- 
fuged and washed two times with 10 cc. of 1 per cent trichloroacetic acid, 

^ At the begianing of each experiment, 0.25 M cyanide was freshly adjusted to pH 
8.5 by adding 6 n HCl with phenolphthalein as the internal indicator. 
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The precdpitates in the centriiuge tubes were then dried at 80^ for 12 hours 
and weighed. Duplicate runs were carried out in each case. 

Substrates — Commercially available hexose diphosphates contained about 
15 per cent inorganic phosphate (of the total phosphate). For routine ex- 
periments, hexose diphosphate was prepared by treating sodium hexose 
diphosphate with magnesia mixture. Such preparations were free of in- 
organic phosphate and contained 84 per cent hexose diphosphate as deter- 
mined enzymatically. Purer samples of the substrate were obtained for 
equilibrium and resolution experiments by preparing the acid barium salt 
by the procedure of Neuberg et al. (10). Such preparations were free of 
inorganic phosphate and were found to contain 98 per cent hexose diphos- 
phate by aldolase analysis. Barium fructose-6-phosphate was prepared 
by the method of Neuberg et al (10), potassium glucose-l-phosphate by a 
modified method of Sumner and Somers (11). We are indebted to Dr. W. 
Z. Hassid for a generous sample of synthetic potassium glucose-6-phos- 
phate. 


SUMMAKY 

An aldolase has been isolated from peas and has been purified some 92 
times. Its properties, kinetics, and equilibrium constant have been 
studied and compared with muscle aldolase. Effects of inhibitors have 
also been investigated. 
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THE EFFECT OF CRYSTALLINE ADRENAL CORTICAL STER- 
OIDS, dl-thyroxine, and epinephrine on the ALKA- 

LINE AND ACID PHOSPHATASES AND ARGINASE OF THE 
LIVER AND KIDNEY OF THE NORMAL ADULT RAT* 

By CHARLES D. KOCHARIAN and MARY N. BARTLETT 

(From the Department of Physiology and Vital Economics, School of Medicine and 
Dentistry, The University of Rochester, Rochester, New York) 

(Received for publication, May 7, 1948) 

Aqueous adrenal cortical extract (Upjohn), but not desoxy corticosterone 
acetate, produces a remarlvable increase in the “alkaline” phosphatase of 
the liver of the adrenalectomized rat (1-3). This effect is apparently 
related to gly coneogenesis from endogenous protein (4). The extract, 
however, contains in addition to the Cn steroids many other substances 
including epinephrine^ (less than 1:800,000), which is able to increase liver 
glycogen with lactic acid as a precursor. It became important, therefore, 
to determine whether this enzyme phenomenon was a specific property of 
Cii adrenal cortical steroids and also to obtain information as to in what 
phase in the glyconeogenic process this enzyme was involved. As a means 
to these ends, a comparison has been made of the effect of aqueous adrenal 
cortical extract with a crystalline mixture of hog adrenal cortical steroids 
(Upjohn’s lipoextract)," ll-dehydrocorticosterone acetate (Merck, syn- 
thetic),^ and epinephrine. Furthermore, a study with thyroxine has been 
included because it is knowm to accelerate glycogenolysis due to an increase 
in energy demands. 

At the same time the arginase activity of the liver was studied in order 
to obtain further information as to the apparent discrepancy between the 
increase observed by Fraenkel-Conrat et aL (5) and the lack of increase 
noted in this laboratory (4) after administration of adrenal cortical extracts 
to adrenalectomized rats. 

Procedure 

Male rats of the Sprague-Dawley strain were placed in individual cages 
in an air-conditioned room at 25.5-26.6'^ and fed 10 gm. per day of a pre- 

* This investigation was aided by grants from the Josiah Macy, Jr., Foundation* 

^ Personal communication, Dr. D. J. Ingle, The Upjohn Company. 

2 The iipoextract (Research No. 8120) was provided by Dr. M. H. Kuizenga of 
The Upjohn Company on June 21, 1943, and was kept at room temperature. The 
experiments in this paper were carried out on February 16, 1948. 

® The synthetic ll-dehydrocorticosterone acetate was provided by Merck and 
Company on December 19, 1947, and dissolved at 5 mg. per ml. in sesame oil con- 
taining 10 per cent benzyl alcohol. 
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pared diet composed of casein 1G.7, sucrose 61.2, hydrogenated vegetable 
oil 7.4, yeast (Fleischmann’s 2019) 9.2, Cellu flour 1 .8, Wesson ^s salt .mixture 
3.7 (6), and as a daily supplement 1 drop of cod liver oil and 1 drop of a 34 
per cent tocopherol concentrate of wheat germ oil" diluted lOdold with 
Wesson oil. The rats were kept 3 to 4 weeks on this regimen before the 
experiments were carried out. 

The adrenal cortical hormones were administered according to the pro- 
cedure of Eeinecke and Kendall (7). The epinephrine was injected 1 hour 
before autopsy as a single 0.05 ml. subcutaneous dose of a 1 : 1000 commer- 
cial preparation of the hydrochloride (Parke, Davis and Company). The 
DL-thyroxine (Roche-Organon, synthetic) was dissolved in a small amount 
of 0.02 N sodium hydroxide and then made to 2.5 mg. per ml. with water. 
The rats lost weight rapidly with the initial dose during the first 3 days; 
therefore, the amount was reduced to 0.25 mg. per day for the remaining 
2 days. The last injection was made 24 hours before autopsy. 

At the end of the experiments the animals were anesthetized by the intra- 
peritoneal injection of 0.3 ml. of dial-urethane,® and the liver was removed 
and rapidly weighed on a Roller Smith torsion balance. The left segment 
of the median lobe was used for the enzyme studies (2, 4). The remainder 
was placed immediately into 5 ml. of hot 30 per cent potassium hydroxide 
and analyzed for glycogen by the Good-Kramer-Somogyi technique (8), 
except that the hydrolyzed glycogen was neutralized to phenolphthalein 
(9). The recently modified Somogyi method (10) was used to determine 
the reducing substance and the results are expressed as glucose. 

The kidneys were removed, weighed, and the left one used for the enzyme 
studies. 

The nitrogen content of the organs of the rats treated with nn-thyroxine 
and epinephrine was determined by the micro-Kjeldahl technique on ali- 
quots of the enzyme homogenates. 

Results 

Adrenal Cortical Hormone {Table I ) — There was the expected formation 
of liver glycogen under the stimulation of these hormone preparations. 
The most effective material in the doses used was the lipoextract, then the 
aqueous extract, and finally the synthetic ll-dehydrocorticosterone acetate. 
The “alkaline” phosphatase of the liver was greatly increased and to approx- 
imately the same extent for each adrenal cortical preparation. There was 
no parallelism with the degree of gly coneogenesis. 

The arginase activity and also the “acid” phosphatase of the liver were 
not significantly altered. 

^The wheat germ oil concentrate was provided by Distillation Products, Inc., 
through the courtesy of Dr. P. L. Harris. 

5 The dial-urethane was provided by Ciba Pharmaceutical Products, Inc. 
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Epinephrine (Table II) — The injectioa of epinephrine produced within 
1 hour a tremendous deposition of glycogen in the liver of rats fasted for 18 

Table I 

Effect of Cn Adrenal Cortical Steroids on Composition and Enzymes of Livers of Male 

Rats (250 to 252 gm.) 


Each group consisted of four rats. 



Dose 

Liver 

Glycogen 

total 

“Alkaline” 

phospha- 

tase* 

Arginase 



mg. 

mg. 

units per 
gfn. per 
centf 

units per 
gm, per 
cenSt 

Control 


6640 

22 

(3.3) 

(11,590) 

Adrenal cortical extract f 

8X1 ml. per hr. 

7440 

118 

+164 

i -24 

Lipoextract § 

8 X 0.5 ml. per hr. 

7060 

154 

+161 

1 -17 

ll-Dehydrocorticos- i 

terone acetate (syn- i 
thetic)li 

8X1 mg. per hr. 

6270 

46 

+171 

i -11 


No effect on “acid” phosphatase of liver or enzymes of kidney, 
t Per cent change from control values which are given in parentheses, 
t Aqueous, Upjohn. 

§ Lipoextract = Upjohn ’s adrenal cortical extract. 1 ml. is equivalent to 2 mg. 
of 11 -dehydro -17 -hydroxy corticosterone . 

II Dissolved at 5 mg. per ml. in sesame oil containing 10 per cent benzyl alcohol. 

Table II 


Effect of Epinephrine and Thyroxine on Composition and Enzymes of Livers of 

Male Rats 

Each group consisted of five rats. 



Dose 

Body 

weight 

Liver 

Glycogen 

total 

Nitrogen 

total 

“Alkaline” 

phospha- 

tase 

Arginase 



gm. 

mg. 

mg. 

mg. 

per 

cent 

units per 
gm. per 
cent* 

units per 
gm. per 
cent^ 

Control ! 


287 

8230 

120 

298 

3.63 

(3.0) 

(11,310) 

Epinephrine 

0.05 mg.t 

286 

9510 

613 

279 

2.95 

-5 

-24 

DL-Thyroxine 

fS X 0.5 mg. per day 1 
[2 X 0.25 mg. per day/ j 

00 

OO 

•J-+ 

7610 

7 

284 

3.71 

-33 

+3 


Per cent change from controls which are given in parentheses, 
t The autopsy was performed 1 hour after injection. 
t The body weight was 278 gm. at autopsy. 


hourSj which was accompanied by a proportionate decrease in the per cent 
but not total nitrogen (protein) content. 

The arginase and “alkaline’^ phosphatase were not significantly altered. 
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j^-h-Thyroxine (Table II ) — The animals injected with thyroxine lost 10 
gm. of their body weight with a slight but not significant increase in urinary 
nitrogen. The liver glycogen was extremely low but the nitrogen (protein) 
content was comparable with that of the control rats. 

The '‘alkaline'^ phosphatase was somewhat decreased, but the arginase 
was not affected. 

The weight of the kidney as w^as expected (qf. (11)) increased 22 per 
cent. Part of this increase was due probably to fat deposition (12). The 
kidneys were putty-colored. It is of interest that the kidneys increased 
in size while the rats were on a constant food intake. In previous observa- 
tions (11) the rats were fed ad libitum. 

In all of the above experiments there was no change in the ^^acid’^ phos- 
phatase activity of the liver or any of the enzymes of the kidney. 

DISCUSSION 

The similar increases in ^'alkaline” phosphatase of the liver of the rat 
after administration of aqueous adrenal cortical extract/’ lipoextractj and 
synthetic 11-dehydrocorticosterone acetate indicate that this phenomenon 
is a property of the S hormones of the adrenal cortex. 

The inability of either epinephrine or thyroxine to influence the level of 
activity of this enzyme in the liver in spite of their marked glycogenic and 
glycogenolytic properties provides indirect evidence that the enzyme may 
be concerned with the endogenous protein or amino acid phase of glycone- 
ogenesis. This hypothesis gains further support from the fact that neither 
a high protein nor a high carbohydrate diet will produce comparable in- 
creases in the ^^alkaline^* phosphatase of the liver (S).*^ 

The inability of any of the Cu steroid preparations to change signifi- 
cantly the arginase level of the liver of the normal rat supports the results 
obtained in the adrenalectomized rat (3, 4). These data, therefore, provide 
further evidence that a change in liver arginase level is not essential for 
glyconeogenesis from protein under the stimulation of the Cu steroids as 
suggested by Fraenkel-Conrat et al. (5, 13). Therefore, the decrease in the 
level of this enzyme after adrenalectomy (5, 4, 14) and hypophysectomy 
(13)^ must be due to some other factor or group of factors (3, 4). It is of 
immediate interest that the decrease in liver arginase after hypophysectomy 
occurs in spite of an enhanced protein catabolism.^ Furthermore, intense 
glycosuria and glyconeogenesis during alloxan diabetes are not accom- 
panied by any change in the arginase activity of the rat liverd 

® The addition of aqueous adrenal cortical extract to the homogenate of normal 
rat liver does not produce an increase in the “alkaline^^ phosphatase activity (pre- 
liminary experiments). 

^ Unpublished. 
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The failure of thyroxine to affect liver arginase is in agreement with the 
negative results obtained by Lightbody and Kleinman (15). It is of inter- 
est that Fraenkel-Conrat et al. (13) found that the thyrotropic hormone was 
ineffective in short term experiments but produced a small decrease in 
hypophysectomized rats after 10 days of treatment. Similar results were 
obtained with thyroxine. 

The failure of any of the Cn steroids to influence the enzymes of the kid- 
ney of the normal rat is not surprising. The small changes observed in the 
adrenalectomized rat (2, 4, 14) were in all probability restorative in nature. 

SUMiMARY 

Aqueous (beef) adrenal cortical extract, lipoextract (hog adrenals), and 
11-dehydrocorticosterone acetate produced very marked increases in the 
^^allcaline” (pH 9.8) phosphatase of the liver of fasted rats when injected 
eight times at hourly intervals. The increase in enzjnne activity did not 
parallel the degree of glyconeogenesis. Thyroxine produced a marked 
depletion of liver glycogen and a decrease in the enzyme. Epinephrine 
produced a tremendous deposition of liver glycogen but did not affect the 
activity of the enzyme. 

In none of the above treatments were the activities of the arginase and 
^^acid” (pH 5.4) phosphatase of the liver or the enz;>nnes of the kidney 
altered. 
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STUDIES ON THE METABOLISM OF RADIOACTIVE 
NICOTINIC ACID AND NICOTINAMIDE IN MICE=^ 


By LLOYD J. ROTH, EDGAR LEIFER, JOHN R. HOGNESS, and 
WRIGHT H. LANGHAM 

{From the Los Alamos Scientific Laboratory of the University of California. 

Los Alamos, New Mexico) 

(Received for publication, May 21, 1948) 

The use of isotopes as tracers, both stable and radioactive, has become 
a well established technique for the study of intermediate metabolism of 
many compounds of biological importance. Recently the synthesis of 
radioactive nicotinic acid and nicotinamide (wdth C^*^ in the carboxyl group) 
has been reported by Murray, Foreman, and Langham (1). 

In this paper the gross metabolism of radioactive nicotinic acid and 
nicotinamide in mice is discussed. These results were obtained by deter- 
mining the amount of radioactivity appearing in the exhaled air, urine, 
feces, and tissues as a function of time, following their administration by 
intraperitoneal injection. 


EXPEEIMENTAL 

The apparatus which was used is shown in Fig. 1. Three mice were put 
into each of several cages, (?, on glass screen, K] air (dried and freed of CO 2 
by passage through drierite and ascarite) was drawn into the system through 
J at a rate of approximately 500 ml. per minute as deteiTodned by a flow 
meter. The exhaled CO 2 was collected in a train of three towers containing 
20 per cent C02-free NaOH. Urine was collected in A under toluene. 
Feces were collected in JS. In order to minimize the contamination of urine 
and feces with food, D was inserted to trap most of the powdered food 
particles. A single stick of mouse food 4X4 inches was inserted into E 
on elevation F, which allowed animals to eat but prevented them from 
gnawing off any large particles and bringing them into the cage. Water 
was supplied through H. Funnel C gave good separation of feces and 
urine, each relatively uncontaminated vdth food. 

On Day 1 of the experiment 0.7 mg. of radionicotinic acid (50,000 counts 
per second) was injected intraperitoneally into each of nine mice (Strain 
CF-1) which were then immediately put into metabolism cages (Fig. 1). 

This document is based on work performed under contract No. W-7405-eng-36 
for the Atomic Energy Project, and the information covered therein will appear in 
Division V of the National nuclear energy series as part of the contribution of the 
Los Alamos Laboratory. 

Presented at the 113th meeting of the American Chemical Society. 
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A second set of nine animals was injected with 0.7 mg. each (SO^OOO counts 
per second) of radionicotinamide and similarly treated. The ^ radiation 
from these injections was approximately 1 roentgen equivalent per day for 
the 1st day and much less on succeeding days because of the high excretion 
rate. Urine, feces, and CO 2 were collected at various time intervals and 
activity determined. All measurements of radioactivity were made 
with the assembly described by Dauben et al. (2). 
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Fig. 1. All glass metabolism cage for collecting urine, feces, and CO 2 


The Geiger-Miiller tube usedhada thin mica window, 5.4 cm. in diameter 
and L7 mg. per sq. cm. thick. The tube was filled to atmospheric pres- 
sure with helium saturated with alcohol at 3°. 

Urine samples were collected, diluted to 25 ml., and an aliquot plated 
directly on oxidized copper disks. The measured activity was corrected 
for mass absorption with calibration curves developed by preparing plates 
of increasing amounts of biological fluids containing a constant amount of 
a water solution of radioactive nicotinic acid.^ 

^ Hogness, J. R., Roth, L. J., Leifer, E., and Langham, W., J. Am, Chem. Soc,, 
in press. 
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Exhaled carbon dioxide was collected in 20 per cent NaOH and converted 
to BaCOs. The BaCOs was precipitated onto oxidized copper disks, 
counted, and the results corrected for absorption by the method of Yank- 
wicli et al (3). 

The feces were dried in an oven at 96°, pulverized, and an aliquot ex- 
tracted with Avater in a micro Soxhlet apparatus. More than 95 per cent 
of the activity Avas remoA^ed in this manner. An aliquot of the AA^ater 
solution AA^as plated directly and counted. 

The data presented for urine, feces, and CO 2 are an average for nine mice. 

A second series of mice AA-as injected Avith similar doses of radionicotinic 
acid and radionicotinamide. The animals were sacrificed at various time 



Fig. 2 

intervals for purposes of tissue analysis. All tissues except blood were dried 
in an oven at 96°; they AA^ere then burned by standard procedures and the 
CO 2 formed in the combustion was absorbed in 10 per cent COa-free NaOH, 
precipitated as BaCOa, and plated onto copper disks. Radioactivity aa^es 
determined as above. 

Blood samples were heparinized and centrifuged. The plasma was sepa- 
rated from the cells and the cells laked Avith distilled Avater. RadioactiAuty 
in plasma and laked cells Avas determined by plating the biological fluid 
directly on copper disks. Corrections for absorption Avere made according 
to specially developed absorption curves, 

DISCUSSION 

Fig. 2 shows the excretion of radioactiAuty in the urine and CO 2 for nico- 
tinic acid and nicotinamide. Each point represents an average value for 
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the nine animals studied in each group. On Day 1 there is a large excretion 
of radioactivity in both urine and CO 2 . An initial injection of 0,7 mg. of 
nicotinic acid^ which exceeds the normal requirement, results in a large 
excretion of radioactivity in the first 24 hours. The decrease in the slope 
of the urine curves which occurs after 24 hours is presumably due to the 
incorporation of the nicotinic acid and nicotinamide into the metabolic pool 
of the animal, whereas the initial rapid excretion may be unmetabolized 
injected material. On the other hand, the rapid initial excretion of CO 2 
represents normal metabolism or detoxification. After the first 48 hours, 
when the nicotinic acid and nicotinamide are presumably in the form of 
coenzyme in the various tissues, a comparison of the ratio of radioactivity 
found in the CO 2 and urine would indicate that from 15 to 20 per cent of the 



77A{j^ 

Fig. 3 

fixed nicotinic acid or nicotinamide is eliminated as CO 2 . If one assumes 
that the radioactive CO 2 found in the first 48 hours is due only to the normal 
metabolic processes, it can be concluded that the total amount of fixed 
nicotinic acid or nicotinamide is approximately 40 per cent of the injected 
dose. 

It is to be noted that the urine curves are parallel, as are the CO 2 curves, 
indicating that nicotinic acid and nicotinamide enter into the same meta- 
bolic system. This is confirmed by the results obtained on individual 
tissue analysis. 

Work on the identification of the various metabolic products in the urine 
is in progress. 

Fig. 3 shows the radioactivity obtained by extracting the feces. The 
data are plotted as a bar graph to emphasize the irregularities in excretion. 
Because of the low activity in the feces and the likelihood of contamination 
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from the much more active urine, it is felt that little significance can be 
attached to these data. If any fecal excretion of metabolites occurs, it is 
quite low. 

The activity in the various tisaues resulting from uptake of the injected 
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nicotinic acid and nicotinamide was determined at increasing time intervals 
by sacrificing the animals and- preparing plates for counting as described 
above. Fig. 4, a through h, shows these data on a semilog plot. 

The results show that the uptake of i-adioactive nicotinic acid or nico- 
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tinamide varies mth the different organs and is highest in kidney and lowest 
in erythrocytes. No radioactivity was found in the plasma after the first 



Fig. 4,/ 


24 hours. The excretion half times vary also with the different organs and 
are about 4 days in liver, kidney, and spleen, 5 days in cardiac muscle and 
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erythrocyteSj and 8 days in brain, sternum, and skeletal muscle. Presum- 
ably the major portion of the radioactivity determined was in the form of 



eoem^me, as it has been shown repeatedly that nicotinic acid and nico- 
tinamide administered in vivo result in an increase in tissue coenzyme. 
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SUMMARY 

1 . Gross metabolism studies on nicotinic acid and nicotinamide mth use 
of compounds tagged with in the carboxyl group are presented, 

2. It is shown that of the radioactivity fixed in the tissues about 15 per 
cent of the in the carboxyl group appears as exhaled CO 2 . Presumably 
this occurs as a result of decarboxylation, but there may also be ring rupture 
followed by decarboxylation. In any case, the metabolites which have 
been isolated to date have all contained a carboxyl group in the 3 position 
of the pyridine ring. The fact that nicotinic acid and nicotinamide are 
decarboxylated should stimulate the search for additional metabolic 
products. 

3. The gross metabolism of nicotinic acid and nicotinamide is identical 
in the mouse. 
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INTRACELLULAR DISTRIBUTION OF ENZYMES 

III. THE OXIDATION OF OCTANOIC ACID BY RAT LIVER FRACTIONS^" 

By WALTER C. SCHNEIDER 

{From the McArdle Memorial Lahoratovy^ Medical School^ University of Wisconsin^ 

Madison) 

(Received for publication, June 19, 1948) 

Insoluble residues prepared by low speed centrifugation of tissue homog- 
enates made in isotonic saline have recently been used to study the enzyme 
systems for the oxidation of fatty acids (6-9, 11), the oxidation of the acids 
of the Krebs tricarboxylic acid cycle (3), oxidative phosphorylation (10), 
p-aminohippuric acid synthesis (2), and citmlline synthesis (1). Our own 
studies on the differential centrifugation of rat tissue homogenates have 
shovn that isotonic saline produces extensive agglutination of the mito- 
chondria with the result that the fraction obtained at low speed was a mix- 
ture of all of the nuclei and 40 to 80 per cent of the mitochondria of the 
homogenate in addition to any cells that had not been broken during the 
homogenization (5, 14). It is, therefore, of interest to determine whether 
the enzymatic reactions mentioned above are associated vith the nuclei, 
the mitochondria, or the unbroken cells, or whether a combination of two 
or more fractions is necessary for enzymatic activity. Such a study was 
made possible by the finding that agglutination was greatly decreased when 
the homogenates were made in isotonic or hypertonic sucrose solutions (5). 
Thus a more efficient separation of nuclei and mitochondria was possible 
in the sucrose homogenates than had hitherto been possible in the saline 
homogenates. 

The present report describes the study of the oxidation of octanoic acid 
by fractions obtained from rat liver and shows that the oxidation of this 
fatty acid is associated mainly with the mitochondria.^ 

Materials and Methods 

Preparation of Livers — Stock rats originally of the Sprague-Dawley strain 
obtained from the Holtzman Company, Madison, were fasted overnight to 
eliminate glycogen from the liver. The rats 'were Idlled by decapitation 
and the livers were removed and chiUed in ice-cold isotonic KCL After 

* This work was aided by a grant from the American Cancer Society on the recom- 
mendation of the Committee on GroTYth of the National Research Council. 

^ This finding confirms the preliminary report of Kennedy and Lehninger (6). No 
comparison is possible between their results and those obtained in the present work 
because the tissue concentration used by these authors was not stated. 
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coolingj the livers were blotted, weighed, and homogenized (12) in ice-cold 
isotonic sucrose (8.5 gm. of sucrose per 100 ml. of solution). Isotonic 
sucrose was used rather than the hypertonic sucrose necessary to maintain 
the morphological integrity of the mitochondria (5), because it was found 
in preliminary experiments that preparations made in the hypertonic solu- 
tions had a much lower rate of fatty acid oxidation than did preparations 
made in isotonic sucrose. The latter gave activities in the same range as 
those reported by Potter (11). 

Differential Centrifugation of Rat Liver Homogenate- — 10 ml. of homog- 
enate (1 gm. of rat liver per 10 ml. of homogenate) were centrifuged for 10 
minutes at 600^ to sediment the nuclei. The supernatant was removed and 
the sediment was Avashed twice by resuspension in 2.5 ml. portions of iso- 
tonic sucrose and recentrifugation at 600^ for 10 minutes. The washed 
sediment was made up to 2.5 ml. with isotonic sucrose and labeled the 
nuclear fraction, Nw The supernatant and washings from the nuclear 
fraction were combined and centrifuged 10 minutes at 8500gr to sediment 
the mitochondria. The mitochondria were washed tAvice by resuspension 
in 2.5 ml of isotonic sucrose and recentrifugation at 8500g for 10 minutes. 
The washed mitochondria were made up to 2.5 ml. with isotonic sucrose 
and labeled the mitochondrial fraction, M w The supernatant and wash- 
ings from the mitochondrial fraction were combined and centrifuged for 60 
minutes at 18,000g to sediment the submicroscopic particles. The sub- 
microscopic particles were washed once by resuspension in 2.5 ml. of iso- 
tonic sucrose and recentrifugation at 18,000g for 60 minutes. The washed 
particles AA^ere made up to 2.5 ml. mth. isotonic sucrose and labeled the 
submicroscopic particles, Pw The supernatant and washing from the 
submicroscopic particles AA^ere combined, made up to 20 ml., and labeled 
the supernatant, S 2 . 

Measurement of ^'Octanoxidase^'^ Activity — Optimum concentrations of 
the components of the octanoxidase system were determined by Potter (11) 
and AA^ere those employed in this paper. The measurements of oxygen 
uptake AA-ere made in the Warburg apparatus at 38^^. The flasks contained 
0.01 M potassium phosphate buffer, pH 7.4, 0.01 m potassium malonate,^ 

- All of the centrifugations were made at 0° in the International refrigerated 
centrifuge PR-1. The centrifugations at 600^ were made with the horizontal yoke 
No. 269 and those at S500g and ISOOOg were made with the multispeed attachment and 
the No. 295 conical head. The centrifugal forces designated refer to the centers of 
the tubes employed. 

® The term octanoxidase” wdll be used to refer to that system of enzymes involved 
in the oxidation of octanoic acid. 

^ It has been claimed that malonate produces varying degrees of inhibition of 
octanoxidase activity depending upon the strain of rat employed (9) . Since we have 
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pli 7.4j 0.0133 M magnesium chloride, 0.001 M adenosine triphosphate 
(K salt), 0.0000133 m cytochrome c, 0.028 m NaCl, 0.001 m potassium 
octanoate, and 0.8 ml. of liver homogenate or an equivalent amount of each 
fraction. The final volume was 3.0 ml. Readings of oxygen uptake were 
made at intervals of 5 minutes after a 6 minute equilibration period. The 
rate of oxygen uptake was constant for a period of at least 20 minutes and 
was proportional to the tissue concentration. The oxygen uptakes over 
the 20 minute period were averaged. 

Analytical Methods — Desoxypentosenucleic acid (DNA) and pentose- 
nucleic acid (PNA) were extracted with hot trichloroacetic acid and were 
estimated by means of colorimetric reactions (13). Total nitrogen was 
determined colorimetrically after acid digestion (16). 

Reagents — The potassium octanoate was obtained by neutralizing octan- 
oic acid (Eastman) that had been distilled in vacuo in an all-glass apparatus. 
Adenosine triphosphate (Ba salt) was generously supplied by Dr. G. A. 
LePage and was prepared as previously described (16). 

Results 

Distribution of Nucleic Acids and Total Nitrogen — The distribution of 
nucleic acids and total nitrogen in the rat liver fractions is given in Table 
L The nuclear fraction was found to contain 13.3 per cent of the nitrogen 
of the homogenate, 13.8 per cent of the PNA, and 99 per cent of the DNA. 
The latter result indicated that the nuclei had apparently been quanti- 
tatively recovered in this fraction. Microscopical examination of the 
nuclear fraction showed large numbers of intact nuclei both free and 
clumped together as well as a few unbroken cells and some free mito- 
chondria, while examination of the other fractions failed to show either 
nuclei or nuclear fragments. The mitochondria fraction contained 26.9 
per cent of the nitrogen of the homogenate and 7.2 per cent of the PNA. 
The submicroscopic particles on the other hand contained 52.6 per cent of 
the PNA of the homogenate and only 18.8 per cent of the nitrogen. Thus 
the PNA concentration in the submicroscopic particles was much higher 
than in any of the other rat liver fractions (76.7 y of PNi\. per mg. of N). 
The supernatant contained the largest proportion of the nitrogen of the 
homogenate (41.3 per cent) and a considerable amount of PNA (23.2 per 
cent of the homogenate). The PNA concentration in the supernatant 
(15.4 7 per mg. of N) was low, however, indicating that the removal of the 
submicroscopic particles in the previous step of the centrifugation had 

not experienced significant inhibition in the presence of nialonate (Table III) , it may 
be questioned whether the inhibitions observed (9) may not be related to the use of 
water suspensions of the enzyme or to the presence of malate in their assay system. 
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effectively removed that portion of the liver homogenate containing the 
highest concentration of PNA. 

Distribution of Octanoxidase Activity — The results of the measurements of 
octanoxidase activity are presented in Table II. With the exception of the 

Table I 

Nucleic Acid and Nitrogen Content of Fractions Isolated from Homogenates of Rat 

Liver in Isotonic Sucrose 


The average values are given in bold-faced type. 

The figures in parentheses represent the range of the values in the four experi- 
ments reported. 


FiactioE 

Nitrogen 

„ BNA phosphonis^ 

PNA phospiiorus* 

Totalf 

Fraction 
of homo- 
genate 

Total! 

Fraction 
of homo- 
genate 

Per mg. 
nitrogen 

Total! 

Fraction 
of homo- 
genate 

Per mg. 
nitrogen 


7 

per cmt 

7 

per cent 

7 

7 

per cent 

7 

Homogenate 

3018 

(100) 

2T.1 

(100) 

9.0 

82.8 

(100) 

27.4 


(2967- 


(24.9- 







304S) 


28.6) 






Nw 

402 

13.3 

26.8 

99.0 

66.6 

11.4 

13.8 

28.3 


(366- 


(24.8- 







430) 


28.5) 






Mw 

811 

26.9 




6.0 

7.2 

7.4 


(700- 









890) 








Pw 

668 

18.8 




43.6 

52.6 

76.7 


(500- 









715) 








S2 ! 

1247 

41.3 




19.2 

23.2 

15.4 


(1174- 









1330) 








Recovery 


100.3 


99.0 



96.8 


No. of deter- 
minations 

4 

i 

1 

i 

4 



2 




* Phosphorus calculated from pentosenucleic acid and desoxypentosenucleic acid 
determinations. 

t Per 100 mg. of fresh liver or its equivalent. 


supernatant the fractions were tested separately as well as in all possible 
combinations. The supernatant was tested only separately. The results 
show that when tested separately only the mitochondrial fraction possessed 
octanoxidase activity. The activity of the mitochondrial fraction (67 
c.mm. of oxygen absorbed per 10 nainutes) was increased to 79 c.mm. per 10 
minutes when either the nuclear fraction or the submicroscopic particles 



W. C. SCHNEIDER 


263 


were added and to 85 e.nim. per 10 minutes when both of these fractions 
were added simultaneously to the mitochondria. The reason for the in- 
creased activity observed when these fractions were added to the mito- 
chondrial fraction is not known. An explanation for these results may be 
possible when all the enzymes involved in the octanoxidase system are 
known and can be tested separately in the fractionation procedure. 

Table II 

Oxidation of Potassium Ocianoate hy Fractions Isolated from Homogenates of Rat 

Liver in Isotonic Sucrose 


The average values are given in bold-faced type and represent the experiments 
for which the nitrogen and nucleic acid content were reported in Table I. 


Fraction 


Oxygen uptake* 


+ Octanoate 

— Octanoate 

Corrected for 
endogenous 

Fraction of 
homogenate 


c.mm. per 10 min. 

c.mm. per 10 min. 

c.mm. per 10 min. 

per cent 

Homogenate 

107 

(100-117) 

24 

(8-31) 

83 

(78-92) 

(100) 

Nw 

2.3 

(0-9.1) 


2.3 

2.8 

Mw 

67 

(64-70) 


67 

(64-70) 

81 

(71-87) 

Pw 

0 

(0) 


0 

0 

Nw + Mw 

79 

(72-86) ^ 


1 79 

95 

Nw + Tw 

1.1 

(0-4.4) 


1.1 

1.3 

Mw + Pw 

79 

(54-94) 


79 

96 

Nw + ivlw + Pw 

85 

1.1 

84 

101 

Ss 

(69-94) 

6.6 

(3.4-8.3) 

(0-3.0) 

8.1 

(5.6-11.7) 

(69-94) 

(90-105) 


* Per 100 mg. of fresh liver or its equivalent. 


As pointed out in the first paper of this series, one of the fundamental 
principles that must be observed in fractionation studies, if the results of 
the assays are to have any significance, is that each fraction must be assa^md 
for enzyme activity and that the total activity of the fractions must closely 
approximate the activity of the original homogenate. Some difiiculty was 
encountered in adhering to this principle in the study of the octanoxidase 
system. It is apparent from Table II that the activity of the homogenate 
(107 c.inm. per 10 minutes) is considerably greater than the activity of the 
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recombined nuclear, mitochondrial, and submicroscopic particle fractions 
(85 c.mm.). It was observed, however, that the homogenate had a high 
endogenous uptake of oxygen (24 c.mm.), while these three fractions either 
separately or in combination had negligible endogenous oxygen uptake. 
The supernatant on the other hand showed a considerable endogenous 
oxygen uptake (8.1 c.mm.). When the endogenous uptake was subtracted 
from the uptake in the presence of octanoate, the activity of the homogenate 
(83 c.mm. per 10 minutes) agreed closely with the activity of the combined 
nuclear, mitochondrial, and submicroscopic particle fractions (84 c.mm. per 
10 minutes). Inasmuch as the activity of the three recombined fractions 
agreed reasonably well with the corrected activity of the homogenate in 
each of four e.xperiments, it was concluded that this correction was valid 

Table III 

Effect of Repeated Sedimentation of Mitochondria from Isotonic Sucrose on Their 
Ability to Oxidize Octanoate and on Their Nitrogen Content 


Each figure represents the average of duplicate measurements. 


Mitochondria preparation 

Oxygen uptake'^ 

Nitrogen* 

M (sedimented once) 

c.mm. per 10 min. 

56.6 (58.3) 

52.5 (57.5) 

54.8 (59.5) 

55.6 (54.5) 

y 

7S0 

Ml ( twice) 

723 

Ms ( ** 3 times) 

723 

Ms ( ** 4 times) 

726 



* Per the equivalent of 100 mg. of fresh liver. The figures in parentheses repre- 
sent single measurements of the octanoxidase activities when malonate was omitted 
from the assay system. 

even though all of the endogenous uptake was not recovered in the fractions. 
On the basis of the corrected values for the homogenate the mitochon- 
dria possessed an octanoxidase activity that was 81 per cent as great as 
that of the homogenate. Thus it can be concluded that the major portion 
of the activity of this enzyme system was associated with the mitochondria. 

Effect of Repeated Sedimentation on Octanoxidase Activity of Rat Liver 
Mitochondria — Since the results described in the preceding paragraph indi- 
cated that the major portion of the octanoxidase activity of rat liver 
homogenates was associated with the mitochondria, it was of interest to 
study the effect of repeated sedimentation of the mitochondria from isotonic 
sucrose on their octanoxidase activity. The results are presented in Table 
III. The data show that the total octanoxidase activity remained essen- 
tially constant after as many as four sedimentations. The nitrogen content 
of the mitochondria fraction decreased from 780 y in the first sedimentation 
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to 723 7 after the second sedimentation. Further sedimentation did not 
alter the nitrogen content appreciably. The loss of nitrogen that oc- 
curred during the second sedimentation was probably due to the removal 
of soluble material or of particles smaller than the mitochondria. 

DISCUSSION 

The oxidation of fatty acids by rat liver homogenates is believed to 
involve two major types of reactions: (1) oxidation of the fatty acid to 
acetoacetic acid by successive oxidative removal of 2-carbon fragments and 
their subsequent recondensation, or (2) oxidation of the fatty acid to CO 2 
and H 2 O by condensation of the 2-carbon units with oxalacetic acid to 
form acids of the Ki'ebs tricarboxylic acid cycle (8). Lehninger (8) has 
presented data to show that octanoic acid is quantitatively oxidized in the 
presence of adenosine triphosphate and magnesium ions to acetoacetic acid 
By the insoluble material obtained by low’ speed centrifugation of rat liver 
homogenates and Potter (11) has presented confirmatory evidence in 
support of this data. Since the measurements of octanoxidase activity in 
this paper were made under conditions strictly comparable to those of these 
authors, it may be concluded that the oxidation of octanoic acid to aceto- 
acetic acid is associated almost exclusively with the mitochondria of the rat 
liver homogenate (Table II). With respect to the localization of the 
enzymes involved in the further oxidation of fatty acid (the enzymes of the 
Ed'ebs cycle), it may be stated that several of the individual enzymes have 
already been demonstrated to be almost exclusively associated with the 
large granules or mitochondria of rat liver. Thus the enzymes succinic 
dehydrogenase, cytochrome oxidase, and cytochrome c have been found to 
be associated with these particulate components of the liver cell (4, 5, 14, 
15). The assay of the oxalacetic acid-oxidase system, which appears to be 
an over-all measure of the enzymes of the Krebs cycle, has also been made 
on rat liver fractions. A large fraction of the oxalacetic acid oxidase 
activity of the homogenate was recovered in the mitochondrial fraction. 
The results of these studies will be described in a subsequent paper. 

The demonstration that the octanoxidase activity of rat liver homog- 
enates was associated exclusively with the mitochondria and not with the 
nuclei would have been impossible if a cytochemical search had not been 
instituted for a medium in which cells could be disrupted without con- 
comitant agglutination of the mitochondria. Fortunately such a medium 
was discovered in the non-electrolyte sucrose (5). In the absence of such a 
study, the biochemist might have been tempted to conclude that oxidation 
of fatty acids by the insoluble material obtained from tissue homogenates 
was associated with the nuclei, inasmuch as the size and the physical and 
chemical properties of the latter overshadow those of the mitochondria. 
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One instance can already be cited in which an enzymatic function has been 
assigned to the nuclei present in such a mixed preparation (1). The 
present report shows that the oxidation of octanoic , acid does not require 
nuclei and demonstrates how the more exact localization of the other 
enzymatic activities associated with insoluble tissue residues (1-3, 10) may 
be determined. 


SUMMARY 

L Rat liver homogenates in isotonic sucrose were separated by differ- 
ential centrifugation into nuclear, mitochondrial, submicroscopic particle 
and supernatant fractions. 

2. The distribution of pentosenucleic acid (PNA) and desoxypentose- 
nucleic acid (DNA) was determined in the fractions. The entire DNA of 
the homogenate was recovered in the nuclear fraction. PNA was found in 
all of the fractions, but in the submicroscopic particle fraction the PNA 
concentration per mg. of nitrogen was 2.8 times as great as in the homo- 
genate and 52.6 per cent of the PNA of the homogenate was recovered in 
this fraction. 

3. The distribution of the activity of the enzyme system oxidizing 
octanoic acid "was also studied. It w^as found that the major portion of the 
activity of this enzyme system was recovered in the mitochondria fraction. 
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The chemical nature of pure heparin has attracted much attention. 
Even before its chemistry was knovm attempts were made to isolate crystal- 
line derivatives of it (1, 2). When heparin was found to be a polysulfuric 
acid ester of a polysaccharide, showing a resemblance to chondroitinsulfuric 
acid (3), serious attempts were made to crystallize its barium salt (4). This 
salt has, in fact, a crystalline appearance. 

Many findings, however, raise considerable doubt regarding its homo- 
geneity. When the barium salt is recrystallized from a 20 per cent acetic 
acid solution, an inactivation occurs, probably due to depolymerization, 
without loss of the crystalline appearance (5). The barium salts contain 
other cations besides barium (6). The sulfur content and the biological 
activity vary in different preparations, particularly if heparin samples from 
different animals are compared (7, 8). It seemed to one of us (9) most 
plausible to consider the heparin as a polysaccharide extensively esterified 
with sulfuric acid, and the ordinary heparin preparations as inhomogeneous 
mixtures of mono-, di-, and trisulfuric acids. Brucine salts of heparin 
fractions with a sulfur content corresponding to that of all these three acids 
were also isolated (10). All of them showed an anticoagulant effect, \vhich 
increased within the same animal species with increasing sulfur content. 
The possibility of obtaining a homogeneous polysaccharide polysulfuric 
ester seemed therefore to be very remote. In fact, Kuizenga and Spaulding 
(11), in 1943, separated different fractions with different sulfur contents 
from a barium salt assumed to be crystalline. As will be reported further 
on, we have made the same observation. 

So far, attention was focused only on the fractions having the highest 
sulfur content and the strongest anticoagulant activity. The suKur content 
of some fractions also reached the figures calculated for a trisulfuric acid, 
13.6 per cent for the sodium salt ( 12 ) and 10.8 per cent for the barium salt 
(7, 9, 13). A sodium salt of such a fraction from ox liver \rith 130 Toronto 
units per mg. was, moreover, in 1942 selected by the Department of Biologi- 
cal Standards of the National Institute for Medical Research, London, to 
serve as the provisional international heparin standard. 

This investigation was aided by grants from the Knut and Alice Wallenberg 
Foundation, Stockholm. 
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The question then arises whether the more soluble fractions of the brucine 
and barium salts with a lower sulfur content and a weaker anticoagulant 
activity are chemical entities per se or only mixtures of one or several in- 
different polysaccharides and the trisulfuric acid ester. We have now 
analyzed these fractions more closely and found that after removal of at 
least all the trisulfuric acid they still have an anticoagulant effect and a 
sulfur content which corresponds in the main fraction to that of the mono- 
sulfuric acid of heparin. 

Fractionation of Easily Soluble Barium Salts 

In the Charles and Scott procedure of 1933 (2) for the large scale extrac- 
tion of heparin from ox liver and ox lungs, the alkaline extract is acidified 
with sulfuric acid. Heparin and chondroitinsulfuric acid are thereby pre- 
cipitated together with the proteins. After complete deproteinization, the 
heparin is precipitated as a barium salt insoluble in water. The soluble 
barium salts of the mother liquor are precipitated with alcohol. 

Although there is a marked difference in the solubility of the two main 
fractions of barium salts, a certain amount of heparin tri- and disulfuric 
esters could nevertheless be assumed to be present in the mother liquor 
among the easily soluble barium salts, thus explaining their anticoagulant 
activity. Steps were therefore taken to remove any admixture of ordinary 
heparin that might be present. 

To a 20 per cent aqueous solution of the easily soluble barium salts 
barium chloride was added to 5 per cent, followed by 0.1 volume of a hot 
saturated solution of barium hydroxide. After standing for 24 hours in the 
ice box, the precipitate was removed. It usually comprised 2 per cent of 
the freight of the easily soluble barium salts. Another fraction of similar 
size was removed by adding 0.05 volume of alcohol. Both these small 
fractions contained about 6 to 7 per cent sulfur and about 15 heparin units 
per mg, of dry substance. The preparations from liver and lungs behaved 
similarly in these respects. The admixture of trisulfuric acid must con- 
sequently have been insignificant, and after removal of these fractions this 
acid is still less likely to occur as an impurity in the barium salts to be 
discussed below. 

The absence of less soluble barium salts was easily demonstrated by the 
following procedure. 

If half the volume of a saturated solution of barium chloride was added to 
a neutral 5 per cent solution of the easily soluble barium salts which had 
been precipitated with 0.1 volume of alcohol (Samples A andB in Table I), 
no opalescence was seen, not even after standing for 24 hours in the ice box. 
If the solution contained 0.05 per cent of the sodium salt of heparin with 
11.0 per cent sulfur and 110 units per mg. simultaneously, an opalescence 
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was observed on adding the barium chloride. On the following day there 
was a slight precipitate adhering to the bottom of the test-tube. Twice the 
amount of heparin, or 0.1 per cent, immediately gave a strong opalescence 
and on the following day an ordinary-" precipitate. If heparin had been 
added to 0.25 per cent, a precipitate formed immediately when the barium 
chloride solution was added. 

The same occurred if protamine, free of sulfate ions, was added to these 
solutions. 0.5 mg. of protamine base added to 0.5 ml. of a 5 per cent solu- 
tion of the easily soluble barium salts gave an opalescence. If the solution 
contained 0.1 or 0,25 per cent of heparin simultaneously, a heavy precipi- 
tate formed on adding the protamine. 

In these tests a 5 per cent solution of the easily soluble barium salts gave 
no precipitate with barium chloride, whereas such a low concentration of 
heparin as 0.05 or 0.1 per cent could easily be demonstrated. The anti- 
coagulant effect of the easily soluble barium salts, 10 to 16 units per mg., 
would have demanded an admixture of barium salt of ordinary heparin, 
making up about 10 per cent of their weight. It is therefore evident that 
these polysaccharide fractions with only one suKuric acid group for each 
disaccharide unit also have an anticoagulant effect of their own. 

The less soluble barium salts of ordinary heparin thus having been re- 
moved, the easily soluble barium salts were precipitated with alcohol from 
the alkaline solution containing 5 per cent of barium chloride, a first fraction 
being obtained with 0.1 volume of alcohol and the remainder with 1 volume. 
This separation into two fractions proved to be very valuable. The barium 
salt of the lung polysaccharide which precipitated with 0.1 volume of 
alcohol behaved in quite a different w^'ay from the fraction obtained with 1 
volume. The former exerted an anticoagulant activit^q contained glucos- 
amine, and w^'as dextrorotatory, whereas the latter was biologically inactive 
and only weakly dextrorotatory. It consisted of chondroitinsiilfuric acid. 

The amount of soluble barium salts obtained after removal of ordinary 
heparin is different when one is working with samples from liver and from 
lung. In the liver it is somewhat larger than the amount of sodium salt of 
heparin recovered from the insoluble barium salt, the proportions being 
1.2: 1. With lung the yield is smaller, the soluble barium salts comprising 
only a third of the w'^eight of the heparin. Furthermore, the easily soluble 
barium salts from these two sources also differ as to their composition, 
chondi'oitinsulfuric acid making up about a third of the samples from lung. 

The barium salts thus obtained were reprecipitated twice with alcohol, 
the second time after neutralization of the solution with hydrochloric acid. 
Finally they were dissolved in a small volume of water and kept in the cold 
overnight. Two fractions were thereby separated, Sample A, insoluble, 
and Sample B, soluble (see Table I), both being analyzed separately. 
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Before analysis, all the barium salts were once more dissolved in a small 
volume of water and dialyzed against distilled water in cellophane sacs. 
The results of the fractionation are .given in Table L For comparison the 
theoretical figures for the nitrogen, sulfur, and ash content of the barium 
salt of the heparin monosulfuric acid' are given in Table L 

Analysis of Easily Soluble Barium Salts 

Sulfur — The suKur content of the main fraction of the easily soluble 
barium salts both from lung and liver, which was precipitated with 0.1 


Table I 

Fractionation of Easily Soluble Barium Salts 



Air-dry 

substance 

Dry substance 

Heparin 
in mg. 
dry 

substance 

dry 

substance 


j Asb 

N 

s 


gm. 

per cent 

per cent 

per cent 

units 

degrees 

Barium salt of heparin monosulfuric 


39.2 

\ 2.36 

5.38 



acid, CuHigSOuNBa, mol. wt. 



! 




594.58 







Ox lung. Crude easily soluble Ba 

1000 

33.0 


5.25 

10-11 


salts 







O.I volume alcohol, Sample A 

210 

37.8 

2.37t 

^ 6.67 

16 

-f45.8 

0.1 “ B 

127 

39.6 

2.61 

5.42 

1 10 

+49.4 

1 volume alcohol 

230 

33.1 

2.41 

4.44 

1.2 

+0.62 

Ox liver. Crude easily soluble Ba 

1000 

35.2 


5.15 

18-20 


salts 







0.1 volume alcohol, Sample A 

14 

41.9 


6.30 

16 


0,1 B 

505 

39,6 

5.43 

5.69 

18(?) 


1 volume alcohol 

92 

35.3 

3.90 

4.13 

7 



^ 2 per cent in water. 

t 5 per cent of the nitrogen occurred as NHs nitrogen. 


volume of alcohol, was about that calculated for a heparin monosulfuric 
acid (see Table I). Sample B from lung contained 5.42 per cent of sulfur 
and from liver 5.69 per cent (calculated, 5.38 per cent). Fraction A, 
which precipitated at a low temperature, had a somewhat higher sulfur 
content, 6.67 and 6.30 per cent, as was also to be expected for the less 
soluble fraction. Evidently, it contained an admixture of disulfuric acid 
of heparin polysaccharide. 

Amino Stigar — On acid hydrolysis 37 per cent of the calculated amount 
of amino sugar was isolated as pure crystalline glucosamine hydrochloride. 
The high yield of glucosamine thus isolated almost excludes any consider- 
able admixture of other amino sugars. Consequently, the amino sugar is 
glucosamine, as in ordinary heparin (14), 
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Isolation of Glucosamine — 30 gm. of air-dry substance of Sample B 
(Table Ij from lung) were hydrolyzed 7 hours in 500 ml. of 20 per cent hydi'o- 
chloric acid by heating under a reflux on a metal bath. Hydrochloric acid 
was removed by repeated evaporations in vacuo to almost dr^mess, the last 
time after decolorizing with norit. The dry residue was treated with 3 ml. 
of hot normal hydrochloric acid to which 50 ml. of methyl alcohol were 
added. The insoluble residue, weighing 3.1 gm., proved to be pure crystal- 
line glucosamine hydrochloride. A 2 per cent solution gave after 2 minutes 
[oc]f = +100^^ and on the follovdng day +71°. From the methyl alcohol 
another lot of crystals weighing 0.120 gm. was obtained when acetone was 
added. Total yield, 3,22 gm. of glucosamine h^T-drochloride or 13.4 per cent 
of the diy substance of Sample B, Table I, Consequently, the yield of 
glucosamine hydrochloride was 37 per cent of the theoretical (36.2 per cent). 

In another hydrolysis, 1.87 gm. of glucosamine hydrochloride was ob- 
tained from 20 gm. of air-dry substance of Sample B, or almost the same 
yield, this time following hydrolysis in the presence of 10 gm. of stannous 
chloride, as recommended by Levene. 

Exactly the same yield of crystalline glucosamine hydrochloride, 37 per 
cent of the theoretical, was obtained from 30 gm. of air-dry substance, as in 
Table L Consequently, the amino sugar of the heparin monosulfuric acid 
is glucosamine as is that of the trisulfuric acid. 

The well known difficulty of obtaining galactosamine from chondroitin- 
sulfuric acid was also experienced here. 

Simultaneously mth the above hydrolyses of Samples A and B, 30 gm. 
of air-dry substance of the last fraction of barium salts from lung, which 
had been precipitated with 1 volume of alcohol, were hydrolyzed without 
stannous chloride, and 20 gm. after addition of stannous chloride, when 
both were submitted to exactly the same procedure as described above. In 
none of these hydrolyses were any crystals obtained on adding method 
alcohol. On adding acetone in both instances an insoluble sticky mass 
precipitated, a chondrosine polymer, very familiar to everyone who has 
attempted to isolate chondrosamine from chondroitinsulfuric acid. This 
detail, together with the low optical activity and the lack of stronger anti- 
coagulant activity, made it quite evident that this fraction of the easily 
soluble barium salts from lung consisted almost exclusively of chondroitin- 
sulfuric acid. It also behaved like this acid on acid hydrolysis, and against 
the Schiff reagent after oxidation with periodic acid. 

A quantitative analysis for uronic acid, vdth the technique applied by 
Jorpes and Bergstrom in 1937 (15), gave 25.0, 30.0, and 30.0 (mean 28.35) 
per cent (calculated, 32.6 per cent). 

An acetyl determination according to the method of Lumieux and Purves 
(16) with chromic acid oxidation gave 7.8, 7.31, and 7.8 (mean 7,5) per cent 
acetic acid (calculated 10.1 per cent). 
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Co?icIusmis-~-The organic skeleton of the polysaccharide with one sulfuric 
acid group for each disaccharide unit thus consists of 1 molecule of amino 
sugai's gliicosaminej 1 molecule of uronic acid, and 1 molecule of acetic acid. 

Because of the anticoagulant activity, 10 to 16 heparin units per mg. of 
dry substance, and the similarity to heparin, the substance is assumed to be 
a monosiilfuiic ester of the heparin polysaccharide. 

The fraction of the easily soluble barium salts which precipitated with 1 
volume of alcohol consisted, in the preparation from lung, almost exclusively 
of chondroitinsulfiiric acid. It made up a third of the weight of the purified, 
easily soluble barium salts. It was practically devoid of anticoagulant 
activity, had a very low dextrorotation, and gave no glucosamine after acid 
hydrolysis. The corresponding fraction of the easily soluble barium salts 
from cattle liver, however, showed a similarity to the monosulfiiric ester, 
although it had a somewhat lower sulfur content. It made up only 9 per 
cent of the weight of the crude, easily soluble barium salts. The difference 
between these two preparations, from lung and liver respectively, was very 
clearly demonstrated through their rate of hydrolysis in 7.5 per cent (by 
volume) sulfuric acid and through their behavior in the fuchsin-sulfiirous 
acid test after periodate oxidation. The preparation from lung behaved in 
these respects like chondroitinsulfuric acid, and that from liver like mono- 
sulfuric ester, of heparin. 

Acid Hydrolysis for Differentiating Polysaccharides 

The anticoagulant activity of heparin is lost when a solution of the barium 
salt is heated repeatedly to 65° in 20 per cent acetic acid (5), probably owing 
to a depolymerization. The sulfuric acid is also very easily split off, about 
60 per cent of it being hydrolyzed in 5 minutes and all of it in 1 hour on 
boiling with 2 N hydrochloric acid. The carbohydrate skeleton, however, is 
fairly resistant to acid hydi'olysis, practically no reducing >substance being 
liberated during 60 minutes boiling in 7.5 per cent (by volume) sulfuric acid. 
This remarkable property of the heparin polysaccharide was observed when 
the behavior of heparin on acid hydrolysis was compared with that of other 
similar polysaccharides (15). The chondroitinsulfuric acid and the easily 
soluble fractions of the brucine salts of heparin hydrolyzed much more 
easily. 

We have found this principle of characterizing a polysaccharide very 
useful. All the samples of the heparin monosulfuric acid from liver and 
lung (Samples 1 to 5, Fig. 1) showed the same characteristic rate of hy- 
drolysis. 

Heparin monosulfuric acid hydrolyzes more easily than di- and trisulfuric 
acids but with considerably lower speed than chondroitinsulfuric acid. 
This indicates a difference in the internal structures of chondroitinsulfuric 
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acid and heparin moiiosulfuric acid. The same circumstance is further- 
more demonstrated by their different response to the Schiff reagent, fiiclisiii- 
siilfurous acid, after periodate oxidation, the latter giving a strong reaction, 
Avliile chondroitinsulfiiric acid gave practically none (17). 

Heparin moiiosulfuric acid can also be differentiated from hjmliiroriic acid, 
which is hydrolyzed with even greater speed than chondroitinsulfiiric acid. 
Heparin monosulfuric acid is consequently not a monosulfiiric ester of hy- 
aluronic acid. 


per cent 
G/iiCose 



Fig. 1. Reducing substance, calculated as glucose in per cent of the organic mate- 
rial liberated during hydrolysis in 7.5 per cent (by volume) sulfuric acid. The figures 
on the curves refer to sample numbers. 


The most soluble fraction of the easily soluble barium salts of lung 
heparin behaved in this respect like chondi’oitinsiilfuric acid, whereas that 
from the liver hydi’olyzed like the heparin monosulfuric acid. 

Is Heparin Monosidfuric Acid Preformed in Tissues? — The first Ciiiestion 
which arises is w'^hether the polysaccharide with low sulfur content and 
w’eak anticoagulant activity extracted from ox liver and ox lung together 
with ordinary heparin really occurs as such in the living organisms, or 
wiiether it is a degradation product of heparin. The question is by no 
means easy to answer. Evidently it could result from the action of sul- 
fatases from the heparin already in the living cells. The occurrence of a 
heparinase has also been discussed by Jaques (8). 
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TMs question cannot be answered without further analytical work along 
the same lines as those applied by Jorpes, Holmgren, and Wilander in 1937 
(see Jorpes (9) pp. 57-67), when they demonstrated that there is a very 
close relationship between the number of mast-cells in the different organs 
of different animals and their content of heparin. 

The next question is whether the monosiilfiiric acid is formed from 
heparin through the extractions process. This question has been discussed 
earlier ((12) p. 209). Tryptic digestion does not break down any heparin. 
Heparin submitted to the same treatment as the lungs and the liver with an 
ammoniacal ammonium sulfate solution of pH 9 to 9.4 could be recovered 
unchanged, although a quantitative yield was not to be expected. The 
sulfate groups, however, are rather easily hydrolyzed. From heparin 
trisulfuric acid 33 per cent of the sulfur is split off at 100° in 0.1 n sodium 
hydroxide during 5 minutes, 36 per cent in 15 minutes, 54 per cent in 1 hour, 
and 66 per cent in 4 hours. After 24 hours boiling in 5 n sodium hydroxide 
only 72 per cent is split off. In an alkaline solution one sulfate group is 
thus very easily removed from the trisulfuric acid, the second more slowly, 
and the third with the utmost difficulty. The sulfuric acid is, however, in 
alkaline solution, removed from the monosulfuric acid with about the same 
speed. The monosulfuric ester can therefore not arise from di- and tri- 
sulfuric esters in the course of alkaline extraction. 

Also, in a weakly acid solution, the sulfate groups are liberated at about 
the same speed from the mono- as from the di- and trisulfuric esters. 

Against this background the question of the chemical nature of heparin 
can more easily be discussed. Fractions with the composition of a tri- 
sulfuric acid have earlier been isolated and described. Here we describe a 
monosulfuric ester of a polysaccharide, in many respects resembling heparin. 
Ordinary heparin which precipitates as an insoluble barium salt from water 
is neither a trisulfuric acid nor a monosulfuric acid but a mixture of tri- and 
di- and possibly also some monosulfuric ester. Even a tetrasulfuric ester 
might conceivabl}^ occur, as can be concluded from the following experi- 
ment. We obtained from 74 gm. of barium salt, ^^recrystallized^' twice 
from 10 per cent acetic acid after heating to 60° through repeated dissolving 
in hot water, a number of fractions which after transformation into sodium 
salts gave the following yield of sulfur: 15.83 gm, 13.6 per cent, 2.14 gm. 
10.88 per cent, 3.36 gm. 8.23 per cent, 6.24 gm. 7.60 per cent, 7.36 gm. 4.48 
per cent. 

The high yield of the sodium salt with 13.6 per cent sulfur, the theoretical 
figure for the sodium trisulfuric acid of heparin, makes an admixture of a 
tetrasulfuric acid in this sample very probable. So far, however, we have 
no conclusive evidence as to the occurrence of this acid. 
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DISCUSSION 

In discussing the possibilities at hand against the background of the 
analj^tical findings, one feels almost inclined not to speak of the different 
mono-, di-, and trisulfuric esters but to consider the heparin as a poly- 
saccharide more or less esterified with sulfuric acid, in which all the different 
disaccharide units of one and the same molecular complex need not neces- 
sarily be esterified to the same degree. The accumulation of sulfate groups 
determines the solubility of the barium salts and improves the anticoagulant 
activity. There are samples with about three sulfate groups for each 
disaccharide unit, samples with only one group and intermediates, probably 
a mixture of di- and trisulfuric acid esters. The occurrence of a tetra- 
siilfuric acid of the same polysaccharide is very likely, as is also the occur- 
rence of the sulfur-free heparin polysaccharide itself in the animal body. 

SUIVIMARY 

The main fraction of the easily soluble barium salts remaining in the 
mother liquor when protein-free heparin from ox liver and ox lung is pre- 
cipitated as an insoluble barium salt has the composition of a heparin mono- 
sulfuric acid. It contains equal parts of glucosamine, a uronic acid, acetic 
acid, and sulfuric acid. It is dextrorotatory, the barium salt having an 
optical rotation of approximately +50°. 

The preparations are practically free of heparin di- and trisulfuric acids 
and have an anticoagulant activity, in the form of the barium salt, between 
10 and 16 provisional international heparin units per mg. 

The rate of hydrolysis at 100° in 7.5 per cent (by volume) sulfuric acid 
distinctly differentiates this polj^saccharide from the chondroitinsulfuric 
acid which hydrolyzes much faster, and from the hyaluronic acid which 
hydrolyzes even more rapidly. 

The yield of this fraction from ox liver almost equals that of heparin, but 
that from lung makes up only a fifth. 

All of the heparin preparations are more or less inhomogeneous. This 
applies to the strongest ones, with approximately three sulfate groups for 
each disaccharide unit, as well as to the monosulfuric acid. It is question- 
able whether any chemically well defined heparin samples can be obtained. 

The authors are greatly indebted to Mr. Gunnar Linden, Apoteksvaru- 
centralen Vitrum, and to Mr. Viktor Mutt for their assistance during the 
performance of the work. 
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Oxidation with periodic acid affords a possibility of drawing conclusions 
regarding the internal structure of some polysaccharides. Since two adja- 
cent hydroxyl groups are required, some compounds such as heparin tri- 
sulfuric acid, in which sulfate groups occupy three of the four hydroxyl 
groups assumed to be present, will not react with periodic acid. Ordinary 
heparin has therefore been found not to consume periodate (1). It also 
gives a negative reaction with fuchsin-sulfurous acid after treatment with 
periodic acid. A fraction of the heparin polysaccharide with a lower sulfur 
content, the heparin monosulfuric acid described in the preceding paper 
(2), on the contrary, consumes iodate and gives a strongly positive reaction 
in the color test. 

In applying the color test to different polysaccharides related to heparin 
it was found that chondroitinsulfuric acid, which has the same elementary 
composition as heparin monosulfuric acid, gives a negative test. This 
result was somewhat unexpected. The different behavior of the two re- 
lated polysaccharides can, however, easily be explained. 

Depending on the linkages between the two main components of these 
mucopolysaccharides, the amino sugar and the uronic acid, the sulfate-free 
polysaccharide will have two adjacent hydroxyl groups either in both of the 
components of the disaccharide unit {cf. (2) Fig. 1, upper structure), in one 
(lower structure), or in none of them. When a hydroxyl group becomes 
esteriiied with sulfuric acid, one a-glycol structure is eliminated. 

The different behavior of the two related compounds, heparin monosul- 
furic acid and chondroitinsulfuric acid, to periodic acid consequently dis- 
closes a difference in the internal structure of the two polysaccharides. 
Furthermore, the same was demonstrated when the polysaccharides were 
submitted to acid hydrolysis in 7.5 per cent (by volume) sulfuric acid (c/. 
(2) lower structure, Fig. 1). 

The reaction with periodic acid can also be used for staining polysac- 
charides in animal and plant tissues, as suggested recently by Hotchkiss 

* This investigation was aided by grants from the Knut and Alice Wallenberg 
Foundation, Stockholm. 
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(3)5 the reaction products, the aldehydes, giving a red color with fiichsiii- 
sulfiirous acid. Since ordinary heparin docs not react and heparin mono- 
sulfuric acid gives a positive reaction, we applied this color rea,ciioii to the 
tissue mast-cells, the heparinocytes, which arc known to produce liepariii, 
hoping to find a positive reaction indicating the presence of the inoiiosiilfiiric 
acid in these cells. Actually, the granules of the h(^parino(^y'ies of tlie sub- 
cutaneous tissue of the young rat readily gave a very intense red (!olor witli 
fuchsin-sulfuroiis acid after treatment of the tissue slices with pci’iodic acid, 
but no color without this treatment. The histological tccl:mi(|iie, however, 
is not yet fully elaborated and does not allow any final conclusions to be 
drawn. Many sources of error must first be eliminated. Thus, for ex- 



H^COH COOH 

Fio. 1. A glucosaininoglucuronosido with two groups (above) and one group (be- 
low) reacting with periodic acid. 

ample, oxidants such as chromic acid cannot be used for fixation of rhe 
material, and the fuchsin itself has a great affinity for the irissues. The 
question of the occurrence of the heparin monosulfuric a(dd in the tissues 
will be studied further by us both chemically and histologically. Tlic resist- 
ance of the ehondroitinsulfuric acid to periodate could easily be demon- 
strated histologically. In staining sections from trachea with tlie Hotch- 
kiss technique, the mucous cells acquired a bright red color from hyaluronic 
acid, whereas the cartilage remained completely unstained, 

EXPERIMENTAL 

Consumption of Periodic Acid by Some Mucopolysaccharides 
The consumption of periodic acid was measured according to the method 
of Fleury and Fatdme (4). 
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50 mg, samples were dissolved in 5 ml of water to which 3 ml of a 0.11 n 
periodic acid solution were" added. The samples were left standing for 20 
hours at room temperature. After that time the excess of periodate was 
destroyed through addition of 10 ml. of a 0,049 N arsenous acid solution. 
Some potassium iodide was added and the arsenous acid not consumed was 
oxidized with 0.1 N iodine solution. 

The consumption of periodic acid by some polysaccharides related to 
heparin, calculated on 100 mg. of ash-free organic substance, was as follows: 

^ S, per cent of Periodic acid con- 

dry substance sumed, mg. HIO4 


Hyaluronic acid, Na salt 54,6 

Heparin monosulfuric acid, Ba salt 5.42 52.8 

Clioiidroitinsulfuric Ca 3.91 16.3 

Heparin trisulfuric “ Na 12.17 8.2 


The consumption of periodic acid by heparin monosulfuric acid equals 
that of the hyaluronic acid as calculated on organic substance. It is evi- 
dent that heparin trisulfuric acid does not react with the periodic acid, the 
low figure found being partly due to the presence of pigments adhering to 
the heparin. Chondroitinsiilfuric acid consumes a certain smaller amount 
of periodic acid but not more than can be explained through the splitting 
off of sulfate groups. The sulfur content of this preparation of chondroitin- 
sulfiiric acid was 3.91 per cent, whereas the calculated figure was 4.94 per 
cent. About 20 per cent of the sulfates had been split off during prepara- 
tion, thus liberating oj-glycol groups. 

Color Test on Different Polysaccharides 

The color reaction with fuchsin-sulfurous acid after periodate oxidation 
can, as well as the periodate consumption, be used as a qualitative test for 
glycol structures in sugars and for a rough quantitative estimation of poly- 
saccharides. One of us (B. A.) elaborated a technique for the quantitative 
colorimetric test in which the excess of periodic acid waxs destroyed through 
ultraviolet irradiation before the fuchsm-sulfurous acid was added. 

The procedure was as follows: (1) Periodic acid, 400 mg. of IlsIOo, and 135 
mg. of NaAcdHiaO were dissolved in 50 ml of water; pH about 2; (2) 1 n 
liCl; (3) fuchsin-sulfurous solution made up asfollows: 2 gm. of basic fuchsin 
dissoh^ed in 400 ml. of boiling water. To the cooled and filtered solution 
10 ml. of 2 N hydrochloric acid were added and 4 gm. of potassium metabi- 
sulfite; this was decolorized with 1 gm. of charcoal. Up to 10 ml, or more 
of 2 N hydrochloric acid were added in small portions until, after the last 
addition, the mixture dried spontaneously in a thin film on a glass slide, 
without giving a pink color. 

Method— CiliQ substance was dissolved in 5 ml. of water, and 3 ml. of the 
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periodic acid solution were added, whereupon the sample was heated to 
boiling. The solution was immediately irradiiitecl by a 500 watt cjuartz 
lamp in a 125 ml. quartz flask. The lam]), 20.5 cm. high, was placcnl 7 (cm. 
abo've the flask and surrounded by an aluminum t‘ylind(a' luiving a. diameter 
of 18 (!in. Ill ordci* to pmvent I'cduction of the p(ai()di(! acid to iodine the 
lamp was not allowed to radialo with it.s full c.apaeity. t)n i!‘i\‘idia-tion with 

o 



Fig. 2. Color intensity in the fuchsiii-sulfurous acid reaction after periodate oxi- 
dation of some polysaccharides related to heparin. Air-dried samples. Curve 1, 
hyaluronic acid, sodium salt, 50 mg.; Curve 2, heparin monosulfuric acid, l)arium 
salt, 50 mg.; Curve 3, galacturonic acid, 50 mg.; Curve 4, chondroitinsulfuric acid, 
calcium salt, 100 nig.; Curve 5, heiiarin trisulfuric acid, sodium salt, 50 mg.; Curve 
6, water. 

1.8 amperes during 8 minutes, no free iodine was produced and the heat was 
very slight. After irradiation 2 ml, of 1 n HCl and 8 drops of the Scliiff 
reagent were added. The color extinction was measured after 5 minutes 
in a Coleman spectrophotometer. 

The color intensity given in this reaction by the different mucopoly- 
saccharides is shown in Fig. 2. As is seen, heparin trisulfuric acid and 
chondroitinsulfuric acid do not react with periodate, whereas heparin mono- 
sulfuric acid and hyaluronic acid are easily oxidized. 

The color intensity obtained with hyaluronic acid is proportional to the 
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amount of substance present (Fig. 3), a proportionality not to be found on 
analysis of heparin monosiilfuric acid. 

DISCUSSION 

Oxiclati{)n with periodic acid has revealed definite differences between 
heparin monosiilfuric acid and chondroitinsulfiiric acid. There must be a 
0 



4000 sew sooo Tcm 

Wave iength (A) 

Fic. 3, The color intensity of different amounts of hyaluronic acid (sodium salt) 
in the fuchsin-sulfurous acid test after periodate oxidation. Calculated on ash- 
free organic substance. Curve 1, 30 mg.; Curve 2, 20 mg.; Curve 3, 10 mg.; Curve 4, 
5 mg.; Curve 5, water. 

difference either in the linkages between the single sugar components or in 
the location of the sulfate group. In accordance with this they also show 
a different behavior toward hydrolysis with acids. In the choiidroitin- 
sulfuric acid there cannot be more than one glycol unit with two adjacent 
hydroxyl groups. The sulfuric acid is probably bound to one of these 
hydroxyl groups, because as long as chondroitinsulfuric acid is intact, as it is 
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in the cartilage, it does not react with periodic acid and gives a negative 
Schiff color reaction, wliereas the ordinary preparations of ciioiidroitiiisiil"" 
furic acid consume a small amount of periodate. This is pi’obably due 
to a loss of sulfate groufis during preparation, as is also evidenced ihroiigh 
the low sulfur content. 

The Schiff reaction, if applied histologically, seems to enable us to dem- 
onstrate the presence of the heparin monosulfuric acid in tissues. Thus 
the granules of the tissue mast-cells in the subcutaneous tissue of the young- 
rat give a very strong fuchsin-sulfurous acid reaction, which could be due 
to the presence of this acid or some other heparin precursor. 

SUMMARY 

Whereas ordinary heparin does not react with periodic acid, the heparin 
monosulfuric acid gives a color reaction with fuclisin-siilfurous acid fifter 
periodate oxidation. 

The granules of the mast-cells in the subcutaneous tissue of the rat are 
strongly colored with Schiff^s reagent, which could indicate the presence of 
heparin monosulfuric acid or some other heparin precursor. Cliondroitin- 
sulfuric acid is resistant to this reagent, the cartilage being completely 
unstained when treated with periodic acid and subsequently with fuchsin- 
sulfurous acid. This indicates a difference between chondroitinsulfiiric acid 
and the heparin monosulfuric acid, either in the internal linkages between 
the two carbohydrate moieties or in the location of the sulfate groups. 
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The metabolism of plutonium in man has become a matter of concern 
with the development of the chain-reacting pile. For this reason a portion 
of the first plutonium produced by the Clinton pile was set aside for animal 
studies in order to evacuate the hazards which plutonium might present to 
man. In March, 1944, 11 mg. of plutonium were made available to this 
laboratory for animal studies from the first production of the Clinton pile. 
Later studies were undertaken at the Metallurgical Laboratory, University 
of Chicago (1), and at Los Alamos (2). 

Plutonium is produced by the neutron irradiation of U^^® ; the U^^® initially 
formed decays by the emission of a negative /3-particle. The Ne^®® 
created by this process in turn decays by negative jS-particle emission to 
form Ptf^l This isotope of plutonium, having a half life of 24,000 years, 
decays by the release of a-particles to which occurs in nature and has a 

half life of 7 X 10® years. 

Methods 

Preparation of Material — ^The plutonium was prepared in the three 
valence states for injection by Professor R. Connick and his colleagues, 
working under the direction of Dean W. M. Latimer in the College of 
Chemistry. 

The +3 valence state was prepared by the reduction of PuCL by SO 2 in 
0.47 N HCl. The +4 plutonium was prepared prior to the intramuscular 
injection by first precipitating the +4 hydroxide from the original PuCli 
solution and dissolving the precipitate in 0.47 N HNO3. The + 6 pluto- 
nium was prepared by oxidation of the Pu 02 (N 03)2 with dichromate. The 
plutonium was precipitated as sodium plutonyl acetate, the preparation 
dissolved in HCl, and then precipitated as NaPu02Ac3. The precipitate 
was again dissolved in HCl and the plutonium reprecipitated with NaOH. 
Finally, this precipitate was dissolved in 0.45 N HCL 

*This work was performed under contract No. W-7405-eng-48-A witk the Man- 
hattan District, United States Army. 
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The solutions containing the three separate valence states of iiliitoniimi 
were tested qualitatively by a spectrophotometric inetliod and each was 
found to contain less tlian 20 per cc-mt of plutoniiim in the form of valeiic(3 
states other than the one specifically desired. These stock solutions con- 
tained approximately 2 mg. of plutonium per cc. Immediately before 
injection the solutions were diluted with sufficient isotonic saline to bring 
the pli to 2,5 j and they contained approximately 15 7 of plutonium per cc. 

Administration to Rats — Owing to nutritional and metabolic similarities 
to man, the animal chosen for this yvovk \vas the rat. The three pliitoniuni 
solutions, as described above, were immediately administered to rats. In 
order to avoid undue plating of the plutonium on the syringes and needles 
used for injection, they were washed with 0.01 n IICI before use. In spite 
of this precaution, considerable difficulty was experienced with plating, 
especially with respect to Pu in the +4 state. However, the equipment 
used for injection was assayed for plutonium in order that the actual dose 
of Pu administered to the rats could be determined. 

Twelve groups of three animals each "were injected with approximately 
15 7 of Pu intramuscularly in the left leg, the Pu solutions being employed 
in the three valence states described above. Following this, groups of rats 
Avere sacrificed at 4, 16, 64, and 256 days after adininistraiioii of plutonium 
in the +3, +4, and +6 valence states. 

Three groups of rats were given plutonium in its three valence states 
orally and sacrificed 4 days later. 

The excreta Avere collected from all groups at daily intervals. In order 
to reduce the rather laborious plutonium assays as much as possible, the 
urine and feces Avero pooled for the following intervals, 0 to 2 days, 2 to 4 
days, 4 to 8 days, 8 to 16 days, and every 8 days thereafter. When the 
animals were sacrificed, tlie organs removed included the liAm.r, kidney, 
testes, spleen, muscle, skin, stomach, large and small intestine together with 
the cecum, bone, lung, brain, and blood. The left hind leg, Avhich was the 
site of intramuscular administration, was removed and assayed separately 
in order to determine the percentage of plutonium remaining imabsorbed. 
Testes, spleen, muscle remoAmd from the uninjected right leg, stomach, 
small and large intestines, lungs, brain, and 3 to 5 cc. of blood obtained l)y 
heart puncture Avere pooled for each group. In the case of bone, the iin- 
injected right leg bones were assayed separately from the rest of the 
skeleton. The skinned carcass, Avhich consisted of the rest of the skeleton, 
muscle, fat, and blood, was dried and ashed as a unit. The skeleton Avas 
separated from this by sifting the ash through a fine screen. The plutonium 
content of both of these portions Avas determined. The plutonium present 
in this ash, not included in the skeleton, is listed under ^ balance’ ^ in Tables 
I, III, and V after the calculated plutonium content of the muscle system 
of the animal had been subtracted from it. 
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The tissues were assayed in the following manner: Immediately after the 
animals were sacrificed, the organs and tissues were removed and weighed 
while wet. During the first part of the experimental program with pki- 
toniiim, all of the tissues were ashed in an electric muffle following a pre- 
liminary drying at 150''. Several determinations were done in which a 
known amount of plutonium in its three valence states was added to in- 
active animal ash, which was brought up to a temperature of 500 ° and 
maintained at this level for 24 hours. No measurable amount of plu- 
tonium Avas lost from this ashing method by volatilization. 

In later studies the tissues v/ere wet ashed with concentrated HNO3 and 
30 per cent H2O2. When the ashing was completed, all of the acid was 
boiled off, leaving a white ash. Following either wet or dry ashing, the ash 
was dissolved in a solution Avhich was 2 n HNO3 and 0.2 m hydroxjdamine. 
The final concentration of animal ash in the nitric acid hydroxylamine 
solution was 20 mg. per cc. 0.5 cc. of the solution was used for the assay 
of plutonium. Duplicate assays were made for every tissue and the details 
of the analytical procedure were as follows: 

500 y of La(N03);j in 25 microliters were added to 0.5 cc. of a solution 
of tissue ash in a 2 cc. centrifuge cone. (Because of the presence of a- 
emitting contaminants in some of the La(N03)3 available, the latter must 
be checked for a emitters by running blanks on each batch received. The 
radioactive contamination present is believed to be actinium, whose chemi- 
cal properties resemble closely those of lanthanum, as well as plutonium in 
the +4 state.) 

0.2 cc. of 6 N HF was added and the mixture stirred Avith a platinum rod. 
The cone Avas then centrifuged at 6000 r.p.m. in a small centrifuge for 30 
seconds. The cone Avas removed and the walh vuished doA\m AAuth the 
supernatant solution. The mixture Avas centrifuged for 3 minutes and the 
supernatant solution discarded. The precipitate of LaF;j containing the 
pliitoniimi was then dissolved in concentrated nitric acid and transferred to 
a platinum disli 1 inch in diameter. The cone AA^as Avashed AAuth a small 
amount of water, and this Avas also added to the dish. 2 drops of 6 n HF 
were added to the solution in the platinum dish in order to reprecipitate 
the LaFa and the plutonium. 

The dish containing the precipitate w^as gently warmed on a hot-plate 
until dry and then flamed to a dull red heat for a fcAv seconds. 

The precipitate aatis found to form a very thin even film which Avas quite 
adherent to the platinum. The a-particles from these samples Avere 
counted, each sample being counted twice. It Avas found that the LaFs 
precipitated from the diluted ash samples of bone, feces, and urine Avas 
someAvhat more bulky than would be expected from the amount of lantha- 
num used as a carrier. A large series of a-particle measurements AA’-as made 
from the ash of these three types of material, and a relatively constant 
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degree of self-absorption of the a-particles was found which ranged from 18 
to 22 per cent for the feces and bone and 10 per cent for the urine. Owing 
to the fact that the remainder of this extraneous ma,terial in the ]uiF;j fjrc- 
cipitate would have necessitated a slow and laborious piirifi(*.iitioii pro- 
cedure, the appropriate correction factor was applied to these samples. 


Table I 

Deposition of 4*S Plutonium in Tissues of Rat after Intramuscular Adininistration into 

Left Leg 

The values given are in per cent of the dose. Average values for tlirce rats at each 
time interval- 



4 days 

16 days 

64 days 

256 days 


per cent 

per cent 

per cerit 

per cent 

per cent 

per cent 

per cent 

per cent 


per organ 

per gm. 

per organ 

per gtn. 

per organ 

per gm. 

per organ 

per gjn. 

Lungs 

0.05 

0.04 

O.OG 

0.05 

0.09 

0.05 

0,07 

0.05 

Spleen 

0.08 

0.13 

0.09 

0.15 

0.22 

0.40 

0.21 

0.42 

Blood 

0.45 

0.04 

0.20 

0.02 

0.10 

0.01 



Liver 

1.12 

0.14 

0.87 

0.14 

1.71 

0.30 

0.93 

0.12 

Kidney 

0.30 

0.18 

0.10 

0.07 

0.27 

0.19 

0.31 

0.17 

Brain 

< 0 . 01 * 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

Stomach 

0.06 

0.02 

0.03 

0.02 

<0.01 

<0.01 

0.09 

0,03 

Intestines 

0.25 

<0.01 

0.23 

0.03 

0.08 

<0.01 

0.12 

<0.01 

Bone 

10. S 

0.64 

18.7 

1.13 

30.3 

2.09 

30.0 

1.97 

Muscle 

0.50 

< 0.01 

0.76 

<0.01 

2.74 

0.03 

LG6 

0.02 

Balance 

2.16 


LSI 


1.78 


L37i 


Left leg 

77.1 


G8.0 


39.7 


23.7 


Skin 

0.61 

0.03 

0.G2 

0.03 

0.49 

0.02 

0.20 

< 0.01 

Gonads 



0.06 

0.02 





Tail 





1.08 

0.24 



Urine 

0,11 


0.19 


0.97 


1.12 


Feces 

1.53 


0.74 


19.5 


30.8 


Actual recovery . . . 

95.1 


92.. 5 


09,6 


91.2 



Although samples in tliis atid the succeeding tables marked <0,01 per cent had 
measurable amounts of activity, the activities were of a low order and are probably 
not significant to more than two decimal places. 


Bone radioaiitographs were prepared from undecalcified femur sections 
by techniques described elsewhere (3). These were made from animals 
sacrificed at intervals ranging from 8 to 256 days after intramuscular 
administration. Doses ranging from 15 to 25 7 were used. 

Results 

The average value of absorption of plutonium in each of its three valence 
states from the gastrointestinal tract was found to be 0.007 per cent. This 
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value may be even lower, since it is predicated primarily upon the limits of 
the sensitivity of the counting apparatus used and the number of micro* 
grams of plutonium available for these studies. 

Data are presented in Tables I and II which give the relative deposition 
of pliitoniiiin in the tissues of the rat when administered in the +3 state. 
These studies were carried out for 256 days after administration of the 
plutonium, as were those involving the +4 and +6 valence states. It can 
be seen from an examination of Table I that +3 plutonium is only partly 
absorbed from the injection site, 77 per cent remaining at 4 days and 23 per 


Table II 

Deposition of 4-^ Plutoiiium in Tissues of Rat Corrected for Recovery and for 
Unahsorbed Balance at Injection Site 
Average values for three rats at each time interval. 



4 days 

16 days 

64 days 

256 days 


per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 


per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

Lungs 

0.32 

0.25 

0.26 

0.22 

0.15 

0.09 

0.11 

0.08 

Spleen 

0.50 

0.82 

0.40 

0.66 

0.38 

0.69 

0.32 

0.64 

Blood 

2.84 

0.25 

0.88 

0.09 

0.17 

0.02 



Liver 

7,06 

0.88 

3.84 

0.62 

2.94 

0.52 

1.41 

0.18 

Kidney 

1.89 

1.13 

0.44 

0.31 

0.46 

0.33 

0.47 

0.26 

Brain 

0.03 

0.02 

0.03 

0.02 

0.02 

<0.01 

<0.01 

<0.01 

Stomach 

oo 

CO 

O 

0.23 

0.13 

0.09 

0.01 

0.01 

0.14 

0.05 

Intestines 

1.5S 

0,06 

1.02 

0.13 

0.14 

<0.01 

0.18 

<0.01 

Bone 

68.1 

4.04 

82.6 

4.99 

52.1 

3.59 

46.3 

2.98 

Muscle 

3.15 

0.04 

3.36 

0.04 

4.71 

0.05 

2.51 

0.03 

Skin 

3.85 

0.19 

2.74 

0.13 

0.84 

0.03 

0.30 

0.01 

Gonads 



0.26 

0.09 





Tail 





2.89 

0.41! 



Urine 

0.09 


0.84 


1.67 


1.69 


Feces 

9.G5 


3.27 


33.5 


46.6 



cent at 256 days. The largest portion of the material absorbed is deposited 
in the skeleton. Liver, kidney, and spleen were the only other tissues 
examined which contained relatively large concentrations of plutonium. 
The excretion of plutonium occurred primarily in the feces. In Table II 
the same data are presented with corrections^ for recovery and absorption 
from the injection site. 

^ These corrected values were obtained by calculating the relative amounts of 
plutonium present in all of the tissues and excreta, exclusive of the plutonium remain- 
ing unabsorbed in the left hind leg, and the amount of plutonium in the balance less 
the calculated quantity present in the blood, muscle, and carcass. This type of 
extrapolation, which attempts to correct for the amount of unabsorbed plutonium 



METABOLISM OF PLUTOmUM 


Tables III and V demonstrate the deposition of pliitoiiiiim in the tissues 
of the rat when administered as the +4 and +G valence states. Tlic 
corrected values are given in Tables IV and VI. These data are similar to 
those obtained for plutonium in the +3 valence state, demorisiratiiig 
major deposition, in tlic skeleton. Of all of the soft t, issues, the liver, 
kidney, and spleen show the highest afFmity for plutonium per gm. IIow^ 

Table III 

Deposition of ^4 Plutonium in Tissues of Rat after I ntramuscular Administration 

into Left Leg 

The values given are in per cent of the dose. Average values for tliree rats at 
each time interval. 

4 days 16 days 64 days 256 days 


per cent per cent per cent per cent per cent per cent per cent per cent 

per organ per gm. per organ per gm. per organ per gm. per organ per gm. 

Lungs <0.01 <0.01 0.01 0.01 0.03 0.02 0.02 0.01 

Spleen <0.01 <0.01 0.01 0.03 0.03 0.07 0.05 0.12 

Blood 0.05 <0.01 0.01 0.01 0.04 0.01 

Liver 0.08 <0.01 0.19 0.03 0.56 0.08 0.41 0.04 

Kidney 0.03 0.02 O.OS 0.04 0.10 0.05 0.07 0.03 

Brain <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 

Stomach <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 <0.01 

Intestines 0.05 <0.01 0.05 <0.01 0.11 <0.01 0.07 <0.01 

Bone.. 1.44 0.08 2.18 0.14 12.9 0.84 11.5 0.60 

Muscle 0.03 <0.01 O.OS <0.01 0.63 <0.01 0.59 <0.01 

Balance 2.35 1.05 1.68 0.28 

Left leg. 95.8 87.6 68.1 66.8 

Skin <0.01 <0.01 0.06 <0.01 0.17 <0,01 0.21 <0,01 

Gonads <0.01 <0.01 0.05 0.02 0.00 0.02 

Tail 0.84 0.13 

Urine. 0.01 0.04 0.39 0.43 

Feces 0.11 0.43 4.70 9.42 

Actual rcco very . . . 100 . 0 91 . 8 90 . 3 89 . 9 


ever, their concentration of plutonium per gm. averaged from one-fifth to 
one-tenth that of bone. The corresponding concentration of plutonium in 
the other soft tissues was very much less. 

present, appears to be the best method of indicating the true metabolic behavior of 
this substance. The observed quantity of plutonium in the balance, less that esti- 
mated to be present in the blood and muscle of the carcass, is thought to represent 
the amount of the injected solution which extravasated beyond the point of amputa- 
tion and remained unabsorbed. 
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For all groups it will be noted that the corrected data show that there is 
BO apparent and significant difference in either the distribution or excretion 
of plutoniimi in. its three valence states. This is demonstrated in Text-fig. 1 
which shows the relative proportions of the absorbed plutonium in the 
three valence states in the excreta and in the skeleton. Their similarity 
suggests that plutonium exists in the body in the same valence state^ re- 
gardless of the valence state in which it was administered. 


Table IV 


Deposition of -{-4 Plutonium in IHssues of Rat Corrected for Recovery and for 
Unabsorbed Balance at Injection Site 

Average values for three rats at each time interval. 



4 days 

16 days 

64 days 

256 days 


per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per ccfit 


per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

Lungs 

0.22 

0.17 

0.19 

0.16 

0.15 

0.10 

0.09 

0.04 

Spleen 

0.33 

0.50 

0.32 

0.95 

0.15 

0.34 

0.22 

0.53 

Blood 

2,70 

0.22 

0.19 

0.01 

1 0.19 

0.01 



Liver 

4.40 

0.39 

6.03 

0.95 

2.72 

0.39 

1.79 

0.18 

Kidney 

1.60 

1.10 

2.54 

1.27 

0.49 

0.24 

0.31 

0.13 

Brain 

0.04 

0.03 

0.02 

0.02 

<0.01 

<0.01 

0.04 

1 0.03 

Stomach 

o.n 

0.05 

0.13 

0.06 

0.05 

0.03 

0.04 

0.02 

Intestines 

2.76 

0.28 

1.59 

0.16 

0.15 

0.04 

0.31 

0.02 

Bone 

79.3 

4.40 

09.3 

4.44 

62.7 1 

4.09 

50.3 

2.63 

Muscle 

1.60 

0.02 

2.54 

0.03 1 

3.06 

0.03 

2.58 i 

0.02 

Skin 

0.22 

0.03 

1.91 

0.06 i 

0.83 

0.03 

0.92 

0.02 

Gonads 



0.32 

0.10 

0.24 

0.10 

0,26 

0.09 

Tail 





4.09 

0.63 



Urine 

0.56 


1.27 


1.90 


1.88 


Feces 

6.06 i 

! 

13-6 


22.9 


41.2 



However, a very great difference in the amounts of plutonium absorbed 
from the site of injection was noted for the three valence states. The 
greatest degree of absorption was observed for +6 plutonium, the least for 
+4 plutonium, and +3 was intermediate in character. These dissimilar 
rates of uptake from the injection site are shown in Text-fig. 2. 

Radioautographs 

Radioautograplis of adult rat femurs were made at periods ranging from 
8 to 256 days after plutonium administration. All of these showed the 
deposition of plutonium on bone surfaces; i.e., in the region of the periosteal 
and endosteal bone surfaces, and on the endosteal covering of the trabecular 



Table V 

Deposition of 4-0 Plutonium in Tissues of Rat after Intramuscular Administration 

into Left Leg 


Tile values given are in per cent of the dose; average values for three rats at each 
time interval. 



4 days 

16 days 

64 days 

2S6 days 


per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per rxiit 


per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

per organ 

per gnh 

Lungs 

0.08 

0.00 

0.10 

0.08 

0.09 

0.06 

o.or> 

0.03 

Spleen 

0.10 

0.16 

0.22 

0.40 

0.28 

0.47 

0.20 

0.34 

Blood 

0.8G 

0.07 

0.21 

0.02 

0.11 

<0.01 



Liver 

3.58 

0.47 

1.S9 

0.34 

2.24 

0.30 

1.09 

0.13 

Kidney 

0.50 

0.28 

0.47 

0.28 

0.91 

0.4S 

0.20 

0.12 

Brain 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

Stomach 

0.17 

0.05 

0.06 

0.03 

0.08 

0.04 

0.03 

0.01 

Intestines 

0.59 

0.03 

0.50 

0.05 

0.20 

0.02 

0.09 

<0.01 

Bone 

17.2 

0.83 

43.7 

1.78 

28.7 

1.96 

34.6 

2.31 

Muscle 

0.65 

0.01 

1.50 

0.02 

0.83 

0.01 

0.73 

0.01 

Balance 

4.73 


3.50 


3.57 


2.71 


Left leg 

70.4 


30.0 


33.0 


12.0 


Skin 

0.50 

0.02 

0.00 

0.02 

O.CO 

0.02 

0.20 

0.01 

Gonads 



0.10 

0.04 





Tail 





1.72 

0.28 



Urine 

0.10 

1 

5.51 


2.30 


3.28 


Feces 

1.95 


13.4 

. 


14.1 


32.4 


Actual recovery. . , 

101.5 


' ' 1 

99.8 


90.4 


88.3 



Table VI 

Deposition of 4-0 Plutonium in Tissues of Rat Corrected for Recovery and for 
Unahsorbed Balance at Injection Site 


Average values for three rats at each time interval. 



4 days 

16 days 

64 days 

2S6 days 


Per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

per cent 


per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

per organ 

per gm. 

Lungs 

0.30 

0.23 

0.15 

0.12 

0.17 

0.11 

0.07 

0.04 

Spleen 

0.38 

0.01 

0.32 

0.59 

0.53 

0.88 

0.27 

0.47 

Blood 

3.27 

0.27 

0.31 

0,03 

0.21 

0.02 



Liver 

13.6 

1.78 

2.77 

; 0.50 

4.21 

0.66 

1.49 

0.18 

Kidney 

1.90 

1.06 

0.69 

0.41 

1.7.1 

0.90 

0.27 

0.10 

Brain 

0.03 

0.02 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

<0.01 

Stomach 

0.65 

0.19 

0.09 

0.04 

0.15 

0.08 

O.O4I 

0.01 

Intestines 

2.24 

0.11 

0.73 

0.071 

0.49 

0.04 

0.121 

<0.01 

Bone 

65.3 

3.15 

64.0 

2.61; 

55.8 

3.68 

47.4 

3.17 

Muscle 

2.47 

0.03 

2.28 

0.03 

1.56 

0.02 

1.00 

0.01 

Skin 

2.13 

0.08 

0.88 

0.03 

1.13 

0.04 

0.36 

0.01 

Gonads 



0.15 

0.06 





Tail 





3.23 

0.53 



Urine 

0.38 


8.07 


4.32 


4.50 


Feces 

7.40 


19.6 


26.5 


44.4 
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Tbxt-Fio. 1. Proportion of plutonium found in excreta and skeleton of the rat 
after intramuscular administration of plutonium in +3, +4, and +6 valence states. 
Values corrected for absorption from the left leg. 
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Tbxt-Fig. 2. Loss of plutonium from the hind left leg of the rat after intramus- 
cular injection of the -[-3, 4-4, and 4-6 valence states. The ordinate scale gives the 
per cent of plutonium remaining at the injection site. 
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bone (Fig. 1). The picture of plutonium deposition at 8 days was tlie same 
as that found after 256 days. In other words, no sliif ting or redistribution 
of plutonium took place after its initial deposition in the adult animal. 
Fig, 2 shows a section in which the periosteum was fortuitously stripped off 
of the bone. The radioautograpli demonstrates that a large amount of 
plutonium is present in this stripped layer. 

Conclusions 

No significant variations in the metabolic behavior of plutonium were 
observed in each of its three valence states. It is probable that plutonium, 
when absorbed and distributed throughout the body, exists in a single 
valence state which is independent of its valence at the time of adminis- 
tration. 

Plutonium is not absorbed from the gastrointestinal tract to any signifi- 
cant degree. Following parenteral administration, the chief organ of 
deposition is the skeleton. The soft tissues having the greatest concen- 
tration of plutonium are liver, kidney, and spleen; their content of plu- 
tonium per gm., however, is from one-fifth to one-tenth that of bone. 

The chief channel of elimination is the digestive tract. The rate of 
plutonium excretion is very slow and its half period of retention in the body 
is estimated to be greater than 2 years. 

Radioautographic studies show that plutonium is deposited primarily in 
the region of the periosteum, endosteum, and the endosteal covering of the 
trabecular bone. Examination of many of these preparations suggests 
that the principal site of deposition is on the bone surface and that a very 
limited accumulation takes place in the mineral structure of the bone. No 
significant redistribution of plutonium took place in the bone during the 
period of these experiments. 

The selective localization of the plutonium on the bone surfaces explains 
the high toxicity of plutonium compared to equivalent quantities of radium. 
This effect arises from the fact that the radium is distributed throughout 
the mineral portion of the bone, and a large proportion of the Qi-partic‘les is 
absorbed before they can enter the marrow cavity. Plutonium a-partiedes 
can bombard bone marrow more readily, since there is relatively lesvS self- 
absorptioix of radiation by the bone. 

SUMMARY 

Detailed metabolic studies of Pu^^^ administered to rats intramuscularly 
in the +3, +4, and +6 valence state are px'esented. Plutonium was not 
found to be absorbed from the gastrointestinal tract to any extent. The 
skeleton was the main organ of deposition of plutonium, and the degree of 
retention in this organ was very great. No significant differences were 



SCOTT, AXELROD, FISHER, CRO^-VXEY, AND HAMILTON 293 

observed in the metabolic properties of plutonium absorbed by the body for 
its three valence states. Radioautographs demonstrate the deposition of 
plutonium in the region of the endosteum, periosteum, and the endosteal 
covering of the trabecular bone. 
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EXPLANATION OF PLATES 
Plate 1 

Fig. 1. Section of femur from an adult rat injected intramuscularly with 15 y of 
plutonium and sacrificed after 8 weeks. The radioautograph demonstrates the super- 
ficial deposition of plutonium in the region of the periosteum, endosteum, and trabec- 
ular bone. Hematoxylin, eosin, and silver nitrate; X 8. 

Plate 2 

Fig. 2. Radioautograph and section of femur from a rat injected intramuscularly 
with 25 7 of plutoiuum and sacrihod after 5 weeks. During the preparation of the 
sections the periosteum became separated from the shaft, and the autograph shows 
a heavy deposit of plutonium in this stripped layer. No calcium was detected iii this 
particular area. Hematoxylin, cosin, and silver nitrate; X 10.4. 
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A STUDY OF THE MECHANISM OF “PHOSPHOTRANSFERASE^^ 
ACTIVITY BY USE OF RADIOACTIVE PPIOSPHORUS=‘^ 

By BERNARD AXELROD 

{From the Enzyme Research Division, Bureau of Agricultural and Industrial Chemistry, 

Agricultural Research Administration, United States Department of Agriculture, 

Albany, California) 

(Received for publication, June 21, 1948) 

“Phosphotransferase^^ activity, which has been previously described (1), 
involves the enzymic transfer of phosphate from various aryl phosphates to 
particular hydroxyl compounds, apparently without the mediation of a 
nucleotide. It was indicated in this work that the phosphate group was 
transferred directly from the donor to the acceptor compound. The main 
basis for this belief was the observation at the enzyme plus inorganic 
phosphate did not transfer phosphate to the cceptor compound. Never- 
theless it remained possible that the accepted phosphate arose from the pool 
of inorganic phosphate (which is always present since “phosphotransferase^^ 
activity is always accompanied by phosphatase activity), and the cleavage 
of the donor phosphate compound only provided the energy for the esterifi- 
cation. 

It has now been possible through the use of to prove the direct 
transfer of phosphate from donor to acceptor. This has been shown in two 
w^ays. When unlabeled p-nitrophenyl phosphate was used as a phosphate 
donor in the presence of labeled inorganic phosphate, the synthesized 
phosphate ester contained virtually no labeled phosphate. But when the 
same donor contained labeled phosphate and was used with unlabeled in- 
organic phosphate, the synthesized ester did contain labeled phosphate as 
active as that present in the donor. 

In summary, the tests were conducted by subjecting p-nitrophenyl 
phosphate to the action of purified citrus phosphatase (which exhibits 
“phosphotransferase^^ activity very markedly) in the presence of methyl 
alcohol and inorganic phosphate. After incubation the increase in free 
nitrophenol was measured, showing the amount of nitrophenyl phosphate 
split. At the same time the increase in inorganic phosphate was measured 
to determine how much of the phosphate split from the substrate had been 
reesterified to methyl phosphate, as explained in the earlier paper (1). 
The methyl phosphate thus formed was isolated from the reaction mixture, 
and the specific radioactivity of the phosphorus was determined. As this 
value is independent of the amount recovered, considerable loss in yields 

* Enzyme Research Laboratory Contribution No. 112. 
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was taken in order to insure high purity of the isolated product. Results 
are compared in terms of specific activity (counts per minute per mg. of F); 
nevertheless the yields of purified methyl phosphate were large enough to 
account for about a quarter of the synthesis calculated from the analyses 
of the digest. 

Preparation of Labeled POCk — The labeled FOCI3 was made by a method 
somewhat similar to that reported by Lindberg (2). A mixture of 6/29 gin. 
of 85 per cent H 3 PO 4 and 1 ml. of a dilute aqueous solution of Na 2 liP *^"04 
was aerated on a hot-plate until the decrease in weight showed that the 
solution was anhydrous, then thoroughly mixed Avith 15 gm. of PCI5, and 
heated to give a yield of 80 per cent (based on PCIrO of redistilled POCb.^ 
Starting with 1.1 X 10*^ counts per minute, 3.13 X 10'"^ counts per minute 
were recovered; the maximum possible recovery was 3.76 X 10k 

Synthesis of Labeled p-Nitrophcnyl Phosphate—Th.^ procedure previously 
used for the synthesis of inactive 2 ^-nitrophenyl pliosphate was employed 
Avith some modification. To 310 mg. of p-nitroplienol, dissolved in L4 ml. 
of dry CHCI3, 1.0 ml. of labeled POCR Avas added, followed by 0.34 ml of 
dry pyridine, care being taken to provide good agitation and cooling. 
After 30 minutes several pieces of ice Avere added and the reaction mixture 
allowed to stand several hours to insure decomposition of the acid chlorides. 
The p-nitrophenylphosphoric acid Avas obtained as a sticky tar by extrac- 
tion Avith CHCI3 and removal of the solvent Avith a stream of air. The 
crystalline sodium salt of the acid was obtained by adding 2 ml. of Ii 20 and 
enough sodium alcoholate to make the solution just alkaline to phenol- 
phthalein, followed by the addition of a large excess of 1:1 acetone and 
ethanol. The crystals, after AAmshing with 1:1 ethaiiol-cther, Aveighed 100 
mg. As a further step in purification, the product Avas converted to the 
barium salt by dissolving it in 3 ml. of H 2 O, adjusting the pH to the pink of 
phenolphtlialein, and adding a slight excess of barium acetate. A slight 
precipitate was removed by centrifugation, and the supernatant was made 
78 per cent with respect to ethanol. The resulting precipitate was washed 
twice Avith the same volume of 95 per cent ethanol and finally with ethyl 
ether. P content, found 7.56 per cent; calculated (for the trihydrate) 7.00 
per cent. These crystals Avere found to be crystallographically identical 
Avitli barium p-nitrophenyl phosphate prepared from an authentic sample 
of disodiimi p-nitrophenyl phosphate *24120. Approximately 100 mg. of 
the crystals Avere diluted Avith the barium salt derived from 500 mg. of 
inactive disodium nitrophenyl phosphate for use in the following 
experiment. 

^For the most efficient utilization of radioactive material one should use the 
H 3 PO 4 as the limiting starting material, in accord with the stoichiometric proportions 
of 1 mole of H3PO4 to 3 moles of PCI 5 as determined by Geuther (3). 
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^^Phosphotransferase^’ Reaction with Labeled Nitrophenyl Phosphate — 454 
mg. of the barium salt were converted quantitatively to the sodium salt and 
mixed with an equivalent (|uantity of ordinary sodium phosphate. Acetic 
acid Avas added to pH 5.0, also 9 cc. of methanol, 6 cc. of m acetate buffer 
(pH 5.0), and finally enzyme, to a total volume of 62 cc. The enzyme 
employed was 708 units of navel orange juice phosphatase, Preparation 
D (4). Mter G hours at 38°, tests showed that 91.2 per cent of the original 
nitrophenyl phosphate had been digested, with the appearance of only 28.5 
per cent of the cleaved phosphate in the inorganic form, thus indicating that 
22.4 mg. (71.4 per cent) of the original phosphorus had been reesterified to 
methyl phosphate. 

Methyl phosphate was thereafter isolated from the reaction mixture as 
BaMeP 04 Ti 20 , essentially as described in the earlier paper (1). Two 
consecutive crystallizations from hot water were employed. 80.3 mg. of 
barium methyl phosphate (dried in vacuo at 56° to constant Aveight) Avere 
recovered. 

The specific radioactivity of the phosphorus Avas found to be 29.2 zb 0.5 
counts per minute per mg. of P in the initial barium nitrophenyl phosphate 
and 29,1 zb 0.5 in the recovered barium methyl phosphate. 

^L^hosphotransf erase” Reaction with Radioactive Inorganic Phosphate — An 
even better proof of the direct transfer of phosphate from the donor to 
methyl alcohol is shown by the fact that in the presence of relatively large 
amounts of labeled inorganic phosphate the synthesized methyl phosphate 
Avas almost free from labeled phosphate. The reaction mixture contained 
100 mg. of Na 2 -p-nitrophenyl phosphate dihydrate, 3 ml. of methanol, 2 
ml. of M acetate buffer, pPI 5.0, 168 units of p-nitrophenyl phosphate 
phosphatase (lyophilized navel orange juice phosphatase Preparation D), 
0.1 ml of labeled phosphate containing 0.678 mg. of P and having 5.84 X 
10^' counts, and water to give a final volume of 21 ml. The pH was adjusted 
to 5.0 AAUth acetic acid. Digestion Avas carried out at 38° for 5 hours, follow- 
ing Avhich the solution Avas treated in essentially the same manner as before 
for the isolation of the methyl phosphate. In this case, hoAvever, after the 
reaction Avas stopped, inactive Na 2 MeP 04 , equivalent to 500 mg. of 
BaMeP() 4 -H 20 , A\^as added to facilitate the recovery of the enzymically 
synthesized methyl phosphate, and 910 mg. of Na 2 liP 04 Avere added to 
dilute the labeled inorganic phosphate and minimize contamination of the 
methyl phosphate. After tAvo crystallizations the specific activity did not 
change Avith further recrystallization. The final product weighed 121.4 
mg. after drying over P 2 O 5 at 56° in vacuo and had a count of 368 per 
minute. Analyses shoAved that 38.6 mg. of nitrophenol had been liberated 
during the reaction but only 3.71 mg. of inorganic phosphorus (equivalent 
to 43.3 per cent of the total nitrophenyl phosphate cleaved). The esterified 
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phosphorus corresponded to 41.8 mg. of BaMeP 04 *H 20 . Since 500 mg. of 
that substance had been added as carrier, complete recovery of ]haMeF 04 
should have yielded 541.8 mg. The total count of the BaMeP 04 - lisO (for 
the 41.8 mg. of synthesized phosphate ester) was therefore 1640 or a s|)ccific 
activity of 336 counts per minute per mg. of P. Had the pliosphonis of tine 
synthesized compound come from (or through) the inorganic pool, its 
specific activity could not have been less than 6.4 X lOh even in tlie least 
favorable (and really impossible) case in which all the phospliate was split 
from nitrophenyl phosphate before any of the methyl ester was s 3 Tithesized. 

In another experiment carried out under similar conditions the relative 
specific activity found for the s\mthesized BaMePO^rliaO was 125 as com- 
pared to the hypothetical lower limit of 1.3 X KP. The contribution from 
tlie inorganic pool is therefore regarded as negligible. 

SUMMARY 

By using, in one case, P^^dabeled nitrophenyl phosphate, and, in another, 
radioactive inorganic phosphate it has been shown that in the 
photransferase^-catalyzed transfer of phosphate from nitrophenyl phos- 
phate to methanol the transported phosphate does not pass through the 
inorganic stage. 

It is a great pleasure to the author to acknowledge the kindness of 
Professor D. M. Greenberg and Dr. Theodore Winnick for their helpful 
advice and for making available the facilities of the Department of Bio- 
chemistry, University of California, for a portion of this work and to 
express thanks to Dr, F. T. Jones of the Western Regional Research Labo- 
ratory for the crystallographic analysis. 
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STUDIES ON THE PHOSPHORUS METABOLISM OF GREEN 
ALGAE AND PURPLE BACTERIA IN RELATION 
TO PHOTOSYNTHESIS 

By HOWARD GEST* and MARTIN D. KAMEN 

{From the Mallinckrodt Institute of Radiology and the Department of Chemistry, 
Washington University, St. Louis) 

(Received for publication, April 28, 1948) 

The concept of circulating phosphate bond energy has been proposed 
as a basic mechanism for energy transfer in the chemosynthetic and photo- 
synthetic reduction of CO 2 (1“~4). Participation of phosphorylated inter- 
mediates in the “light” reactions of intact photosynthetic microorganisms 
has not been established, although several attempts have been made to 
demonstrate such phenomena (2, 5). To date, experiments with living 
cells show that a significant reproducible net change in internal phosphorus 
distribution is generally difficult to establish, even in cases in which the 
metabolism is known to involve phosphorylated intermediates. Hence, 
it is necessary either to prepare extracts capable of performing partial 
reactions in which intermediates accumulate or to study phosphorus turn- 
over with a radioactive tracer 

The preparation of extracts having the capacity of reducing CO 2 under 
the influence of light has not yet been successful. We have therefore 
investigated the phosphorus turnover. The results obtained in this in- 
vestigation indicate either that phosphorylation is an integral feature of 
the photosynthetic process proper or that non-related “dark” phosphoryl- 
ative reactions are greatly stimulated in some way as a consequence of 
illumination. The existence of a true light-stimulated respiration or 
fermentation accompanied by gas consumption or production is considered 
to be very unlikely (G). However, the possibility that other “secondary” 
phosphorylative reactions not associated with CO 2 reduction are indirectly 
affected by illumination has not been eliminated conclusively. 

Ill the course of the experiments, it has been found that the total phos- 
phate content and its distribution in the cells are strongly dependent on the 
inorganic phosphate content of the growth medium. Cells grown in “high” 
phosphate media store an appreciable quantity of soluble phosphate which 
is readily lost when they are suspended in water, saline, and other solu- 
tions. The removal of a large fraction of this excess phosphate by wash- 
ing has no apparent effect on the ability to carry on photosynthesis. These 
incidental observations on phosphate nutrition are of importance to the 

^ Predoctoral Fellow of the American Cancer Society, 1947--48. 
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problems of pliotosyntliesis only in so far as tlieir cognizance is de^sirabIe 
for intelligeiit planning of future experiments. They are perhaps of more 
interest as an illustration of a phenomenon which appears to be ratlicr 
wide-spread among many types of microorganism. 

EXPERIMENTAL 

Preparation of CnUtires — Two species of Chlorococeales were used, 
ChloreUa pyrenoidosa and Scenedesmns D3 (Gaffron).^ Both organisms 
were grown in pure culture in the medium described below (a modifica- 
tion of Gaffron’s medium (7)): Part A, tap water 1.000 ml., NIBNOs 0.52 
gm., MgS04-7HoO 0.52 gm., and KH2PO4 0.208 gm. (0.0125 gm. for the 
“low” P medium) ; Part B, tap water 100 ml., KHCO3 5 gm., and NallCOs 
5 gm. 

Parts A and B were sterilized separately by autoclaving (Part A in 
bubbling flasks of the Warburg type). 10 ml. of Part B were added to 
each 240 ml. of Part A under sterile conditions to furnish the complete 
growth medium. The inoculated flasks were maintained in a water batli 
at 20-25°, aerated continuously with 5 per cent CO^-OS per cent air-gas 
mixture, and illuminated with incandescent lamps. Cultures were or- 
dinarily harvested for use 3 to 5 days after inoculation (not longer than 1 
day after the density appeared to be maximal). Several experiments 
were made with cells grown in a medium as above with the addition of 
^10~^ M FeCb and trace elements as recommended by Arnon (8). Cells 
grown ill this supplemented medium showed no significant differences in 
phosphate turnover compared with cultures grown in the usual manner, 

lihodospirillvm rnhnm (strain SI) was grown anaerobically in glass- 
stoppered bottles with a yeast autolysate-mineral salt medium similar to 
that described by van Niel (9), with sodium acetate or n-biitanol as hy- 
drogen donor. Cultures were grown in media containing diffenmt (jon- 
centratioiis of phosphat-e; these are indicated in coimcction witli the resultKS 
of the particular experiments. The bottle (adtures were incul.)atc(l at 
^25° under constant illumination with incandescent lamps. 

Manornelric Mcamrements — Rates of photosynthesis and respiration of 
the algae were determined by measuring the rate of oxygen exchange in 
0.1 M NaliCOs {Scenedesmns) or Warburg^s Buffer 9 (ChloreUa) with air 
as the gas phase. Respiratory measurements were made either by covering 
the bath with a dark cloth or by wrapping the individual vessels with 
aluminum foil. The foil is very effective in excluding light and was partic- 
ularly useful in the turnover experiments, in which it was desirable 
to run dark and light samples simultaneously in the same bath. Saturation 

^ We are indebted to Dr. C. B. van Niel of Stanford University for supplying the 
strains of algae and purple bacteria used for these experiments. 
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light intensity was provided by a bank of 60 watt lamps above the vessels. 
The temperature was maintained at 25° or 30°, as indicated. It should 
be noted that rather dense suspensions were used in order to facilitate the 
analyses. There must have been considerable ^^shading” in the light, 
since dilution of the suspensions usually increased the ratio, Os produced 
in the light-Oa consumed in the dark. 

The photosynthetic CO2 assimilation by Rhodospirillum ruhrum was 
followed with bacteria suspended in 0.05 per cent NaHCOs under an 
atmosphere of 5 per cent CO2 in N2 (10, 11). Sodium butyrate or n- 
butanol served as hydrogen donor. Changes in the bicarbonate content 
of the liquid phase were determined in control vessels by tipping in H2SO4 
at the beginning and end of the experiment. Gas production during the 
dark ^'autofermentation^^ was measured in a similar manner in foihwrapped 
vessels. 

Phosphorus Determinations — Total phosphate was determined as in- 
organic orthophosphate after digestion of the material with H2SO4 and 
H2O2. After clearing the sulfuric digests with several drops of 30 per cent 
H2O25 they were diluted with distilled water and boiled vigorously to 
hydrolyze pyrophosphate. Aside from the use of Pictol (Mallinckrodt; in 
Na2S03 + NaHSOa solution) in place of the usual reducing agents, the 
method of Lohmann and Jendrassik was followed (12). Optical densities 
were measured in a Klett-Summerson photoelectric colorimeter (Filter 66) 
after approximately 1 hour’s development. Inorganic phosphate standards 
were always included. Differences in assay of the order of 5 to 10 
per cent were not considered significant, even when there appeared to be a 
“trend” in the data. 

Inorganic phosphate in trichloroacetic acid (TCA) extracts was estimated 
by the Fiske-Subbarow method (13) with Pictol as the reducing agent. 

Tests for labile phosphate esters were made by the procedure recently 
developed by Lowry and Lopez (14). With ascorbic acid as the reducing 
agent in acetate buffer solution at pH 4, presumably only true inorganic 
phosphate is detected by this procedure. Differences between the values 
obtained by this method and those shown by the Fiske-Subbarow method 
are ascribed to labile esters (acyl phosphate, etc.). 

Radioactivity Measurements — ^Aliquots of the sulfuric acid digests were 
also used for assay of P^^. All samples (saline washes, etc.) were neutralized 
to the phenolphthalein end-point and evaporated to dryness on small 
watch-glasses under infra-red lamps. Activity was determined by means 
of a conventional end-window Geiger-Muller counting tube connected 
with a scale-of-64 circuit. Corrections for decay or self-absorption were 
unnecessary. In all experiments radioactivity balances were obtained 
and recoveries of labeled phosphate summed up over all chemical fractions 
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as compared with the initial labeled content of the Avhole cells were always 
greater than 90 per cent. 

Fractionation of C(dls— Tims far only crude fractionations have been 
made^ primarily because of difficulties which are discussed below. In the 
“iiptake^^ experiments, bacteria or algae were exposed to solutions con- 
taining (2 to 5 microcuries per ml.) in the form of inorgmiic phosphate 
under the same conditions as for manometric measurements. Eacli vessel 
usually contained '^0.1 ml. (wet volume) of cells. In a number of experi- 
ments with the algae small Erlcnmeyer flasks (25 ml.) wore used rather 
than Warburg vessels. In these instances, control manometric measure- 
ments were simultaneously made with aliquots of the algal suspension in 
order to be sure that the cells were photosynthesizing and respiring nor- 
mally. 

After suitable intervals of time, the suspensions were extracted directly 
or the cells washed and then extracted with '^10 ml. of cold TCA (final 
concentration 5 to 6 per cent) for about 1 hour at 5®. For the usual uptake 
experiment, the organisms %vere harvested and used without washing; the 
TCA extract was discarded, and the residue washed twice with 10 ml. 
portions of cold 5 per cent TCA. Specific activity (counts per minute per 
microgram of in the gross residue was then determined. 

Fractionation of the TCA-insoluble residue was accomplished by a 
procedure developed for analysis of the same fraction of yeast As ap- 
plied here, this consisted of the following steps. Lipides -were removed 
with cold alcohol and subsequent repeated extractions with hot ether- 
alcohol mixture (3:1). The residue from the lipide extraction was then 
treated with 1 n KOH for 24 hours at 37°. This treatment brings plios- 
phoproteiiis and nucleic acid phosphate into solution. Specific activities 
in the lipide fraction, KOH extract, and KOH residue were determined in 
the usual manner. 

When tlic cells could be washed after exposure to the TCA extracts 
were retained for specific activity determinations (in these instances, the 
residue was washed only once with several ml. of 5 per cent TCA and tlie 
wash added to the extract). 

Results 

Phosphorus Exchange between Cells and Medium — Resting cell suspen- 
sions are ordinarily prepared by harvesting a culture and washing the cells 
thoroughly in order to remove traces of nutrients and other substances 
remaining from the occluded culture fluid. The washing liquid is usually 
distilled water, 0.85 per cent saline, or less frequently fresh culture medium. 
It is well known that substances must be readily lost from bacterial cells, 

2 Juni, E., Kamen, M. D., Reiner, J. M., and Spiegelman, S., in press. 
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since washing frequently leads to ^'inactivation’^ of the organisms (15), 
111 spite of this possibility, washing is almost invariably necessary in up- 
take experiments, since an excess of the tracer generally remains in the 
external medium. Consequently, the effect of washing on the internal 
phosphate composition was studied. Table I illustrates typical data ob- 
tained when organisms grown in the presence of are washed with saline 


Table I 

Leakage of from Internally Labeled Cells of Chlorella pyrenoidosa and 
Rhodospirilluin ruhrum (SI) into Successive Washes of Saline and Growth 

Medium at 0° 

The results are expressed in counts per minute. 

Experiment A, 5 day culture; Experiment B, 4 day culture; Experiment C, 5 day 
culture; Experiment D, 8 day culture. The washes consisted of 25 ml. portions of 
ice-cold solution. Centrifugations were made in a refrigerated centrifuge at 0° as 
rapidly as possible. In all cases, the saline was 0.85 per cent. For Chlorella, the 
medium was Part A of the growth medium (approximately 50 7 of P per ml). For 
Rhodospirillum, the medium was the same as the complete growth medium (700 to 
800 7 of P per ml,). In Experiment B, approximately 0.3 ml. wet volume of algae 
was washed in each case. In Experiment C, 87 mg., dry weight, of bacteria 
were washed in each series. 




Chlorella pyrenoidosa 


Rhodospirillum rubrtm (SI) 


Experiment A 

Experiment B 

Experiment C 

Experiment 

D 


Saline 

Medium 

Saline 

Medium 

Saline 

Medium 

Medium 

Wash 1 

625,000 

326,000 

1,040,000 

800,000 

382,000 

117,000 

330,000 

a 2 

401,000 

179,000 

343,000 

425,000 

117,000 

8,350 

40,600 

‘‘ 3 

162,500 

140,000 

35,400 

77,500 

36, 000' 

5,130 

17,100 

4 

58,500 

88,000 

21,000 

32,000 

12,800 

5,650 

15,000 

5 

22,800 

80,500 

. 16,100 

16,000 

1,800 

5,450 

10,200 

Washed 
organisms , 

2,420,000 

i 

2,850,000 

1,847,500 

1,806,000 

374,000 683,000! 

1,125,000 

Original 
supernatant i 
per ml. 

238,800 

238,800 

410,000 

410,000 

232,000 232,000 

1 

1 

! 

166,000 


and phosphate-containing solutions. The phosphate in all fractions of 
such cells is necessarily labeled and completely equilibrated with exogenous 
phosphate; i.e., external and internal phosphate have the same specific 
activity. 

From these data, it is evident that internal phosphate is gradually re- 
moved by successive washes under conditions in which metabolism is 
presumably at a low level (0°). Similar results were found in experiments 
with Scenedesymis Dg. 
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The effects of washing on distribution in Fihodospirillum rubrum are 
ksIiowh in Table II. The data were obtained by suspending the washed 
bacteria from Experiment C of Tabic I in 15 ml. of saline and extvractiiig 
1 ml. aliciiiots with TCA. Eiiual (|i.nmtities of cells were used in each, 
series (87 mg., dry weight). 

If the spccdfic activity in the externai inodiiim and the total number of 
counts associated with the cells originally (washes plus wastied cells) are 
known, it is possible to make a fairly accurate estimate of the amount of 
initially present in the bacteria (about 177 y per ml.). Further, if 
we assume that the acid-insoluble phosphate does not exchange witli the 
medium, as appears to be the case from the specific activities given in 
Table II, then it is clear that saline washes removed ^87 per cent of the 
phosphate initially in the soluble fraction, whereas washing with medium 


Table II 

Dtsf/rihiUkyn of and P'**- m Rhodospirilliini rubrnrn (SI) after Washing with 

Saline and Medium 



j 

Saline-washed 

Medium-washed 


! 

counts per win. 


counts per min. 


T 

per y 

T 

per y 

Total P* . . , 

75.7 

329.0 

321. 5t 

141.7 

P in TCA extract 

15.3 i 

326.0 

254.5 

108.5 

<< residue 

60.4 

335.0 

51.8 

345.0 


Specific activity in original supernatant ^ 356 counts per minute per microgram. 
(651 7 of per ml.), 

* Direct determinations, per ml. of suspension. 

t Of the 321.5 7 , 81 7 of specific activity 6.5 were not associated with the cells. 

increased the pliosphate content of this portion by 49 per cent. The in- 
crease in pliosphate content in the latter case is a nel increase, since a con- 
siderable anioimt of the original phosphate was lost a.s shown by appea, ranee 
of in the washes. Similar experiments with, SlcmeMcmim and 
Chlorella pijrmoidosa showed tlic same phenomenon; Pc., cells grown in 
can be differentially labeled simply hy washing with iinlabeled phos- 
phate-containing solutions (room temperature) - 

Algae which ha^m been washed with saline still show apparently normal 
photosynthetic and respiratory activity in spite of considerable loss of 
phosphate. This suggested that the ^'excess” soluble phosphate is dis- 
pensable to the cell. It was found that this storage can be eliminated by 
growing the algae in a medium containing very little inorganic phosphate 
(see the ‘dow’’ phosphate medium under ^‘'Preparation of cultures”)- In 
Table III, the effects of washing on the internal distribution in Chlorella 
pyrenoidom grown in ^‘high” and 'dow” phosphate media are compared. 
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Analyses for orthophosphate in the TCA extracts of Experiment 2 of 
Table III showed that the loss into the, washes occurs at the expense of 
the TCA-soliible inorganic phosphate. With the Lowry-Lopez procedure 
(14), no labile phosphate esters of the acyl phosphate type could be de- 
tected in extracts of organisms grown in either type of medium. It is of 
interest that the final concentration of orthophosphate in the medium of 
full grown cultures on ‘high’’ phosphate is about 40 y per ml., while the 
“low” phosphate medium is usually entirely depleted of phosphate. This 
difference parallels that observed by Mann (16) in growing cultures of 
Aspergillus niger. This mold grown in 0.2 to 0.5 per cent K2HPO4 media 

Table III 

Distribution in Chlorella pyrenoidosa Grown in ^‘Low^^ and 
Phosphate Media 


All cultures were 5 days old. The results are expressed in micro grams. 


Medium 

Experiment No 

Treatment 

Low phosphate 
la 

Not washed 

Low phosphate 
lb 

Washed-^ 

High phosphate 
2a 

Not washed 

High phosphate 
2b 

Washed* 

P in TCA extract 

41.2 

i 32.0 

149.0 

90.3 

«« u u residue 

183.0 

191.0 

404.0 

374.0 

Wash 1 


0 


16.8 

a (( it 9 




17.2 

it «i ti ^ 




10.7 

Total P 

224.2 

223.0 

553.0 

509.0 


* The algae were washed with three 10 ml. portions of water at room temperature 
(approximately 0.2 ml. of wet volume algae in each series). 


contains 1 to 2 per cent of its dry weight as phosphorus in contrast to 0.3 
per cent when the medium contains only 0.02 per cent K2HPO4. In the 
latter case, the medium is depleted of phosphate rapidly. Mann has also 
demonstrated significant disparities in the metabolism of the two types of 
cultures. 

Uptake — Typical results showing the effect of light on. P'^- uptake by 
Chlorella and Scenedesmus are given in Fig. 1, where specific activity in the 
TCA-insoliible residue is plotted as a function of time. Each point rep- 
resents the average of duplicate determinations. In all of the experi- 
ments performed, there were no significant or consistent differences be- 
tween light and dark samples with respect to P®^ content of any of the 
fractions examined. The acid-soluble portion has as yet, however, not 
been examined in detail. 

The turnover involving the insoluble fraction is distinctly greater in the 
light than in the dark. Moreover, the extent of this turnover is not di- 
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rectly proportional to the metabolic activity as indicated by gas cxcliange* 
For example, in the experiment of Fig. 1, B, the rates of Ch absorption and 
production observed in control vessels were as follows: (a) In i’,he ab- 




TIME (minutes) 


Fio. 1 . Effect of illmniriation on uptake by Scencdesrmis Da and Chlorella 
27yre7ioidosa, A, Scenedesmus Dg in 0.1 m NallCOs containing 0.16 mg. of orthophos- 
phate as P per ml. and 0.76 mg. of (NH4)2S04 per mb; temperature, 30°. B, Chlorella 
pyrenoidosa in Warburg Buffer 9; temperature, 22°; final concentration of KCN, 
4.55 X 10“3 M. 

sence of KCN, photosynthesis (corrected for respiration) = +129 micro- 
liters of O 2 per 30 minutes; respiration = —36.2 microliters of O 2 per 30 
minutes. (6) In the presence of KCN, photosynthesis (corrected) ~ 
+37 microliters of O 2 per 30 minutes; respiration == —43.5 microliters of 
O 2 per 30 minutes. 
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ThiiSj altlioiigii the endogenous respiration (dark) is stimulated slightly 
by KCNj the incorporation of into the residue is markedly less in the 
presence of KCN than in its absence (Fig. 1, Curves C and D). The 
lack of correspondence between gas exchange and phosphate turnover can 
also be seen by comparing Curves B and D with the manometric data 
given for Fig. 1 , B. This indicates that the differences observed cannot 
be attributed simply to a greater general metabolic activity during il- 
lumination. 

Results of other uptake experiments with Chlorella pyrenoidosa are 
listed in Table IV. 

The effect of illumination on phosphate turnover into the insoluble 
fraction in Rhodospirillmn ruhrum is more pronounced than that observed in 
the green algae. In the experiments summarized in Table V, the amount 
of CO 2 liberated by ^hutofermentation’’ in the dark was of the same order 
of magnitude as the CO 2 assimilated in the light. (This was true in Ex- 
periment B of Table V also, even though an attempt was made to deplete 
the endogenous reserves by aerating the cells in 0.05 per cent NallCOs 
for 1 .75 hours in the dark before use.) Considered with the results, this 
again denotes the lack of a strict relation between extent of phosphate 
turnover and the over-all metabolic level as indicated by gas exchange. 
A large differential in the specific activity is seen even in the endogenous 
controls (Table V, Experiment B, Column a); apparently there was 
sufficient hydrogen donor present in the cells to permit extensive plioto- 
synthesi s ( ‘ ‘au toassimilat i on ” ) . 

Delineation of the role played by phosphorylation in CO 2 reduction will 
depend to a great extent on a knowledge of the compounds actively en- 
gaged in the turnover of phosphate between the soluble reservoir and other 
portions of the cell. A preliminary attempt to identify the nature of 
these compounds was made with aliquots of the same bacterial suspension 
that was used for Experiment R in Table V. Results of a crude fractiona- 
tion of the cells are presented in Table VI. After ICO minute exposures to 
light and dark, the cell suspensions were removed from tlie Warburg vessels, 
centrifuged, and the cells washed three times with 15 ml. portions of cold 
0.85 per cent saline. Fractionations were then performed as described in 
the experimental section. 

Recent work indicates that orthophosphate enters the ^^soluble^^ por- 
tion of the cell probably as a phosphoester and that organic phosphate 
compounds are subsequently derived from a reservoir in this fracti m (17). 
This appears to be also true for photosynthetic microorganisms as evi- 
denced by the fact that the highest degree of equilibration with ex )genous 
phosphate is found in the soluble fraction (Tables IV and VI). Ordinarily, 
the extent of equilibration is easily determined in uptake experiments; 
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in those reported here, the estimates are complicated by the pliosphate 
exchange occurring between cells and medium. For example, in the experi- 

Table IV 

pai2 Uptake by Chlorella pyrenoidosa in Warburg Bujfer 9 


TIxporiment A. 5 day-old culture grown in *‘higli” phosphate medium; 
temperature, 20° 


Time 

Fraction 

Light 

Dark 

Ter cent 

Counts per 
min. x>er 7 

Per cent 
equi libra- 
tion* 

min. 





118 

Whole cellsf 

1560 2.36 

524 

0.76 



1825 

560 



TCA-soluble phosphate 

6320 8.8 

2120 

2.90 


(calculated) 





TCA residue 

406 0.57 

131 

0.17 



404 

111 


273 

C( ( ( 

2120 2.88 

368 

0.51 



2000 




Experiment B. 4 day-old cultures grown in “low” and “high” phosphate media; 
duration of experiment, 165 min.; temperature, 25° 


Origin of culture 



' High phosphate 

Low phospliate 

Light 

Dark 

Light 

Dark 

in TCA residue, counts per 

298.0 

89.0 

2490.0 

885.0 

7mn- per 7 

2C6.0 

106.0 

2320.0 

850.0 

in residue, 7 

50.3 

50.5 

41.0 

36.0 


52.0 

53.8 

41.9 

41.7 

Total P‘*b 7 

1 242. Of 

63. 

4 

O2 per 30 min., microliters 

d-lG3.4§ 

--28.0 

+158. G§ I 

-”20.1 

^ Counts per 

rain, per microgram P'^^ 


- V inn 


Counts per min. per microgram in external medium (= 71,700) 

t Cells washed three times with 10 ml. portions of water before measurement, 
t 71 7 were found to be in the suspension liquid avS orthophosphate (only 2.2 7 in 
the low phosphate experiment) . 

§ Corrected for respiration. 

ments with Chlorella pyrenoidosa summari 25 ed in Table IV, Experiment A, 
the external specific activity at the end of the experiment was 71,700 counts 
per minute per microgram of while the specific activity of the added 
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tracer was 1,120^000. Analyses for showed that the external ortho- 
phosphate, initially from the tracer alone, had been diluted with unlabeled 
orthopliosphate released from the cells. In this particular case, the final 
external specific activities were identical in light and dark samples. 

The extent of equilibration in the various fractions of Rhodospirillum 
nibnmi (Table VI) is more difficult to determine. Although the culture 
was grown in a medium with only a moderate concentration of inorganic 
phosphate (^^40 y of P per ml.), a rather large amount of phosphate was 
released into the solution while the culture was being aerated prior to the 

Table V 

Uptake by Rhodospirillum ruhnnn (SI) in 0.05 Per Cent NaHCOs 

Experiment A, 7 day culture grown in “high” phosphate medium (700 to 800 j of 
P per ml.) with n-butanol as H donor. n-Butanol was used also as H donor for the 
uptake experiment. Gas phase, 5 per cent CO2 in N2; temperature 25°; duration of 
experiment, 230 minutes; total 207 y. 

Experiment B, 68 hour culture grown in “low” phosphate medium (^^40 7 of P 
per ml.) with acetate as H donor. Sodium butyrate was used as the H donor for the 
experiment. In Column a, light and dark, no H donor was added. Gas phase, 5 
per cent CO2 in N2; temperature, 30°; duration of experiment, 150 minutes (cells 
“dissimilated” by aeration prior to experiment) ; total P, 117 7. 



Experiment A | 

Experiment B 


Light 

Dark 

Light 

Dark 


{a) 

(6) 

(a) 

(6) 

(c) 

ia) 

(&) 

ic) 

(a) 

(&) 

ic) 

in residue, counts 

159 

175 

8 

8 

7 

2310 

3070 

3110 

356 

299 

276 

per min. per 7 

P^Mn residue, 7 

I 154 

142 

141 

148 

145 

i 94 

91 

96 

88 

90 

88 


experiment proper (767 7 per 40 ml.; after resuspension in 40 ml. of fresh 
0.05 per cent NaHCOs, 5 ml. aliquots of the suspension were used for the 
experiments reported in Table VI). The tracer added had a specific activ- 
ity of about 66,000 counts per minute per microgram of Judging 
from the final values of the specific activities in the external medium (P^^ 
supernatant liquid), even more internal phosphate was released during 
the course of the experiment. The activities observed in the washes rep- 
resent very little P^^ (<27 per 15 ml. in the first wash). If the per cent 
equilibration is calculated on the basis of the final specific activities in the 
supernatant liquid as 100 per cent, then the effect of light on the turnover 
is even more pronounced than is indicated by the ratios of the specific 
activities given in the last colunan of Table VI (light versus dark). 

At any rate, it may be concluded that the uptake and turnover are both 
much greater in the light than in the dark. Although the residue contained 
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a large quantity of lipide phosphorus, this fraction showed very little 
turnover. The bulk of the difference is encountered in the KOH extract, 
which represents 'h^otal protein’’ phosphorus. In contrast to yeast (17), ^ 
the KOH residue contains no detectable fhe counts observed in this 
fraction may Avell be due to contamination fi’om the KOH extraeix 

Expenmenis — Interpretation of uptake experimciii.s is some- 
times complicated by the fact that high specific activity tracers are em- 
ployed. Under these conditions, rather large amounts of radioactivity 


Table VI 

Uptake and Distribution in Rhodospirillum ruhrum (SI) during Photosynthesis 
and Autofermentation 


Culture and conditions similar to those described for Experiment B, Table V. 



Light 

Dark 

(3) 

To) 

Counts 
per min 

d) 

pn 

(2) 

Counts per 
min. per y 

pji 

(3) 

Counts 
per min, 

(4) 

P31 

(5) 

Counts 
per min. 
per 7 Pai 
(0) 



7 



7 



supernatant 

374,000 

22.9 

16,300 

2,120,000 

45.8 

46,250 


Wasli 1 

27,200 

0 


86,300 

0 



2 

8,090 

0 


8,000 

0 



“ 3 

7,500 



6,880 




TCA extract 

550,500 

62.5 

8,825 

284,000 

65.5 

4,335 

2.04 

residue 








Lipide fraction 

24,600 

125.4 

196 

8,900 

125.1 

71.3 

2.75 

KOI! extract 

1 , 355,000 

295.5 


102,025 

2S9.5' 

353.0 

13.00 

“ residue 

1,860 

0 

4,585 ^ 

375 

0 



Total 

2,348,750 

506.3 


2,615,480 

525.9 




are associated with quantities of which are beyond the range of de- 
tection l)y the usual colorimetric procedures. Appearance of activity in 
tlie soluble and insoluble fractions, without a significant change in dis- 
ti'ibution of 1 does not then necessarily mean that there is any turnover 
between these fractions; Ae., independent routes may exist for the uptake 
of minute amounts of into the various fractions of the cell. In experi- 
ments of this nature, it is desirable to test this possibility by means of the 
“flow” experiment. 

This may be conducted in one of two ways. First, the cells can be 
grown in the presence of and then differentially labeled by suitable 
procedures. For example, with P^Mabeled yeast, fermentation of glucose 
in the presence of unlabeled phosphate causes a considerably greater 
diminution of the specific activity in the acid-soluble portion compared 
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with the acid-insoluble fraction (18). With such yeast, the effect of any 
given conditions on the flow between the two fractions may be readily deter- 
mined. With green algae or Rhodospirillum ruhrum, the differential in 
specific activities can be established by the simple expedient of washing 
with solutions containing unlabeled phosphate as already described. This 
first method, however, is unsatisfactory with photosynthetic microorgan- 
isms because the amount of phosphate involved in the light-accelerated 
turnover is too small to affect the initial specific activities measurably 
(particularly, if the initial differential is not very great). It would be 
possible to observe a significant difference in at least one of the fractions 
if the distribution were very disproportionate. 

In the second method, unlabeled cells are exposed to (30 to 50 micro- 
curies per ml. of suspension) for a relatively short time and then washed 
thoroughly to remove occluded tracer. This procedure usually results in a 
relatively high specific activity in the soluble fraction, while that in the 
insoluble is quite low. The cells are then subjected to light and dark in a 
solution preferably containing no exogenous phosphate. Flow between 
the two cellular fractions can then be followed in a system uncomplicated 
by exchanges occurring between cells and medium. The results of three 
flow experiments performed by the second method are given in Table VII 
(in Experiment C, exogenous phosphate was present as indicated in the 
foot-note; all values are the averages of duplicate or triplicate deter- 
minations). 

The specific activity in the soluble fraction is invariably higher than 
that, in the insoluble. With shorter exposure times (Experiments B and 
C, Table VII), the initial differential between the two fractions is somewhat 
enhanced.^ Under the influence of light, the specific activity in the ex- 
tract fraction decreases significantly more than in the corresponding dark 
samples. This indicates that light stimulated the flow of low specific 
activity phosphate from the insoluble fraction into the soluble portion. 
The simultaneous flow in the reverse direction is evidenced by correspond- 
ing increases in the specific activity of the residue. 

In Experiment C, Table VII, the stimulatory effect of light on the phos- 
phate turnover is apparent from the specific activities observed in the 
residues. The extract values, on the other hand, show no corresponding 
changes. This seeming discrepancy is explained by the fact that the 
activity in the extract was much greater than that in the residue at the 

® Similar results are obtained when carbon dioxide fixation is studied with as 
tracer (Allen, M. B., and Kamen, M. D,, unpublished experiments) . A discussion of 
the turnover in the carbon compounds relative to solubility is given in a forthcoming 
monograph of the Photosynthesis Symposium of the American Association for the 
Advancement of Science, December, 1947. 
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start of the experiment. Since ^100 7 of the extract pliOvSplioiirs were 
due to exogenous imlabelcd phosphate, it is clear that the tine specific 
activity of the soluble phosphate in the algae was eonsiderabl}" greater 
than 2200. Thus, the flow of several micrograins of soluble phosphain irii.o 
tlic residue could change the specific acthity of the latter 100 p(u* ecuii,, 
while an identical flow of residue phosphate into the solulile frachvion would 

Table VII 

Flow of F hetween Soluble and Insoluble Fractions in Chlorclla pyrenoidosa, 
Experiment A, 3 day culture grown in “high’’ phosphate medium. Exposed to 
p32 Warburg Buffer 9 under good illumination for 20 minutes at 21°. Washetl cells 
resuspended in Warburg Buffer 9 at 23° for 120 minutes. 

.Experiment B, 2 day culture grown in “low” phosphate medium. Exposed to 
p:j2 Warburg Buffer 9 in light for 1 minute at room temperature. Washed cells 
resuspended in Warburg .Buffer 9 at 25° for 197 minutes. 

Experiment C, 4 day culture grown in “high” phosphate medium (cont.aiiiing 
added Fe and trace elements). Exposed to P'’’- in complete medium in liglit for 2 
minutes at room temperature. Washed colls resuspended in complete medium at 20° 
for times indicated. Approximately 100 7 of the quantities listed as TEA-extract- 
able phosphate in this experiment were present as exogenous phosphate. 


Experiment 


TCA extract 

TCA residue 


Counts per min. 
per 7 P31 

P31 

Counts per min. 
per 7 

im 

A 

Zero time 

9985 

•y 

19.0 

1705 

y 

08.1 


Dark 

7810 

17.3 

2240 

67.5 


Light 

6890 

17.3 

2565 

60.3 

B 

Zero time 

1970 

27.5 

113 

124.5 


Dark 

1073 

30.4 

280 

117.0 


Light 

734 

34.3 

340 

115.3 

C 

Zero time 

2175 

131.0 

159 

84.3 


Dark, 80 min. 

2245 

128.5 

189 

84.1 


“ 150 

2200 

132.0 

196 

91 .0 


Light, SO min. 

2290 

124.8 

237 

85.5 


“ 150 “ 

2055 

127,0 

297 

84,5 


change the specific activity of the exti’act phosphate l)y only a few per 
cent or less. 

Estimates of the amount of turnover occurring can be made from these 
data by calculations involving a number of assumptions. Such calcula- 
tions indicate that a fairly large fraction of the soluble phosphorus is 
participating in the light-stimulated turnover. Since the compounds con- 
cerned are as yet unknown, the estimates are at best very rough approxi- 
mations. As an illustration, simple isotope dilution calculations can be 
applied to Experiment A (Table VII) as follows; 
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Let a = the specific activity in the residue at zero time, b = the specific 
activity in. the residue at the end of the experiment, x = the quantity of 
phosphate transferred (this is assumed to be the same in both directions), 
and 68 = the micrograms of in the residue. Then, for the dark, h/a = 
1.32. Also, 

^ === 1 32 = -f (68 - a;) (1705 ) 
o ■ “ 68 (1705) 

From this equation, x = 4.4 7. Solving the analogous equation for the 
amount moved in the light gives x = 7.1 7. Similar calculations in which 
the data for the soluble fraction are used give about the same result. In 
connection with these estimates, one point should be emphasized here; 
viz., that the ratio of final specific activities in a particular fraction after 
incubation in light and dark ((specific activity in the light) /(specific 
activity in the dark)) is not directly proportional to the difference in 
turnover. It may be remarked that a small fraction of the total phosphate 
of the cells is involved in turnover as evidenced by the low equilibration 
values and the flow calculations. This fact makes the interpretation of 
simple uptake experiments difficult, particularly in view of the large 
amounts of phosphate moved about by washing procedures, the results of 
which in turn are influenced by culture conditions. 

Finally it is worthy of note that the data of Table IV, Experiment B, 
and Tables V and VII show no obvious fundamental differences in phos- 
phate turnover between cells grown in ‘do^v” or “high” phosphate media. 

DISCUSSION 

Before discussing the implications of these experiments to photos3mthetic 
mechanisms, it seems 'worth while to consider briefly phosphate nutrition 
and its effects on the physiology of microorganisms. The nutritional 
aspects of phosphate metabolism have not been systematically investi- 
gated, and our information is limited to incidental observations made 
during the course of experiments dealing with biochemical transformations. 
This is generally true for observations on nitrogen nutrition also. The 
results of Mann (16) with Aspergillus niger show that the concentration 
of phosphate used in the growth medium has a profound effect on (a) the 
rate of phosphate utilization, (6) phosphate content, (c) rapidity and extent 
of growth, (d) respiratory quotient, (e) nitrogen metabolism, (/) content of 
certain vitamins, and (g) glucose metabolism. Similarly, it has been 
found (19) that the inorganic nitrogen content of the medium influences 
the protein content and the enzymatic constitution of Bacterium coli to a 
great extent. 

In photosynthetic microorganisms, the phosphate content (and dis- 
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tribiition) also depends on the concentration of inorganic phosphate in 
the niediimi. With ^diigh’^ phosphate concentration, excess phosphate 
appears to be stored, primarily in the TCA-extractable fraction. This 
phosphate seems to be dispensable to the cells and readily leaks out into 
water, saline, etc., even at low temperature. Numerous examples of phos- 
phate leakage from cells to medium can be found in data reported for various 
tj^pes of bacteria. In Staphylococcus aureus and Streptococcus hemolylicus^ 
both N and phosphate are released into the supernatant in appreciable 
quantity compared with the amount extractable with 5 per cent TCA 
(even at low temperature (20)). Relatively large amounts of both in- 
organic and organic phosphate are soon found in the supernatants when 
Streptococcus faecalis is suspended in saline in the absence of glucose (21). 
During endogenous respiration, resting cells of Thiobacillus thiooMans 
release inorganic phosphate into the medium (4, 22). Leakage of phos- 
phate explains the failure of thoroughly washed Bacterium coli to ferment 
glucose, since addition of inorganic phosphate restores the activity (15). 
The actual leakage from Bacterium coli is evident in the data given by Mac- 
farlane (23). In this case, a young culture of the bacteria after two wash- 
ings with saline showed a rapid release of inorganic phosphate (into saline) 
in the absence of glucose. An appreciable quantity of the original phos- 
phate of Trypanosoma equiperdum is lost when the organisms are washed 
with saline (24). 

Release of phosphate from yeast is reported to be almost negligible. 
The experiments of Hevesy and Zerahn (25) with yeast grown in dis- 
closed that only 1 to 2 per cent of the total content is lost into inactive 
nutrient solution (at 20° over a period of 24 hours). Before performing 
the experiment, however, the yeast was washed thoroughly with nuirient 
medium (containing phosphate) to remove adhering radioactivity. It is 
possible that some leakage or exchange occurred during the washing. 
According to Reiner,^ about 10 per cent of the total of yeast is released 
into distilled water over a period of several hours at room tcmpei'ature 
(after being washed twice with cold distilled water). It is interesting to 
note that other experiments of Hevesy and Zerahn (25) showed that yeast 
internally labeled with ^ large fraction of its K into the medium. 

Prior to the present work it does not appear that any success has at- 
tended efforts to demonstrate an unequivocal relation between illumina- 
tion and phosphate esterification (2, 5, 6, 26). Emerson et al (2) at- 
tempted to observe shifts in phosphate distribution in various fractions of 
Chlorella pyrenoidosa which might have been expected to result when cells 
were illuminated in the presence and absence of CO 2 . They concluded 
that, with the possible exception of ^^Ba-insoluble resistant phosphate/’ 

^ Reiner, J. M., private communication. 
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no significant changes occurred which could be interpreted as supporting 
hypotheses that conversion of radiant to chemical energy was mediated 
by '‘high energy” phosphate bond formation. However, only the TCA- 
soluble phosphate was fractionated in these researches. Our data indi- 
cate that TCA-soliible phosphate composition is strongly dependent on 
culture and washing conditions and procedures and thus it is difficult to 
assess the relevance of the distributions in reported by Emerson et al 
An attempt to use simple uptake of as a definitive test for the existence 
of light coupling to phosphate esterification has recently been reported 
by Aronoff and Calvin (5). No light stimulation of phosphate pick-up 
was observed. It is evident, however, from our previous discussion of 
complications in the interpretation of simple uptake experiments and 
from the effects noted in our researches that the demonstration of phos- 
phorylative mechanisms cannot be established without close attention to 
effects attendant on non-equilibration, washing procedures, and previous 
history of the cultures. One other point is worthy of comment. It has 
been found that in intact yeast fermenting glucose in the presence of 
fluoride no acyl phosphate can be detected.® Hence even under conditions 
in which a conversion of inorganic to acyl phosphate is reasonably certain 
to be occurring during metabolism in intact cells, it may be impossible 
with present analytical methods to demonstrate such phosphorylation. 

Arguments which have been presented against the notion of a phosphory- 
lation mediated “directly” by light are based on the absence of any photo- 
chemical model reactions in which there occurs an efficient parceling of the 
energy of a single ciuantum into many smaller quanta 6, 26).® It should be 
noted that this type of objection can be used against any theory involv- 
ing production and storage of energy in energy-rich bonds. 

It is unnecessary to dwell upon the analogies which have been made 
between photosynthetic and chemosynthetic CO 2 reduction (27, 28). 
These may be paraphrased by the statement that mechanisms for CO 2 
fixation are similar in both types of metabolism, but the ultimate energy 
source is different. Some evidence exists from the experiments of Vogler 
and coworkers (4, 27) that there may be mediation of phosphate bond 
formation by sulfur oxidation uncoupled from CO 2 uptake in Thiobacillus 
thiooxidans. The results obtained depended on the determination of 
inorganic phosphate in the medium during alternate periods of oxidation 
and CO 2 uptake. The assumption required was that disappearance of 
phosphate from the medium was synonymous with the formation of 
phosphate esters. It appears from our washing data that this assumption 
may well require more experimental justification. Further, an unexplained 

® Spiegelman, S., private communication. 

® Franck, J., private communication. 
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release of pliospliate during endogenous metabolism of the organisms used 
by Vogler el al. complicates interpretation of the conclusions reached. 
Other diffkailtioSj such as a very high ratio of CO2 ^^tixcd’*’ to pliospliate 
“csterhicdj” uneindainty as to the state of reduction of itic CX)2 taken up, 
etc. (6), would seem to indicate the desirability for additional cxperiiiicn" 
tal evidence bearing on the relation of phosphate esterification to CO2 
reduction. It is of interest to record the recent observations of Mcdillroy 
(29) who has found that extracts from firefly lanterns can be prepared wdiicli 
in tlie presence of oxygen exhibit an increase in biolumincscence upon the 
addition of adenosine triphosphate. In this process, one oliscrves a release 
of light cpianta concomitant with oxidaiion, analogous to a ' ''reverse photo- 
syntlicsis.” It appears that a phosphorylative mechanism is involved in 
absorption of oxygen and production of light. However, no evidence 
exists at present tliat this effect of “higli energy” phosphate is direct. 

The light-indiK*ed phosphate turnover may be us(d\il in monitoring 
activity of extracts prepared from photosynthetic organisms. It irniy lie 
supposed that extracts wdiich simulate the behavior of intact. (X)lls with 
respect to stimulation of phosphate turnover by light may lie good test 
systems for analysis of components required in syntlietic mecdianisrns. 

SUMMABY" 

1. The uptake and turnover of phosphate in various cell fractions as 
influenced by light has been investigated by the use of twm species of 
Chlorococcales {Chlorella pyrenoidosa^ Scenedesmns D3) and a species of 
Athiorhodaceae {Ehodospmlhmi nibrum). 

2. It is shown that the gross phosphate distribution is altered a^pprcciabl}^ 
by experimental conditions (culture media, washing procedures) prior to 
analysis of the organisms. In particular it is found that organisms gi'own 
in media witli the pliospliate composition usually rc;(H)minend(5d for optimal 
growth contain cixcess inorganic or higlily labile pliospliate whicli is easily 
removed by W'asliing, wdiile organisms grown in medifi of low phosphate 
content do not contain such washable phosphate. Tlie uncjcrtainty intro- 
duced into simple uptake experiment.s liy these I’lhcnomena is discussed. 

3. The phosphate uptake in the light is considerably greater tlian in the 
dark for all the organisms examined. Because of the uncertainties as- 
sociated with the trichloroacetic acid-soluble phosphate, uptake data are 
usually referred to TCA-insoluble phosphate. The manometric data 
obtained with algae with KCN as an inhibitor of photosynthesis show that 
the uptake of phosphate is not directly related to the respiratory activity 
as measured by CO2 evolution. In general no rigid proportionality ap- 
pears to exist between phosphate uptake and the over-all metabolic level. 

4. The present studies, in which internally labeled organisms are em- 
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plo 3 ^ed 5 indicate that cellular phosphate turnover and equilibration with 
exogenous phosphate are mediated by a small fraction of the soluble cellula.! 
phosphatto 111 experiments on flow of phosphate between insoluble and 
soliil'ile cell fractions, it is found that light stimulates phosphate turnover. 

5. Tlie results obtained are discussed as well as those from other studies 
in iJic litcu'atiire. It appears from these studies that ester phosphate may 
be formed as a result of light absorption, but that there is no experimental 
evidence which can decide whether such an esterification is, or is not, 
directly coupled with light absorption. 

Addemlimi — A detailed description of the experiments of Aronoff and Calvin has 
appeared recently {Plant Physiol., 23, 351 (1948)). These workers used an indirect 
method for determination of inorganic and organic fractions of phosphate (P^^) 
taken up. Apparently the contents of these fractions were not measured in any 
instance and consecpiently no data on specific activities are available. Since P^^ 
contents were assumed from values given in the literature by other workers using 
different, algae, the vsignificanco of the calculations of Aronoff and Calvin relating 
phosphate uptake and turnover to light and dark metabolism cannot be readily 
assessed. 
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HEMOGLOBIN SYNTHESIS PROM GLYCINE LABELED WITH 
RADIOACTIVE CARBON IN ITS a-CARBON ATOM=^ 
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Important progress in our knowledge concerning the biological precursors 
of hemin was made when Bloch and Rittenberg (1) presented evidence that 
significant amounts of deuterium are incorporated into the hemin of rats 
fed deuterioacetic acid. Further advances in this field were made by 
Shemin and Rittenberg (2-4), who showed that glycine labeled with is 
utilized as a nitrogenous precursor of hemin, whereas other possible amino 
acids, such as glutamic acid, proline, and leucine, do not act in a similar 
fashion and contribute only in an indirect way to hemin N by enriching the 
concentration of the body. It has been reported recently that hemin 
synthesis from glycine occurs in vitro in the presence of avian blood (5) and 
with blood from patients with sickle cell anemia (6). It is of considerable 
interest for an understanding of the mechanism of hemin synthesis to deter- 
mine whether the a-carbon atom of glycine is also incorporated in hemin. 

Experiments demonstrating the participation of the a-carbon atom of 
glycine in the synthesis of hemin are reported in this paper. A preliminary 
report has been published elsewhere (7). 

EXPERIMENTAL 

In order to show that the methylene carbon atom of glycine is incor- 
porated in hemin, two groups of animals were studied, one group consisting 
of four normal adult rats, and one group consisting of three adult rats which 
had been rendered anemic by previous phenylhydrazine feeding and which 
were responding to this anemia by increased hemoglobin production, as 
evidenced by an increased reticulocyte count. 

These rats wei'e fed methylene-labeled glycine (C^^H 2 NH 2 COOH)^ of a 
specific activity of 1.83 microcuries per mg. in a single dose in aqueous solu- 
tion by stomach tube. The total dose administered in this way was 2 
microcuries, i,e. approximately 1 microcurie per 100 gm. of body weight. 

* This work was performed under contract No. W-7401-eng-49 for the Atomic 
Energy Project at The University of Rochester. 

^ This preparation of glycine was synthesized by Dr. R, Ostwald and kindly made 
available to us through the courtesy of Dr. B. M, Tolbert of the Radiation Labora- 
tory of the University of California. 
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At varying intervals after the glycine feeding, these animals were anes- 
thetized with sodium pentobarbital and bled as completely as possil)le from 
the carotid artery by means of the technique of Ihichwald and Hudson (8)* 
This technique was modified first by the injection of a, solution of sodium 
heparin into the femoral vein prior to bleeding from the cixrotid artery, and 
second by perfusion with physiological saline solution through the inferior 
vena cava, this perfusion being continued until the animal died. Tliese 
modifications were adopted in order to secure maximum yieldvS of hemo- 
globin and in order to free the organs of contained blood. 

Hemoglobin was isolated by crystallization according to the method of 
Warburg and Reid (9). Crystalline hemin was prepared as described by 
Nencki and Zaleski (10). Globin was isolated according to Anson and 
Mirsky (11). Such globin preparations were carefully washed with acetone 
and ether and were found by spectroscopic analysis to contain no bound 
hemin. 

Method of Analysis — method developed by Bale and Masters- was 
employed for the determination of activity. This method involved the 
conversion of organic material to carbon dioxide by the wet digestion 
method of Van Slyke and Folch (12). The CO 2 thus produced was then 
introduced into a 1200 ml. ionization chamber, together with inert CO 2 , 
to produce a total pressure of 1 atmosphere. The ionization current was 
read through the use of a ballistic vane electrometer, a version of the dy- 
namic condenser electrometer developed at The University of Rochester. 
The background ionization current is equivalent to approximately 200 
disintegrations per minute. Activities of this order are read to ±10 per 
cent accuracy and net activities above twice the background to an accuracy 
of approximately ±3 per cent. 


Resnlts 

Glycine Feeding of Nor7ndl Data obtained from the feeding of 

methylcnc-labcIed glycine to normal, xmtreated rats are presented in Table 
I, which shows the activities of hemin, globin, and hemoglobin, each of 
which was analyzed separately for activity. 

A comparison of the content of globin with that of hemin is made for 
the following reasons: (1) a comparison of the respective activity of 
hemin and globin would reveal whether the incorporation of in hemin 
was due to the specific precursor activity of the a-carboii atom of glycine, 
or whether incorporation in hemin was due to a non-specific enrichment 
of the concentration of the body available for the synthesis of proteins 
and other large molecular components of the tissues; (2) data available on 
the content of globin would permit the establishment of hemin-globin 

2 Bale, W. F., and Masters, R. E., unpublished method. 
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ratios (shown in the last column of Table I). This ratio may be considered 
an index of the partition between hemin and globin and might possibly 
show measurable variations under pathological conditions, such as anemia, 
etc. 

The content of the hemoglobin found checked fairly well with the 
theoretical value calculated from the content of hemin and globin deter- 
mined independently. In making this calculation a molecular weight of 
68,000 was assumed for hemoglobin (13), and it was also assumed that 1 
molecule of globin is capable of combining with 4 molecules of hemin (14). 
These theoretical values for hemoglobin are included in Tables I and II . 
The exact reason for the discrepancies is not apparent, although the most 


Table I 

G Activity of Hemin, Globin, and Hemoglobin in Normal Rats aHer Feeding 

C^^H^NH^COOH 



activity of hemin 

activity of globin 


04 activity of Hb 



Time after 
glycine 
feeding 

Units, 10‘‘ 
disinte- 
grations ' 
per min. I 
per gm. 
hemin 

Per cent 
dose in 

Units, 10^ 
disinte- 
grations 
per min. 
per gm. 
globin 

Per cent 
dose in 

Units, 104 disinte- 
' grations per min. 
per gm. Hb 

Per cent dose 
in Hb* 

Activity 
ratio, 
hemin- 
globin, 
gm. basis 


hemin* 

globin* 

Measured 

1 Calcu- 
latedt 

Measured 

1 Calcu- 
lated 

days 

1 

25.2 

0.49 

2.84 

1.42 

3.54 

3.69 

1.83 

1.91 

8.9 

6 

31.0 ‘ 

0.66 

4.61 

2.57 

2.93 

5.65 

1.69 

3.23 

6.7 

8 

18.3 ! 

0.29 1 

2.20 

0.86 

2.69 

2.82 

1.10 

1.15 

8.3 

8 

17.4 1 

0.46 

2.31 

1.56 

2.04 ! 

2.87 

1.43 

2.02 

7.5 


On the basis of total circulating blood, 
t On the basis of hemin and globin measurements. 


likely cause for this disagreement is contamination of hemoglobin or globin 
samples. In both groups of animals, one of the calculated hemoglobin 
values deviates markedly from the value found, in each case the measured 
value being lower than the calculated value. It is conceivable that a low 
activity contaminant, e.g, stroma, precipitated with hemoglobin, thus 
bringing about the observed disagreement between the calculated and meas- 
ured values. 

In Table I are also shown calculations of the percentage of the total dose 
of incorporated in hemin, globin, and hemoglobin. These percentages 
were calculated from independent colorimetric hemoglobin determinations^ 
before the animals were sacrificed or on the assumption that the hemo- 
globin of the rat represents 13.8 per cent of the total rat blood, which in turn 

2 Acid heinatin was determined with the photoelectric colorimeter of Kiett and 
SummersoB. 
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amounts to 7 per cent of the total body weight. The value assumed for 
hemoglobin is based upon that published by Thewlis and Meyer (15) and 
chocks with a small series of rats used in our laboratory.^ In general, 0,5 
per cent of the total dose of administered was incorporated in hemin. 

Glycine Feeding of Phenylhydrazine-Treated Rats — Three rats were each 
given 24 mg. of phenyihydrazine hydrochloride by stomach tube on 2 
alternate days, resulting in a depression of the erythrocyte count. These 
animals were then allowed to enter the recovery period, in the course of 
which the reticulocyte count reached a level of 15 to 20 per cent. Wlien 
this level was reached, methylene-labeled glycine w^as administered. 

Since these animals were synthesizing hemoglobin at a more rapid rate 
than normal rats, it is not surprising to find that the hemoglobin contained 
considerably higher concentrations of This is shown in Table IL It 


Table II 

Activity of Hemm, Globin, and Hemoglobin of Phcnylhydrazine-Treaicd Rats after 
Feeding C^HhNHiCOOH 


Time after glycine 
feeding 

activity of 
hemin, units, 10'* 
disintegrations per 
min. per gm. hemin 

activity of 
globin, units, 10* 
disintegrations per 
min. per gm. 
globin 

C** activity of Hb, units, 
10* disintegration per min. 
per gm. Hb 

Activity ratio, 
hemin-globin, 
gm. basis 


Measured 

Calculated’*' 

days 

1 

52.2 

7.18 

3.42 

8.9 

7.3 

4 

58.5 

8.24 

10.9 

10.2 

7.1 

5 

160.0 

16.6 

23.5 

22.1 

9.6 


Calculated on the basis of hemin and globin measurements. 


is interesting to note that the ratio of hemin to globin, expressed on a gni. 
to gm. basis, remains fairly constant and agrees quite well wiihtJiat of ihe 
normal animals. Tliis suggests that the partition of in normal animabs 
and in animals recovering from phenyihydrazine anemia vari(id within 
similar, narrow limits and was of the same order of magnitude. It cannot 
be said with certainty at this time whether the ratio of newly formed licmin 
to newly formed globin is constant under all conditions. There are indica- 
tions, however, that under certain nutritional conditions^* tliis hemin to 
globin ratio is altered extensively. 

The significance of the hemin-globin ratios cannot be completely assessed 
at this time. However, the hemin-globin ratio is considered to reflect the 
rates at which hemin and globin are S3aithesized and the differences between 

^ For the blood volume, the assumed value is based on that cited by Griffith and 
Farris ( 16 ). 

® Unpublished experiments of the authors. 
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these respective rates. The rates of incorporation of glycine in hemin and 
globin could be assessed by comparing the activity per glycine residue 
incorporated in hemin and in globin. Such a comparison reveals that the 

activity per glycine residue is approximately times as high for hemin 
as for globin, suggesting that the rate of hemin synthesis is slightly faster 
than the rate of globin synthesis. 

For the purpose of making an approximate preliminary calculation, it is 
assumed that 75 per cent of the total activity of globin is present as 
glycine residues,® and that there are 50 glycine residues per mole of globin.^ 
It is furthermore assumed that 4 glycine residues are incorporated in 
every molecule of newly formed hemin. 

DISCUSSION 

The experiments reported in this paper indicate that the methylene 
carbon atom of glycine is incorporated into the hemin molecule, and that 
glycine labeled with in its a-carbon atom acts as a precursor of the tetra- 
pyrrole structure of hemin. Because of the finding that the amount of 
activity of hemin is significantly greater than that of globin, it may be con- 
cluded that the incorporation of glycine into hemin is a process which does 
not depend upon the enrichment of the concentration of the body. 
Thus, it appears probable that the Q:-carbon atom of glycine is incorporated 
directly into the hemin molecule. The mechanism of this reaction is at 
present imlmown. 

Shemin and Rittenberg (4) have pointed out that glycine may participate 
in hemin synthesis in a manner analogous to a reaction recently described 
by Fischer and Fink (18) in which a pyrrole-like substance is formed as a 
result of the condensation of glycine and a /5-ketoaldehyde. Such a concept 
is tenable even in view of the report that the carboxyl carbon atom of 
glycine is not incorporated in hemin (19).® If the Fischer and Fink reaction 
is operative in hemin synthesis, it must be assumed that the carboxyl group 
is removed at some point during the condensation reaction or after the 
formation of the pyrrole ring. 

It appears more likely that the carboxyl group is removed after the pyr- 
role ring has been formed, since no enzyme system capable of decarboxylat- 
ing glycine has so far been discovered, the possible exception being the 
fermentation of glycine by Diplococcus glycinophilus (20, 21). This point 

® It is quite conceivable that the entire activity of globin does not reside in 
the glycine residues, but that the activity of other amino acids also contributes 
to the activity of globin. 

^ The glycine content of rat hemoglobin is assumed to be analogous to that of 
horse hemoglobin as determined by Shemin and Foster (17). 

8 Radin, N., Rittenberg, D., and Shemin, D., personal communication. 
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of view is also supported by the experiment of Lorber and Olsen (22) who 
reported that no appreciable decarboxylation of glycine, labeled with O'*’* 
ill the carboxyl group, takes place in isolated mammalian hea-rt prepara-' 
tioiis. Furthermore, the hemin of rats to which OaC '*‘*()3 lias been admin- 
istered contains significant amounts of (23). Thus, one would expect 
that, if carboxyl-labeled giycinc were decarboxylatcd, tlic CO 2 thus formed 
could contribute to liemin synthesis, provided that its conceiitraiion Avas 
high enough. 

Indirect evidence that the carbon-nitrogen bond in glycine remains 
intact is derived from the observation of Shemin and Rittenberg (3) that 
N^®-containing ammonium citrate fed to rats is not incorporated into 
hemin. These experiments also suggest that the oxidative deamination 
described by Ratner, Nocito, and Green (24) for a variety of tissues does 
not play a significant r61e as far as glycine utilization for hemin synthesis 
is concerned. 

Suitable methods for the degradation of the hemin molecule are as yet 
not available. For this reason it has not been possible to determine the 
distribution of in the tetrapyrrole structure of hemin. Attempts to 
develop such methods are now in progress in this laboratory. 

SUMMARY 

L It has been shown that a-carbon-labelcd glycine is incorporated into 
hemin and globin of normal and plienylhydrazine-treated animals, and 
that the hemoglobin of phenylhydrazine-treated animals contains higher 
concentrations of actiAUty than that of normal animals. 

2. The data presented suggest that the partition of activity between 
hemin and globin is essentially the same in normal animals and in animals 
recovering from an anemia produced by phenylhydrazinc feeding. 

The authors Avish. to express their tlianks to Dr. William F. Ih.de for liis 
continuing interest in this investigation. 
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Since the major route of creatine formation in the animal body appears 
to involve the intermediate formation of guanidoacetic acid, methylated 
steroids such as methyltestosterone could cause the repeatedly observed 
(1,2) increase in production of creatine by one of three possible mechanisms: 
(a) by transferring methyl groups to guanidoacetic acid, (6) by increasing 
production of guanidoacetic acid, or (c) by catalyzing some other system 
of creatine synthesis. 

Wilkins and Fleishmann (3) in 1945 were able to demonstrate that only 
the methylated derivatives of the Cio steroid nucleus were effective in pro- 
ducing creatinurea. Methyltestosterone, methylandrostanediol-3,17, and 
methylandrostene-5-diol-3,17 all caused creatinurea, while ethyl testoster- 
one and a number of other non-methylated steroids were found to be in- 
active. As a result of this work the idea was proposed that methylated 
steroids may act as catalysts for the process of methylating guanidoacetic 
acid to creatine. 

The work of Borsook and Dubnoff (4, 5), du Vigneaud et al (6), and 
Block and Schoenheimer (7) has established the probable mechanism of 
creatine formation as follows: (a) guanidoacetic acid is formed in the kidney 
from glycine and arginine and (b) the guanidoacetic acid is methylated by 
methionine, principally in the liver. Borsook ei al (8) demonstrated that 
administration of arginine and glycine to man led to a marked increase in 
guanidoacetic acid in the urine. Simmonds and du Vigneaud (9) furnished 
indisputable proof that the methyl group of methionine gives rise to creati- 
nine in man. It therefore appears that this proposed mechanism applies 
to man. 

If the r61e of catalyst proposed by Wilkins and Fleishmann were correct, 
it would follow that the increase in creatine levels should bear certain rela- 
tions to the levels of guanidoacetic acid. Two alternatives appear possible. 
In the first case methyl ation of guanidoacetic acid could be accelerated 

^ This investigation was supported by a grant from Ciba Pharmaceutical Products, 
Inc., Summit, New Jersey. 
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witlioiit an iiicreaf?e in its production; if this were tlie meehanisiiij the 
guanicloacetic acid levels of the blood and urine should decrease in direct 
relation to tlie inciease in the creatine levels. In the seeon.d instance^ l.lie 
iiicreasctl rciiio\ail of guanidoa(a"dic acid from the system by iricdhylai/ion 
could lead to increased guanidoacetic a(*id synthesis; thus its levc^l woulil 
remain approximately constant while the creatine levels iiicrciised. 

The present work was initiated to determine the plausibility of ilie |)rO“ 
posed catalyst mechanism. Accordingly, normal male and female sul)- 
jeets were given inoth 3 dtestosterone orall^’^ and the guanidoacetic acid and 
creatine levels of both the blood and urine were determined over an ex- 
tended time. If the proposed mechanism operated, the levels of tlie pre- 
cursor should remain constant or decrease while creatine increased. Sim- 
ilarly, the creatine and guanidoacetic acid levels of tlic blood and urine 
have been determined for normal male subjects given testosterone by in- 
jection, by implantation, and by oral administration. This series has 
served to check the possibility that the steroid nucleus as such would iii- 
flueiiee the guanidoacetic acid levels. 

Methods 

Dogs, rabbits, guinea pigs, rats, pigs, and monkeys have failed to show 
creatiniirea following, methyltestosterone administration. Consequently, 
it was necessary to use humans for this study. The selected subjects we.re 
placed on low creatine diets. 48 hours later the first of three consecutive 
24 hour urine samples was collected. Blood samples were drawn at the 
end of each 24 hour collection period. Following collections of urine and 
blood, patients were permitted to roi:-urn to normal diets. These normal 
diets were maintained until 48 hours before the next collections when the 
low creatine diet was again employed. 

Administration of mctliyltcstost.erone or t(iStost(a.’one was begun on the 
last day of the first collection period. In the case of metliyltc.stostero!ie, one 
10 mg. tabled'/ was given b(4o.re eadi meal and two liofore retiring, making 
a total of 50 mg. per day. In the series utili^iing testosterone propionate 
one sul:)ject was given 50 mg. of testosterone propionate in peanut oil orally, 
two subjects were given intramuscular injections of 25 mg, of the same com- 
pound every 2 days, and one subject had four 150 mg, pellets of testosterone 
propionate implanted intramuscularly in the left infrascapular region. 

The plasma and urine were analyzed for preformed and total creatinine 
(10). The method of Peters was altered by lengthening the autoclave 
period to 45 minutes to complete the conversion of creatine to creatinine at 
this altitude, and by diluting the urine specimens to constant volume rather 
than to constant specific gravity. This latter change was made only for 
convenience in the analysis, since variation in specific gravity was not large. 
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Giumidoacotic acid was estimated by the method of Dubnoff and Borsook 
(11). This method was modified slight!}?' in that the samples were warmed 
to room tcanperatiire by rubbing the sample container between the hands 
for 1 minute before colorimetric readings were made. The creatinine and 
giianidoacetic acid determinations were run in duplicate on each sample. 

Table I 


Gimmdoacetic Acid Recoveries 'with Pennutit Separation {Average of Duplicate 

Determinations) 


Test No, 

Arginine added 

Guanidoacetic acid 
added 

Guanidoacetic acid 
recovered 


mg. per 100 cc. 

mg. per 100 cc. 

mg. per 100 cc. 

1 

0 

0.125 

0.121 

2 

0 

0.250 

0 . 251 

3 

0 

0.50 

0.50 

4 

0 

1.00 

1.02 

5 

30 

3.0 

2.72 

() 

30 

1.0 

0.98 

7 

20 

1.0 

1.0 

<S 

10 

3.0 

2.70 

9 

10 

1.0 

1.04 

10 

0 

0 

0 


Table II 

Creatinine Recoveries after Autoclaving with Guanidoacetic Acid (Average of Duplicate 

Determinations ) 


Test No. 

Creatinijie added 

Guanidoacetic acid 
added 

Creatinine recovered 


7ng. per 100 cc. 

mg. per 100 cc. 

mg. per 100 cc. 

1 

0.83 

0 

0.84 

2 

0.83 

0.25 

0.S3 

3 

0.83 

0.50 

0.84 

4 i 

0.83 

1,00 

0.84 


Results 

IDrliminary Mvasiircments — Since some workers (12, 13) have experi- 

enced (UfFieulty with the method for the determination of guanidoacetic 
acid as proposed by Dubnoff and Borsook, recovery measurements were 
made utilizing vaiying quantities of guanidoacetic acid and arginine. The 
results are given in Table 1. These data show that satisfactory separation 
of the arginine and guanidoacetic acid was obtained with the permutit 
samples used. Further, added guanidoacetic acid could be recovered with 
a precision of approximately 5 per cent or better in the range of physiological 
concentrations. 
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If present in sufficient quantity, the anhydride of giianidoacetic acid, 
formed during autoclaving, could be an interfering substance in the creatine 

Table TII 

Creatine^ CreaHnine, and Cnanidoocclic Acid Levels in Plas7na and [Jrinc of Male 
and Female Subjects Civen BO mg. of Methyltestosterone Daily 


Each value represents duplicate san^plcs on 3 consecutive days. 



Days on 
experi- 
ment 

Male 

L. A. 1 

Females 


M. J. B. 

L. B, 

B. H. L. 

M. H. 

M. S. 

Plasma creatine, mg. 

0 




0.33 

0.27 

0.52 

per 100 cc. 

13 

0.45 

0.35 

0.37 

0.44 

0.40 

0.61 


22=^ 




0.09 

0.83 

1.05 


28 

0,50 

0.48 

0.59 





42t 

O.SO 

O.Gl 

0.74 





50 

0.40 

! 0.51 

0,33 





; 72 

0.57 

0.42 

0.42 




Urine creatine, gin. 

0 




0.046 

0.032 

0.057 

per day 

13 

0.046 

0.053 

0.047 

0.036 

0.080 

0.065 


22* 




0.255 

0.402 

0.523 


28 

0.047 

0.048 

0.053 





42t 

0.183 

0.160 

0.134 





56 

0.029 

0.055 

0.038 





72 

0.040 

0.040 

0.033 




Plasma guanidoacetic 

0 

0.26 

0.28 

0.24 

0.34 

0.26 

0.25 

acid, mg. per 100 cc. 

13 

0.24 

0.27 

0.26 

0.46 

0.34 

0.54 


22* 




0.45 

0.48 

0.45 


28 

0.26 

0.22 

0.19 





42t 

0.42 

0.40 

0.3S 





56 

0.39 

0.25 

0.27 




U ri 11 e , guan idoavc t i c 

0 

0.036 

0.024 

0.016 

0.020 

0.037 

0.028 

acid, gm. per day 

13 

0.073 

0.041 

0.046 

0.051 

0.105 

0.067 


22* 




0.1,18 

0.272 

0.175 


28 

0.065 

0.051 

0.070 





42t 

0.114 

0.085 

0.114 





56 

0.059 

0.051 

0.039 





72 

0.061 

0.040 

0.034 




Plasma creatinine, mg. 

0 




0.88 

0.02 

0.84 

per 100 cc. 

13 

1.37 

1.34 

1.36 

1.02 

1.03 

1.05 


22* 




1.00 

1.04 

1.05 


28 

1.17 

1.31 

1.21 





42t 

1.19 

1.41 

1.40 





56 

1.26 

1.42 

1.47 





72 

1.41 

1.60 

1.50 
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Table III — Concluded 



Days on 
experi- 
ment 

Males 

Females 

M. J. B. ' 

L. B. 

B. H. L. 

L. A. 

M. H. 

M. S. 

Urine creatinine, gm. 

0 




0.907 

1.182 

1.143 

per day 

13 

1.776 

1.873 

1.812 

1.150 

1.368 

1.273 


22^ 




0.955 

1.307 

1.302 


28 

1.763 

1.934 

1.967 





42t 

1.767 

2.094 

2.112 





56 

2.037 

2.067 

2.147 





72 

1.927 

2.167 

2.240 





* Methyltestosterone withdrawn from female subjects, 
t Methyltestosterone withdrawn from male subjects. 


3 MALE 5 UBJECT 5 

G-.A.A.=Gaai2idoaceiic J, 
acj&i 



l0.4D 




Udaswa Creatinine 
^ 

Vrine Creatinine 


j^Jasma 
\ creatine 


ft56^ tt 

8s 

U3Z j3.2 ^ 

^ I 

D.Z8rSx.8^ 

VI 0) 

’t) -N 
D.Z4|U§ 

D.ZD„ Z.D W 

I ? 

.16^31.60 


0. 


W 

(D 


-S 


urtin^GAA^^ ^ "^^^as^a eA.A. 


D.D8 


\ MetAi/I Testostero ne 
\ 50 ino. /dao orally 


ZDrane creatihef-^'^ 




D la ZO 30 40 5D 60 70 80 

z>a<^a 

Fig. 1. Average guanidoacetic acid, creatine, and creatinine levels of plasma and 
urine for three male subjects given 50 mg. per day of methyltestosterone orally. 


determination. To check this possibility creatinine determinations were 
made after 45 minutes autoclaving on samples containing varying amounts 
of guanidoacetic acid and creatinine. The results of these experiments are 
given in Table II. These data show that guanidoacetic acid in the quanti- 
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ties encountered in this work does not represent an interfering substance in 
the creatine dctcrraination. The N-meth 3 d group of creatinine is known 
to prevent the interference of this compound in the determination of guan- 
idoacetic acid (14), 

Studies 'revolving MclhyUestosterone — The plasma and urine levels of 
creatine and guanidoacetic acid were determined in three normal men and 
three iiorinal women receiving methyltestostcronc. The results arc given 
ill Table III, and the average results are shown in Figs. 1 and 2. In the 


G ; 

0 

4 

1 

b 

CtJ 

^ ■ 

I 

I 


3 FEMALE SUBJECTS 
G.A.A.-C 

acid 


Gaamdoaceiic\ 



Jdasma. 
c^eaxinlne 
~ Jdasixs a 
/‘f.Cjr’eaiine - 

/ G.A.A: 



HO.ZD 


0) 


2.0 
1.6 


Zlrine 


Vi’eafinine 
~^aama g.a.a:. 


Teslosieix me 
\50.mQ.y'(£iJc/ oxalic 


D.16.gL6^^ 

. rn 

lau (DU (D 

|1.D -S 

1 0.08 ~ •§ 

1 ^ 

1D.04-S 

I 


a 5 10 15 2D 25 50 

Z>3<yj5^ 


Fig. 2. Average guanidoacetic acid, creatine, and creatinine IcvcIb of idastnaand 
urine for three female subjects given 50 ing. per day of niothylt(^stosterone orally. 

cases involving the men 50 mg. of inethyltcstosterone were administered 
daily for 43 days. Significant increases in urine levels of creatine and 
guanidoacetic acid occurred after an initial delay of apfiroximately 20 days. 
The plasma levels were significantly higher at 20 days than at 10 days. 
Original plasma levels were not determined in this series. 10 days follow- 
ing cessation of methyltestosterone administration, all levels had returned 
to normal. 

The female subjects received 50 mg. of methyltestosterone a day for 
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20 days. There was no significant delay before the elevation of the creatine 
and giianidoacetic acid levels of plasma. The urine guanidoacetic acid 
level also rose significantly, until the plasma level passed the renal threshold 
of 0.6 to 0.7 mg. per 100 cc. The values of all constituents except plasma 

Table IV 

Creatine, Creatinine, and Guanidoacetic Acid Levels in Male Subjects Given 
Testosterone Propionate 


Kach value represents duplicate samples on 3 consecutive days. 



Days on 
experiment 

J. W. 

I. K. 

B. H. L. 

M. J. B. 

Plasma creatine, mg. per 100 

0 

0.37 

0.34 

0.29 

0.37 

cc. 

13 

0.34 

0.32 

0.30 

0.42 


22 

0.28 

0.26 

0.28 

0.34 


41 

0.31 

0.33 

0.26 

0.38 

Urine creatine, grn. per day 

0 

0.033 

0.025 

0.027 

0.030 


13 

0.040 

0.026 

0.030 

0.023 


22 

0.035 

0.015 

0.005 

0.010 


41 

0 

0 

0 

0 

Plasma guanidoacetic acid, 

0 

0.44 

0.34 

0.30 

0.27 

mg. per 100 cc. 

13 

0.45 

0.34 

0.27 

0.27 


22 

0.55 

0.32 

0.30 

0.31 


41 

0.55 

0.36 

0.35 

0.34 

Urine guanidoacetic acid, 

0 

0.048 

0.052 

0.036 

0.057 

gm. per day 

13 1 

0.045 

0.047 

0.028 

0.058 


22 

0.051 

0.042 

0.033 

0.058 


41 

0.050 

0.057 

0.031 

0.062 

Plasma creatinine, mg. per 

0 

1.49 

1.21 

1.33 

1.26 

100 cc. 

13 

1.52 

1.33 

1.62 

1.57 


22 

1.46 

1.23 

1.28 

1.26 


41 

1.50 

1.27 

1.27 

1.35 

Uriiie creatinine, gm. per day 

0 

1.470 

1.180 

1.847 

1.350 


13 

1.470 

1.512 

1.845 

1.895 


22 

1.567 

1.678 

2.030 

1.981 


41 

1.690 

1.600 

1.710 

1.800 


guanidoacetic acid rose throughout the 20 day period of treatment. The 
leveling off of the plasma guanidoacetic acid at approximately 0.45 mg. 
per 100 cc. is thought to represent the maximal renal reabsorption level 
of this compound. 

Si'udics Involving Testosterone Propionate — While the action of testoster- 
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one propionate on the creatine levels of normal subjects is well known^ no 
information has been available on the guanidoaeetic acid levels* Conse- 
quently, the plasma and urine levels of creatine and guanidoaeetic acid 
were determined for four normal male patients receiving testosterone pro- 
pionate as described. By using intramuscular injection, implantation, and 
oral administration of testosterone propionate, it was possible to eliminate 
the variable of route of administration from the measurements. The 



Eig. 3. Average guanidoaeetic acid, creatine, and creatinine levels of plasma and 
urine for four male subjects given testosterone propionate by various routes of 
adminiBtration, The route of administration did not aifTect results. 

results of these experiments are given in Tabic IV and the average results 
shown in Fig. 3. 

These data show that there was no significant change in the plasma crea- 
tine and guanidoaeetic acid levels and the urine guanidoaeetic acid level 
during the course of the experiment. After an initial 10 day delay the 
urine creatine level decreased in all subjects regardless of the route of ad- 
ministration of the testosterone propionate. All other levels remained con- 
stant throughout the administration period. 
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DISCUSSION 

The results of this study lead to the elimination of the previously pro- 
posed role of methyltestosterone in creatine metabolism. Since the guan- 
idoacctic acid levels as well as the creatine levels are elevated following 
methyltestosterone administration, the role of a methyl-transferring agent 
previously suggested for methyltestosterone is no longer tenable. The eleva- 
tion of the giianidoacetic acid levels of plasma and urine indicate that the 
methyltestosterone must act primarily at some stage prior to guanidoacetic 
acid methylation. The steroid nucleus as such was obviously not involved 
in the process of increased formation of guanidoacetic acid, since testoster- 
one was ineffective. 

The evidence of Samuels, Sellers, and McCaulay (15) that acute renal 
damage decreases or prevents the effect of methyltestosterone indicates 
that the kidney is the site of the increased formation of the guanidoacetic 
acid, apparently the primary effect of methyltestosterone in creatine metab- 
olism. This is additional evidence that the order of synthesis demon- 
strated in rats is also that followed in the human. Additional statements 
of the action of methyltestosterone must await the elucidation of the par- 
ticular system catalyzed by the methylated steroids. 

SUMMARY 

1 . Guanidoacetic acid and creatine levels have been determined in nor- 
mal male and female subjects who had received methyltestosterone. The 
guanidoacetic acid and creatine levels were found to increase in the same 
general fashion in both plasma and urine. 

2. The possibility of the steroid nucleus per se bringing about increased 
guanidoacetic acid production has been eliminated, 

3. Methyltestosterone affects some process associated with the synthesis 
of guanidoacetic acid, rather than its methylation alone. 
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In the past few years, several methods for the chromatographic fraction- 
ation of mixtures of amino acids have been introduced by Martin and 
Synge and their coworkers. Chromatography of the N-acetyl amino acids 
on silica gel columns has been employed by Martin and Synge (1, 2), and 
has been further studied b}^ Tristram (3). The separation of the free 
amino acids by chromatography on paper, following its introduction by 
Consden, Gordon, and Martin (4), has found wide use. A third method, 
chromatography on starch columns, has been the subject of a note by 
ELs(.icn tind Synge (5), and was used hy Synge (6) in cpialitative experiments 
with partial hydrolysates of gramicidin. 

It appeared that the starch column should possess characteristics render- 
ing it the technique of choice for some types of problems. As Synge (6) 
pointed out, free amino acids and peptides may be chromatographed on 
starch, blocking of the amino group by acetylation being unnecessary. In 
addition, it was to be anticipated that mixtures should be fractionable in 
sufficient quantity with starch columns to permit subsequent examination 
of tlie components by conventional microchemical techniques. The pro- 
cedure also appeared to be one which could be developed into a quantitative 
metliod for amino acid analysis. 

The invest/igations described in this communication deal with develop- 
mcaital worlc on tlie clxromatography of amino acids on starch columns and 
witli specific methods for the separation and quantitative determination of 
plienylalaninc, leucine, isolcucine, methionine, valine, and tyrosine in 
prot-ein hydrolysates. Studies on the remaining common amino acids form 
the subject of a paper now in preparation. 

Ill the fractionation of partial hydrolysates of gramicidin on starch 
columns, Synge (6) collected the effluent from the column in relatively large 
fractions and spot-tested each qualitatively with ninhydrin-impregnated 
paper. The volume of a fraction was adjusted to include substances within 
a given range of zone rates. Each fraction was worked up individually and 
its contents examined. 

In the present investigations, the effluent has been collected in a regular 
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Fig. L Separation of amino acids from a synthetic mixture containing eighteen 
amino acids and NH4CI, corresponding in composition to an acid hydrolysate of 
/5-lactoglobulin. Amino acid concentrations arc given in leucine equivalents (11), 

A, solvent, 1; 1:0,288 n-butanol-benzyl alcohol-water. Column, 52 gm, of starch 
(anhydrous) ; diameter, 1 .9 cm. ; height, 30 cm. Sample, 20 mg. of synthetic mixture. 

B, solvent, n-butanol-15 per cent water. Column, 55 gm. of starch (anhydrous) ; 
diameter, 1.9 cm.; height, 29 cm. Sample, 10 mg. of synthetic mixture. C, solvent, 
?i-butanol-17 per cent 0.57 N HCl. Column, 55 gm. of starch (anhydrous); diameter, 
1 .9 cm. ; height, 28 cm. Sample, 5 mg. of synthetic mixture* 
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series of small fractions of kno\vn volume, and the fractions have been 
analyzed quantitatively rather than qualitatively. The data thus obtained 
permit the construction of effluent concentration curves which reveal the 
detailed behavior and the full resolving power of the column. The effluent 
fractions have been collected with the aid of a specially constructed, fully 
automatic fraction-collecting machine, and the fractions have been analyzed 
quantitatively for amino acids by means of a photometric ninhydrin method 
developed for this purpose. 

Effluent concentration curves showing the behavior of six amino acids 
in three solvents are given in Fig. 1. These amino acids are the first to 
emerge from a starch column when the sample fractionated consists of a 
known mixture of eighteen amino acids and ammonium chloride made up 
to simulate the composition of an acid hydrolysate of jS-lactoglobulin (c/. 
data of Brand ci al. (7)). The procedure employed to obtain curves of the 
type shown in Fig. 1 is given in the experimental section, followed by a 
discussion of the influence of variables on the process and by a summary of 
the results obtained with protein hydrolysates. 

Procedure 

Preparation of Starch Column — The chromatograph tubes used in these 
experiments were of the Zechmeister-Cholnoky type with ground joints 
and sintered glass plates.^ The following directions are for the prepara- 
tion of a 30 cm. starch column in a tube of 0.9 cm. inner diameter and 40 
cm. in length. Direct proportionality factors can be used for columns of 
other dimensions. The columns were prepared and run in an air-con- 
ditioned room at 25° ± 0.5°. There have been no indications that a 
constant temperature room is essential. Recent experiments have indi- 
cated that satisfactory results can be obtained at room temperatures of 
25° rt 5°. 

The starc'-h employed in this investigation was potato starch powder man- 
ufactured by Morningstar Nicol, Inc.^ Different batches procured from 
the same manufacturer have given fully reproducible results. In order to 
obtain the correct tightness of column packing, the water content of the 
starch at the time the column is prepared must be carefully controlled. 
The moisture content of the air-dried product is determined by drying a 
sample to constant weight at 110° at atmospheric pressure. The moisture 
content of starch may vary with the atmospheric humidity, and should be 
checked periodically. An air-dried sample corresponding to 13.4 gm. of 

1 Purchased from the Scientific Glass Apparatus Company, Bloomfield, New 
Jersey, catalogue No. J4664. A length of 40 cm. above the sintered plate must be 
specified for use with starch columns 30 cm. in height. 

2 Manufactured from white potatoes by Morningstar Nicol, Inc., New York, and 
purchased from Amend Drug and Chemical Company, Inc., New York. 
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anhydrous slarcli is weighed out. For t.hc starch used in tlicvse experi- 
ments,, the sample was suspended in 25 cc. of dry l)uta,ii(il in which cnoiigli 
Avater had been dissolved to liring iJie total watcvr presenit to 30 par cent of 
tlic dry wcdgiit of tlie starch,, h'or stai’ch coutaiiii,iig 20 per i^ent inoistiirci, 
10.8 gm. were weighed out and suspended in butanol containing 0.7 cc;. of 
water. The starcli is stirred thoroiighl}^ with a glass rod until a uniform 
suspension free from lumps is obtained. During this i^ime the starch 
adsorbs m{,)st of the vaiter present in the butanol. The susptnisiori is 
poured into die upright cliromatograph tube through a funnel possessing a 
tip bc;iit to touch, the side of 11, ic tiibtx In this manner, Ihe suspension flows 
down the side of the tube without incorporation of air bubt)l,es. F(.)r 
chromatograph, tubes up to 2 cm. in diameter, a 20 cm. extcaisioii of glass 
tubing of the same diameter is attached to the top of the tub(,‘. dining the 
pouring process, lliis extension is ne(,*essary to ac(;onvm(,)(la(e ihe full 
volume of the slurry. The (a)iincction is seciircnl glass io glass with riil)!)(;r 
tiil.)ing. For tubes possessing a diameter hirger than. 2 cm., tlie columns can 
be packed in |)ortionB without an extension 1.)y first pouring two-thirds of 
the slurry and adding the remainder after the first |,)oril(,)ii has sct/tled t.i,) 
constant height. 

After the suspension has been poured into the tube, the column is plac(.;d 
under an air pressure of 5 to 7 cm. of mcuxairy.*^ The starch scuttles slowly 
over a period of 1 to 3 hours. If the moisture coni.(nt of the starch lias 
been correctly adjusted, a sharp settling line can l)e seen to move steadily 
up the t/Ube when the column is illaminat(;d from l)ehind witli. a strong light. 
When, th.e starch lias packed to a co,ustant height, the extension tul)e, if one 
was used, is removed and the butanol remaining ou tlie surface of the column 
is witlidra,.wu, witli a pipotf-e attached to a rubber l)uU,). 1,1'ie solve, mt witli 
which the ch romalAigrara. is to be run is addea! carefully to the top of the 
column without disturbing tlie surface of tlie starch. The tube ,is lilhul to 
Avitliin 5 cm. of the t<op. A 125 cc. separatory funnel ,filled with, solvent is 
attached to tlie column l)y a micro rublier stopper (Artiriir 11, 'Jlioinas 
Company, ciitalogue No. 8823-A) through which the constihited tip extends 
about 2 cm. An airlock is thus formed between the solvent/ and the stopiici* 
in order to avoid contact of the liquid with the rubber. A pressure of 8 
cm. of mercury is applied to the top of the separatory funnel and main- 

® For routine use, reducing valves are installed on the compressed air lines. Air, 
filtered through a J inch Ijogan aridifier (Crane and Company, 47--30 21)th Streng;, 
Long IslaTid City, New York) is drawn at 70 pounds pressure through a reducing 
valve type E-79 (Linde Air Products Company, 205 East 42n(l Street, New York). 
The outlet gage on the valve is replaced by a test gage reading from 0 tr) 25 cm. of 
mercury, 2| inches in diameter, procured from the Factory Products Company, 161 
Meserole Avenue, Brooklyn 22. A T-tubc with a rublxir tube and screw clamp is 
placed in the line to the chromatograph tube to provide a constant ‘diicetierd^ 
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taiiied until about 50 cc. of solvent have passed through the column. This 
pro(.;edure, which usually requires about 36 hourSy permits the starch to 
adsorb enough water to become equilibrated with the wet organic solvent. 
The resulting swelling of the starch may cause the surface of the column to 
rise .1 to 2 cm. If butanol-benzyl alcohol solvent mixtures have been 
employed, the column will gradually become translucent during the 
equilibration process. 

Alter the starch columns have become fully equilibrated, they are 
operated under a pressure of 15 cm. of mercury. Pressure in excess of 8 cm. 
during the equilibration period, or of 15 cm. during operation, may cause 
the gcnei'ation of air bubbles in the lower half of the column, and, therefore, 
should not be used. The presence of a small number of air bubbles within 
a few cm. of the sintered plate is frequently noted, and does not interfere 
with, tlie results. 

The degree of tightness of the column packing must be checked by 
measurement of the flow rate after equilibration with butanol-water or 
bui;anol-l)enzyl alcohob-water. A satisfactory column, 0.9 cm. in diameter 
and 30 (vm. in height, should possess a flow rate of 1.25 to 1.50 cc. per hour 
at 15 cm. of mercury pressure (2.0 to 2.4 cc. per hour per sq. cm. of cross- 
sectional area on a column 30 cm. in height). Preparations of potato 
starch from different sources may vary in average particle size, which can 
affect the amount of water which should be present when the column is 
poured. In general, it can be suggested that if too fast or too slow a flow is 
obtained, the water content at the time of pouring should be diminished or 
inci’cased to establish the optimum conditions for the preparation being 
used. 

''Ilie surface of the column must be firmly packed before the sample is 
addcHl. The solvent is removed to within 1 to 2 mm. of the starch. The 
remaining liquid is driven down at 7 cm. pressure until it clears the surface. 
Hie pressure is maintained for several minutes until the starch has fallen 
1 to 2 mm. If any scum from the solvents has collected on the surface of 
the column, the top 1 mm. of starch should be removed with a silver spatula. 
The surface is tamped and leveled with a flat tipped 6 mm. glass rod. Air 
pressure is reapplied until the surface is fairly dry as evidenced by a frosty 
appearance. The surface is tamped again with the glass rod, and the 
process repeated until a firm, smooth surface which does not cling to the 
rod is obtained. For columns larger than 0.9 cm. in diameter, the pre- 
liminary packing of the surface can be performed with a spatula and the 
final smoothing of the surface with a glass or stainless steel plunger possess- 
ing a diameter a few mm. less than that of the chromatograph tube. Care 
must be taken while preparing the surface not to continue the air pressure 
for too long a period. If this is done, the starch will pull away from the 
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walls of the tube and air bubbles will be seen below the surface* If the 
bubbles extend only a few mm., the column still gives satisfa,(,!i()iy results. 
If the bubbles extend down several cm., the column should be discarded. 

Except wlien strongly acidic solvents arc being used, star(!h columns 
require treatment witli 8-hydroxyquinoline to remove traces of interfiling 
metal ions. For columns 0.9 cm. in diameter, a solution of 25 mg. of 8-!iy- 
droxyqiiiiioline (Merck) in 2.5 cc. of tb,e solvent used on tlie column is added 
to the tube and driven into the starch at 15 cm. pressure. When this solu- 
tion has just cleared the surface, fresh solvent is added and run in until the 
yellowish green band of hydroxyquinoline is at least 5 cm. below the surface. 

The column is then ready for the addition of the sample. If not used 
immediately, the columns can be allowed to drip under gravity or can be 
kept for at least several weeks with the solvent and separatory funnel 
(stop-cock closed) on the top and with the tip immersed in a test-tube filled 
solvent. At the end of the experiment, the starcli is conveniently 
removed from the narrow chromatograph tubes l)y a jet of wiiiev from stiff 
tubing (Tygon). Columns run with the solvents described in tins com- 
munication should not be used more than once. The exception to this 
statement is the case in wliich the mixture applied to the column contains 
only the amino acids shown in Fig. 1 (or tryptophan) and is free of acids or 
neutral salts. 

Addition of Amino Acid Sample to Column — For the curves shown in Fig. 
1, an amino acid mixture'^ simulating the composition of an acid hydrolysate 
of iS-lactoglobiilin (7) was employed. A total of about 1 gm. of amino acids 
was dissolved in 1 .5 cc. of approximately 6 n IICl and made up to a volume 
of 10 cc. with water. Methionine and cysteine wore not included in tliis 
stock mixture, althougli subsequent experiments have sliown that methi- 
onine may be incorporated without risk of deterioration on storage of the 
solution at JF. Immediately l:)efore an experiment, the appropriate quan- 
tities of methionine and cysteine hydrochloride were made to a volume of 10 
cc. with O.l N IICL To a 10 cc. volumetric flask, 0.5 cc. samples of each of 
th,e aqueous solutions referred to above were added and the mixture was 

^ AH the amino acids employed were checked for correct element/ary analysis 
(carbon, hydrogen, and nitrogen). Specific rotations were measured on the L-amino 
acids. The following preparations were used: DL-leucine, i>L-isoloucinc, i>L-mcthio- 
nine, DL-valine, DL-aspartic acid, DL-threonine, glycine, L-argininc hydrochloride, 
L-cyatcine hydrochloride, and L-cystine (all Merck); n-tyrosine and L-glutarnic acid 
(Corn Products, recrystallized); L-proline from gelatin (8); malanine, L-scrinc, 
L-leiicinc, L-phenylalanine, n-histidine •HCMi20, and ndysinc dihydrochloride pre- 
repared from protein hydrolysates (9). We arc indebted to Dr. Erwin Brand for 
samples of i-tryptophan and L- valine, to Dr. Karl Folkers of Merck and Company, 
Inc., for a sample of L-methionine, and to Dr. E. E. Howe of the same company 
for the DL-leucine and DL-isoleucine. 
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inUide to voliiinc witli drij butanol or 1:1 butanol-benzyl alcohol. If diffi- 
culty is c'lKiountcnMi in dissolving the amino acid mixture upon shakingj it 
nuiy lit^ ncc(jssa,ry tiO a,dd 0,2 to 0.4 cc. of ethanol and 1 or 2 drops of 6 n HCl 
ta^lore die solution is diluted to volume. For a column 0.9 cm. in diameter 
0.5 cau’' of dm resulting solution, corresponding to about 2.5 mg. of total 
a.niino a-cids, is adchnl to the top of the column, care being taken not to 
disturb t.lu^ siiriaxic ot die starch. The experiments illustrated in Fig. 1 
were run on, a column 1.9 cm. in diameter with a 2 cc. sample of the amino 
a^dd soluiio,!!. 

Ail' pressure (15 cm.) is applied and the sample driven into the column. 
After ilie li(|uid has reached the level of the starch, 0.2 cc. of solvent is added 
to linse down die walls of the tube. The wash solution is forced into the 
column under pressure. The washing operation is carried out three times. 
Solvrmt is a, (Ideal over the column, the reservoir connected, and air pressure 
ot 15 cm. is applied. Measurement of the effluent volumes recorded in 
Figs. 1, 3, and, 4-. was started at this time. A graduate is placed under the 
(!olumn a-nd a.n appropriate fore fraction is usually taken before the column 
is placed on the fracdion-collecting machine. For the first run on an un- 
known sam|)lc, a f(,)re fraction is not taken and the curve is checked from the 
beginning for possible peaks ahead of phenylalanine and leucine. 

The developmental work to establish the positions of the peaks with dif- 
ferent solvents was done with synthetic mixtures containing one to six com- 
ponents. A mixture containing 50 to 150 mg. of each component w^as made 
to a volume of 25 cc. in 0.5 n HCl and 1 cc. diluted to 10 cc. with the dry 
organic solvent. Addition of the amino acids in different millimolar con- 
centrations permits identification of the peaks by height and integration. 

It will 1)0 noted that stock amino acid mixtures are stored in aqueous 
IK i solution and made to volume with the desired organic solvent immedi- 
ately licjfore use. iiie excess alcoholic solution is discarded. No alteration 
in the compositiion of the aqueous mixtures has been noted when they are 
stored iii 3'^ for i>eriods up to several months. A progressive decrease in 
ihe a.inino acid (*.ontent of mixtures of amino acids stored in the acidic alco- 
holic solutions has been observed. Concomitantly with the decrease in 
free junino acid content of such solutions, the appearance has been noted 
of material which yields a fast moving zone on the column and gives a posi- 
i/ive color reaction with ninhydrin. The behavior on the column of such 
altered amino acid solutions has been simulated by the addition, to fresh 
amino acid solutions, of an amino acid ester, such as phenylalanine ethyl 
ester hydrochloride. Some of the amino acids are esterified, therefore, 
upon prolonged standing in the acidic alcohol- water solvent mixtures. The 

^ For quantitative work each pipette, used was calibrated for delivery with the 
given organic solvent mixture. 
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brief period of contact while the solution is being added to the column is 
insufficient to cause losses. Nearly quantitative recoveries are obtiaiiied 
when an acidic solvent is employed in the development of the chroma- 
togram (biitanol"17 per cent 0.57 n HCl, Fig.l). 

Ill general, the amino acids arc added to a column as their hydrochlorides 
ill order to render the amino acids more readily soluble in the organic sol- 
vents. Of the six amino acids included in Fig. 1, all but tyrosine can be 
broiiglit into solution in neutral butanol-water or butanol-benzyl alcohol- 
water. Chromatography of the neutral amino acid samples yields effluent 
curves indistinguishable from those obtained when the liydrochlorides of 
the amino acids are added to the column. The H(d, when included in the 
sample, is stripped away by the first few cm. of the starch. The fate of 
TIGl can be visualized by incorporating a trace of methyl orange in the sol- 
vent. Tlie HCl gives a zone which moves at about half the rate of valine 
and which fades out after traveling about 3 cm. as a result of gradual neu- 
tralization l)y tlie traces of basic groups present in the potato starc'ii. 

For the majority of the present experiments with protein hydrolysates, 
the proteins were hydrolyzed for IG hours with 10 times tlieir weight of 
boiling 6 n HCL The most recent analyses have been carried out on hydrol- 
ysates prepared by dissolving the protein in a minimum volume of water 
or dilute HCl and adding 200 times the sample weight of 6 N HC 'P twice 
distilled in glass. The mixture was refluxed for 16 hours on an oil bath, the 
oil level being kept below that of the contents of the flask. In both in- 
stances, the excess HCl was removed by repeated concentrations under 
reduced pressure. The hydrolysate was not filtered but was washed into 
a volumetric flask with small poi'tions of water and made up to a volume 
corresponding to about 50 mg. of the original protein ])er cc. For <4iroma- 
tographic analysis, aliquots of this solution were clilut(‘d (0.5 t,o 5 cc.) 
witli i;h(^ organic solvent and applied to the column in the nuiniuu:’ ouiliiKni 
for the syntlietic mixtures. The quantity of |)rot(dn to wlntii a given 
amount of liydrolysate corresponded was determincKl by inicn'O-Kjcildaiil 
nitrogen analyses on the protein and on the hydrolysate. The analyses 
indicated on the average about 2 per cent manipulative loss during tlie 
concentration procedure. A nitrogen analysis was also peiformed upon 
a solution obtained after 50 cc. of 6 n HCl, containing no protein, had been 
refluxed for 16 hours and concentrated to a volume of 5 cc. The nitrogen 
contributed by NH3 in the HCl was negligible. 

Collection of Effluent Fractions — In the early stages of this work, the 

® Dr. C, F. Jacobsen has discussed with us his unpublished experiments which have 
demonstrated the advantages of carrying out the hydrolysis in relatively dilute 
solution with HCl which is as free as possible from heavy metal impurities. Hiimin 
formation is reduced under these conditions; 
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fractions wcjre collected manually. The performance of a large 
iiiiiiiber of c^xpcriinents of the kind illustrated in Fig. 1 became a practicable 
laborai^ory procedure only after the construction of a fully automatic frac- 
tioiucollcKdhig machine, drawings of which are given in Fig. 

TIk^ iriac^liiiw^ is designed to collect the effluent from the chromatogram 
in su(‘ciessive fracd'ions of known volume. The fractions are accumulated 
in tubes held in the large circular test-tube rack which accommodates 80 
iesi-tubes in each of four concentric circles. The deliveiy tip of the chro- 
matograph tube makes contact with the bottom of the enlarged part of the 
funnel (.4) which is mounted in the phototube housing (B). The funnel 
is a, Pyrex Gooch crucible holder 32 X 160 mm. (Corning Glass Works, cat- 
alogue No. 9480), the tip of which has been constricted. Each drop falling 
from the tip of the funnel intercepts a light beam which is focused through 
a circular aperture J inch in diameter upon aphototube (RCA No. 921). The 
tip of the funnel must be mounted above the aperture at such a height that 
ttie emerging drops intercept the light beam just as they leave the tip. If 
the tip is too low, hanging drops will register; if too high, the resulting free 
falling drop will pass through the light beam too rapidly to cause an inter- 
ruption of the beam of sufficient duration to register the drop. The height 
of the funnel can be adjusted by sliding it in the clamp (C). The glass 
shield (D) minimizes evaporation from the drop. 

The change in current of the phototube circuit occasioned by the falling 
drop is amplified through the relay (E) and fed into the automatic reset 
impulse counter (F). The phototube, lens, light source and relay system are 
available from the Langevin Corporation, 37 West 65th Street, New York 
(model PR-41 1-A), or from the Ripley Company, Inc., Deep River, Con- 
necticut (modified 70 series, model No. 8382). The housing and mountings 
were constructed of bakelite. . The impulse counter was purchased from the 
ICaglc Signal Corporation, Moline, Illinois (type HZ-50A6; housing HN-84; 
wiring arrangment No. 1). The impulse counter can be set to record any 
nunil)cr from 1 to 400 drops. After the preset number of drops has been 
registered, the counter resets itself to zero and turns on the motor ((?) (110 
volt, 60 cycle a.c., 1/20 horsepower, 1725 r.p.m., 10:1 gear reduction; 
Boston Gear Works, North Quincy, Massachusetts, catalogue No. MB- 
5810-S). By means of a belt drive to the wheel {H), the motor turns the 

^ This machine was constructed with the aid of Mr. Joseph Blum of the Instrument 
Shop of the Institute. A photograph of the fraction collector is included in another 
report (10) . 

8 A fraction collector based on this design is available commercially from the 
Tcchnicon Company, 215 East 149th Street, New York 51. Convenient 50 tube 
aluminum racks with cellophane covers for handling the 18 X 150 mm. test-tubes are 
also available from this source. 
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2, A. Auioiiiatu^ fniciion collector for chroinato|»;niphic a-nalyHiH, top viisw 

Fkjs. 2j a and B. a, funnel; B, phototube housing (base and ends { inch l>akcdii.(^, 
sides 3/16 iiudij top 3/32 inch, split into two sections at the fiumei); C, s{)lit bn,k(*Iite 
clamp lor tunnel (-J, X i X IJ inches, 5/lG inch hole, thumb-screw adjustonmi) ; /), 
glass shield (1.8 cm. tubing, 2 inches long) ; E, relay licld to base of maciiine l)y l)rack- 
ets; F, impulse counter; G, motor; J/, G inch diameter pulley; /, brass wheel, 2 iiudies 
in diameter, 3/16inch thick ; J , brass engaging pin (centered 5 inch from center of shaft, 
i inch high, J inch in diameter, with freely turning collar 19/64 inch outer diameter) ; 
K, slots to accommodate engaging pin (5/16 inch wide, 5/16 inch high, 1 inch deep, cen- 
ters 4.5® apart, directly under the holes of the rack) ; A, arm on pulley sliaft to a^ctuate 
micro switch; ilf, micro swatch (type 132-U, brown top); ^Y, test-tube rack with four 
concentric circles each possessing eighty i inch holes (base J inch bakelite, rack 3/32 
inch); 0, sensitivity dial for relay circuit, graduated 0 to 100 over 270®, under spring 
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Wiring arrangement 



Ficj. 2, B. iVutomatic fraction collector for chromatographic analysis, side view 

tension to hold the knob iu a set position; P, brass spring arm over micro switch; Q, 
alumiiuirn plate to which micro switch is attached, held on leg of base by set screw; R, 
rollers (Jinch high, wheels finch diameter, \ inch wide);/?, legs, f inch aluminum rod 
turned down to 5/16 inch at the top, threaded for bolting through base; P, base plate, 
bakelite, 32 X 32 X i inches; P, side panels, 3/32 inch bakelite (section cut out for 6 inch 
pulley on right side) ; V, J inch Flexaframe rods, uprights turned down at the bottom 
to 5/16 inch, threaded for bolting through the base, with cross-braces at the top; W, 
clamp, castaloy, Fisher catalogue No. 5-764; X, on-off toggle switch; F, toggle switch 
for automatic cut off; beveled arm to throw automatic cut off switch, arm screwed 
to base of rack between slots; AA, one of eight spacers for rack, f inch center rod, 
5/16 inch spacing sleeves; BB, slotted brass supports for side panels of the cover; CC, 
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wheel (/) which is adjacent to the rack. The upright pin (*/) on this wheel 
engages one of the slots (K) in the base of the circular test-tube rack and 
moves the rack one-eightieth of a turn. A new tube is thus brought under 
the •column. The arm (L) on the shaft makes contact with the micro 
switch (if) and turns off the motor after the wheels (if and I) have made one 
revolution. Since the counter mechanism requires that the load circuit 
be closed for nearly 1 second to allow time for complete resetting, it is 
necessaiy for the gear ratio to give not more than one revolution of if per 
second. The moving parts of the rack are machined from brass. The 
rack revolves on a sleeve bearing at the center and is supported by three 
symmetrically placed rollers (R) mounted on the base. 

The fraction collector is designed for continuous duty. The counter and 
the relaj’ can be replaced readily in case of failure. An extra one of each 
of these items should be kept on hand as replacement parts. The relay is 
mounted open to the air (not in a closed housing) under the base of the 
machine to avoid overheating. The light bulb is changed routinely after 
each month of continuous duty. In the installation of the photoelectric 
counter, it is necessary to keep the low resistance leads to the phototube 
short enough to bring the circuit into counting balance when most of the 
variable resistance (0) is in the circuit. The relay should close when the 
sensitivity dial (0) is turned to about 70. Accurate focusing of the light 
beam on the aperture is essential for this result and the aperture in the 
diaphragm may have to be enlarged if the light intensity striking the photo- 
tube is too low. The adjustment of the tip should be such that drops still 
register when the sensitivity dial is near zero. For maximum stability 
during operation, the dial is set about midway between the point at which 
the counter almost fails to register drops and the dial setting at which the 
counter circuit is permanently closed. The relay is designed to give an 
impulse of about 0.5 second duration to the counter upon interruption of 
the light beam for 0.01 second. The maximum counting rate with this 
machine is, therefore, about 2 drops per second. 

J inch Lucite cover, split in center, cut out around phototube housing; DD, 1/16 inch 
Lucite side panels, TJ inches high; EE, 1} inch hole in cover, centered over third row 
of rack; FF , center supports for cover, attached to base of counter; GG, 1 inch diam- 
eter pulley; HE, 3/16 inch leather belt; II, split bakelite clamp for lamp socket; 
lamp, General Electric 87, 6 to 8 volts, 15 candle power, mounted with the filament 
vertical; KK, lens, 1| inches in diameter, 2 inch focal length; LL, grooved lens holder 
of bakelite, providing a firm grip on the lens; MM, removable diaphragm of 3/32 inch 
bakelite, supporting clamp C, sliding into grooves in side walls of housing, with | inch 
diameter aperture for light beam; NN , phototube, RCA 921; 00, J X 5 inch support- 
ing rod for housing; PP, ventilating holes in housing; QQ, six wire electric cable to 
counter; RE, base plate for counter, with hollow central shaft fitting tightly into 
stationary bearing; 8S, clamp, castaloy, Fisher catalogue No. 5-743; TT, cotton pack- 
ing around stem of chromatograph tube. 
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111 the design of the fraction collector, operation on the drop-counting 
principle was chosen to provide rigorous control of the sample size. Experi- 
ence Avith the machine has demonstrated that, ivith a dependable drop 
counter of the type recommended, considerable convenience and accuracy 
are afforded by this method of operation. For chromatographic ivork in 
general, fraction collectors operated on a time basis would probably not 
give as uniform fraction size, since flow rates through a column are seldom 
strictly constant, even ivhen constant pressure devices are employed. 

The base of the machine and the circular rack should be made of materials 
which do not warp and are not damaged by organic solvents or dilute acids. 
The rack should be of material which will not scratch photometer tubes. 
Bakelite has been used in the present instrument, although investigations 
performed recently and to be described in a forthcoming paper have re- 
vealed that this material suffers from the disadvantage that it contains 
ammonia or other volatile nitrogenous compounds. In chromatrographic 
experiments with the amino acids not included in the present Avork, acidic 
solvents, such as 2:1 n-propanol-0.5 n HCl, have proA^ed extremely useful. 
Such solvents absorb ammonia very readily. Since as little as 0.1 7 of 
NH3 per cc. is detected by the ninhydrin method, the NH3 content of 
the bakelite has been troublesome. It has been possible to obtain satis- 
factory operation by painting the bakelite surfaces of the machine and of 
the phototube housing vdth a 2 per cent alcoholic solution of citric acid. 
Sheets with a dull finish take this treatment better than polished bakelite. 
Nevertheless, in building the fraction collector, it Avould be preferable to 
use materials Avhich do not liberate ammonia. Provided the manufacturers 
cannot furnish bakelite meeting these specifications, a possibility currently 
being investigated, other materials might be substituted. Any material 
employed should first be tested by suspending a sample of it over a feAV cc. 
of 2:1 propanol-0.5 n PICl in a closed vessel for 24 hours. Analysis of 
neutralized 0.5 cc. aliquots of the solvent by the ninhydrin method should 
reveal the presence in the material of any volatile nitrogenous compounds 
Avhich might be a source of interference. The Lucite cover is not resistant to 
butanol or benzyl alcohol and it may prove preferable to make covers from 
other materials. A sliding addition to the cover can also be made to fill 
in the space beneath the phototube housing. 

In a chromatographic experiment, the stai'ch column, to Avhich the 
sample of amino acids has already been added, is mounted on the fraction 
collector. The solvent reservoir is attached, and the requisite air pressure 
applied. The stop-cock on the reservoir is clamped firmly in position to 
prevent it from loosening under pressure. With columns 0%cm. in diam- 
eter, 0.5 cc. fractions are collected. In general, in order to realize the full 
^solving poAver of the column, the size of the fractions collected should bq 
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small enough to 3ueld at least ten points on each amino acid peak. The 
^number of drops required for a given volume is readily determined from the 
weight of the liquid delivered in 10 drops from the tip, together with the 
density of the solvent. For small volumes, a tip which delivers 20 to 40 
drops per 0.5 cc. is convenient. The size of drop delivered is not signifi- 
cantly changed by a 2-fold alteration in the rate of flow. The number of 
drops per cc. from a given tip is constant to better than 1 per cent for a given 
solvent over a temperature range of several degrees and is unaffected by 
dilute concentrations of solute in the effluent. The drop size can be in- 
creased to a maximum of about 20 drops per cc. with a fairly blunt tip of 8 
mm. outer diameter. If water is being used, rather than an organic solvent 
mixture, a beveled tip or a constricted tip of wider bore be required for 
even flow. 

The machine is designed to hold 80 lipless soft glass test-tubes, 18 X 150 
mm. (Arthur H. Thomas Company, catalogue No. 9446). For analytical 
experiments with columns 0.9 cm. in diameter, much time is saved by 
emplo^flng tubes that have been calibrated for use in the spectrophotometer 
(11). vSince the wdiole fraction is analyzed, evaporation of some of the sol- 
vent introduces no error. If larger columns are being run for preparative 
purposes, micalibrated tubes are employed and aliquots pipetted for anal- 
ysis. In this case, evaporation can frequently be neglected, since with 
butanol it amounts to onl^’’ about 50 mg. per tube in 18 hours. If desired, 
evaporation from the tube can be reduced almost to zero by placing a small 
funnel in each tube, as illustrated in the receiver in Fig. 2, B. The funnels 
can be made from 15 X 125 mm. Py’rex test-tubes with rims. In the col- 
lection of large fractions, the splashing w’hich frequently occurs as the drops 
strike the funnels can be eliminated by placing a small pad of glass wool in 
each funnel. 

The tubes are permanently numbered \wth a serial number and a set num- 
ber and stored in sets of 100 to 200 tubes in soft aluminum racks,® protected 
from dust by covers. The filled tubes are removed from the fraction col- 
lector each day and replaced b^^ empty receivers. The fractions are stop- 
pered with corks until ready for analysis. A typical run for the six peaks 
shown in Fig. 1 requires continuous operation of the machine for about 4 
days. Under these conditions the automatic cut-off arm (Z) is removed 
from the base of the rack. If it is desired to have the machine turn off 
after filling a prescribed number of tubes, this arm can be placed in position 
As man}^ as four columns can be run on one machine at the same time 
For example, a second column can be mounted on the right side over tl 
second or third row of receivers and the pressure adjusted to giveiabout t 
same rate of flow as that of the column feeding into the photoelec^^ 
counter. The tip, mth cotton packing around the stem, is protected?* 
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a glass shield fitting into an opening in the cover {EE, Fig. 2). For ana- 
lytical experiments with columns 0.9 cm. in diameter, this arrangement can 
be satisfactory, since the exact fraction size does not enter into the integra- 
tion of the curves. However, if the fraction size is not accurately known, 
the estimate of the position of a peak in terms of cc. on the abscissa of the 
effluent curve may be in error. If the second row experiment is a duplicate 
of one that has been run on the counter, the peaks can usually be identified 
by cross-reference to the sequence of peaks in the first determination. 
Columns on the inner rows can also be used for exploratory qualitative 
experiments. 

Analysis of Effluent Fractions — ^When columns 0.9 cm. in diameter are 
employed, entire 0.5 cc. effluent fractions are analyzed by the photometric 
ninhydrin method outlined in the following paper (11). With larger 
columns, 0.1 to 0.5 cc. aliquots of the effluent fractions are pipetted for 
analysis. The convenience of eliminating the pipetting step points to the 
desirability of employing columns 0.9 cm. in diameter for experiments being 
run for analytical purposes. 

In the plotting and integration of the curves, it is important that the base- 
line be correctly chosen. With each set of 60 fractions taken for analysis, 
six to eight fractions well ahead of or behind the peaks should be included. 
These fractions determine the blank reading of the effluent from the column. 
The positive fractions are read against the average tube of the blank series 
as zero. 

The curves are integrated by the addition of the analytical values for the 
points on a given peak. In determining the mg. of sample placed on the 
column, calibration factors for the delivery of the pipettes with aqueous 
and alcoholic solutions are included (c/. (11), Table V). 

When two or more amino acids are incompletely sepai’ated from one 
another, as in the case of tyrosine and valine in butanol-benzyl alcohol 
(Fig. 1), the amounts of each can be calculated if the overlap does not ex- 
tend as far as the peak points. The calculation depends upon two experi- 
mentally observed facts; namely, (a) the height of a given peak is propor- 
tional to the amount of amino acid represented by the peak, and {h) for a 
given column, the height of a peak of unit area decreases approximately 
linearly with increasing effluent volumes. In general, the calculation is 
made as follows: 

Ai, Aa, and As == quantities in micromoles of amino acid in the first, second, and 
third peaks 

Pi, Pa, and Ps = corrected height of each peak in miilimolar concentration from 
Tables I and III of the following paper (11) 

Vij Fa, and Vz = effluent volumes at which the peaks emerge 

Pi, Pa, and Ps = color yields for amino acids Ai, and Az 



CHKOMATOGRAPHY OF AMINO ACIDS 


352 


T = micromoles (leucine equivalents) obtained by integration of the 
combined peaks, as in Table V (II), not corrected for color yield 
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The recoveries of tyrosine and valine summarized in Table I have been 
calculated by this method by using only the terms involving Pi and P 2 for 
a double peak. The calculation gives results within zb5 per cent of the 
theoretical recoveries in this instance. In order to apply these equations, 
it is necessary to have several analytical points near the peak of the curve. 
The recoveries are less satisfactory when the peaks are rising so rapidly that 
the maximum concentrations are not well defined. It is also necessary that 
the fraction representing the peak of each curve should contain only one 
amino acid. The decision as to whether the peaks are sufficiently separated 
to permit valid calculation can generally be made by inspection of the 
curves. With unlmovm mixtures, the applicability of the calculation 
should be checked by an experiment vdth a kno^vn mixture containing 
tyrosine and valine in approximately the same proportions found in the 
unknovm. The use of partially separated peaks for analytical purposes 
is to be avoided whenever possible by the choice of a more favorable solvent 
mixture. The calculations given above have proved useful, however, for 
preliminary approximations, as well as in securing the data on tyrosine and 
valine given in Tables I, II, and III. 

In some instances mth larger chromatograms, it is convenient to be able 
to spot-test the fractions with ninhydrin-impregnated paper in order to 
locate the positions of major peaks and valleys. Strips of filter paper can 
be impregnated with a solution of 100 mg. of ninhydrin in 10 cc. of n-pro- 
panol and 20 cc. of 0.2 m citrate buffer, pH 5. The air-dried paper can 
be stored for a week or more in the dark without significant deterioration. 
After the application of a small drop from each fraction, the paper is warmed 
to 80° for development of the blue color. With butanol-benzyl alcohol, it 
is desirable to place a drop of water on the paper before adding the organic 
solvent. 
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Solvent Mixtures ^ — The solvent which has proved most useful for the 
separation of the first six amino acids (Fig. 1) contains w--butanoh benzyl 
alcohol, and water. Coiisden, Gordon, and Martin suggested the use of 
this combination of alcohols in paper chromatography (4). On starch, the 
mixture possesses the advantage, in comparison with butanol alone, of 
moving phenylalanine well ahead of leucine and isoleucine (Fig. 1). With 
this solvent, however, recoveries of methionine have been low, occasionally 
by as much as 50 per cent. Oxidation of methionine by traces of peroxides 
present in the benzyl alcohol appears to be responsible for this effect.^® 
Quantitative recoveries of methionine are obtained when butanol is used 
alone. The recoveries can also be made quantitative in the butanol-benzyl 
alcohol solvent by the inclusion of 0.5 per cent thiodiglycol (redistilled 
Kromfax solvent). The solvent mixture which has been adopted for the 
chromatographic analysis of the first six amino acids (Fig. 1) is made up of 
500 cc. of n-butanol, 500 cc. of benzyl alcohol, 144 cc. of water, and 5 cc. of 
thiodiglycol. If the thiodiglycol is not added, the water content is reduced 
to 142 cc. 

At 25°, the above solvent is slightly undersaturated with respect to water. 
It is essential that all solvents meet this specification. If saturated solvents 
are used, slight changes in temperature may induce the separation of free 
droplets of water in the solvent above the chromatogram. The collection 
of excess water on the top of the starch column can markedly distort the 
amino acid peaks. The amount of water in the solvent also requires careful 
control in order to effect optimum separation of tyrosine and valine. If 
the water content of the above mixture is decreased to 138 cc., the tyrosine 
and valine peaks are so close together that there is no evidence of a dip or 
valley in the curve. The curve in Fig. 1 was obtained before this factor 
was fully appreciated and the result shown is therefore marginal. The 
increase of the ratio of benzyl alcohol to butanol to 55:45 did not permit a 
wider variation in the amount of water in the solvent. The relative posi- 
tions of the other amino acid peaks are not affected by similar small vari- 
ations in the water content. For experiments with methionine, the solvent 
should be used within 2 weeks after the addition of the thiodiglycol. 

Butanol saturated with water contains about 170 cc. of water per liter. 
For the chromatogram shown in Fig. 1, j5, an undersaturated solvent is 
prepared by diluting 150 cc. of water to 1 liter with n-butanol. The acidic 
solvent for Fig. 1, C, was prepared from 170 cc. of 0.57 n HCl made up to 
1 liter with butanol. Since the presence of HCl increases the solubility of 

® The organic solvents employed in this work have been of analytical reagent grade. 
Distillation prior to use has been found unnecessary. 

The peroxide content of different lots of benzyl alcohol varies as judged by the 
KI test. Samples giving a strongly positive reaction are not used. Even when 
KI test is essentially negative, thiodiglycol must be included in the solvent. 
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water in the alcohol, this solvent is still slightly undersaturated. The 
curve with the butanol-HCl mixture has been included in Fig, 1 for coni- 
parison. This solvent is unsatisfactory for many purposes, since the re- 
coveries of amino acids may run somewhat low because of esterification. 
The solvents described above are only three examples from the variety 
of mixtures that can be tried with starch columns, depending upon the 
objectives of the experiment. Further work will be reported on the use of 
solvents of higher water content for the fractionation of the slower moving 
amino acids such as alanine and glycine, and the acidic and basic amino 
acids. These components are still on the column at the end of the experi- 
ments described in the present communication. 

DISCUSSION 

Variations in Starch — The potato starch manufactured by Morningstar 
Nicol, Inc., which was used in the present experiments, contained 0.3 per 
cent ash (as sulfate), 0.05 per cent nitrogen, and 12 to 20 per cent moisture. 
The granules varied in size from 0.01 mm. to 0.06 mm. with the diameter 
of the average particle being about 0.03 mm. It has been noted that the 
starch is capable of neutralizing small amounts of HGl. When 20 gni. were 
suspended in 50 cc. of 0.01 n HCl and an aliquot of the supernatant was 
titrated, it was found that 1.5 cc. of 0.01 n HCl were neutralized per gm. 
of starch. Small quantities of ash and other impurities are extracted from 
the starch by the butanol and butanol-benzyl alcohol solvents. This mate- 
rial does not affect the analytical experiments with starch chromatograms. 
For isolation work, it may prove desirable to wash the starch four to six 
times with 6 volumes of distilled water. Before it is dried, the water- 
washed starch should be washed with ethanol in order to facilitate the pro- 
duction of a finely divided air-dried powder. For analytical experiments, 
the starch is used as it comes from the manufacturer, as further treatment 
has not served to improve its resolving power. Samples of starch waslied 
and dried in the laboratory have actually not given quite as good column 
performance as the untreated commercial material. 

Experiments have also been carried out with a sample of potato starch 
purchased from Messrs. Gordon Slater, Ltd., Manchester, England, Avhich 
presumably corresponds to the material employed by Synge (6). The ash 
content was less than 0.1 per cent and the nitrogen content was 0.05 per 
cent. The particle size was significantly larger than that noted above. 
The average granule had a diameter of about 0.04 mm. When exposed to 
a saturated atmosphere of water or butanol containing 15 per cent water in 
a desiccator at 25°, both the Morningstar Nicol and the Gordon Slater 
preparations adsorbed 50 per cent of their dry weight of water or water plus 
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a small amount of butanoL This value is higher than the value of 35 per 
cent reported by Synge (6). 

In chromatographic work, the reproducibility of the adsorbent is a key 
factor in determining the usefulness of a given fractionation procedure. 
In the present experiments with starch, it has been found that almost 
identical results can be obtained with different batches of potato starch 
from different manufacturers when measures are taken to compensate for 
variations in trace metal contamination and in particle size. 

The effect of small amounts of amino acid complexes of metal ions was 
observed in early experiments in which the first peak through the column 
was markedly distorted (10). It was found that this difficulty could be 
completely overcome by removing the interfering ions with 8-hydroxy- 
quinoline. Wlien a chromatogram was run with the Gordon Slater starch 
without treating it with hydroxyquinoline, the effect of the metal ions was 
not limited to the first peak, but rendered the whole chromatogram com- 
pletely unsatisfactory. In butanol-benzyl alcohol the first three com- 
ponents emerged as one broad zone with a recovery of only 55 per cent. 
Prior hydroxyquinoline treatment yielded a curve almost indistinguishable 
from that in Pig. 1. The resolution was nearly as good and the peaks were 
in the same positions. With this starch, however, it was necessary to use 
4 times as much hjrdroxyquinoline as that prescribed for the Morningstar 
Nicol starch. Therefore, if poor resolution is obtained with a given starch, 
an increase in the quantity of hydroxyquinoline may be tried. If possible, 
it is preferable to procure a sample of starch which requires only the minimum 
treatment with hydroxyquinoline. The metal effect is not correlated with 
the total ash of the starch. The interference is due to a minor inorganic 
component and it is not necessary to carry the hydroxyquinoline extraction 
to the point of completion. To continue the extraction to the point where 
no more colored complexes are eluted may require about 10 times the 
amount of hydroxyquinoline necessary to yield optimum amino acid reso- 
lution. 

Columns packed with the Gordon Slater sample of starch flowed at about 
twice the optimum rate when poured originally with 30 per cent water 
content. The increase in flow rate correlates with the observation on the 
larger granule size. The satisfactory results cited above were obtained on 
columns poured with an initial 20 per cent water content to compensate for 
this difference. 

Starches other than potato starch have been studied. Commercial corn- 
starch, after purification by acid-alcohol extraction to remove nitrogenous 
impurities and lipides, gave effluent curves which were qualitatively the 
same as those obtained with potato starch. The resolving power was much 
inferior and it was not determined whether improvements in the pacldng 
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procedure could be made. Rice starch, with its much smaller particle size, 
gave flow rates that were inconveniently slow. Canna starch/^ which 
posesses the largest granule size among the common starches, gave less uni- 
form column flow when tested wdth a colored sample zone. On the basis 
of purity, availability, and functional tests, potato starch appears to be 
preferable to other starches for chromatographic work with amino acids. 

Techniques of Column Packing — The degree of resolution of phenylala- 
nine, leucine, and isoleucine in the butanol-benzyl alcohol solvent mixture 
has been used as a test in studies on the effect of variations in the packing 
procedure. With a poor column, the peaks are in the same positions but 
are lower and the spreading of the zones tends to fill in the valleys. The 
use of electric vibrators during packing, rotation of the column during 
pouring, or continuous agitation of the slurry during its introduction 
appeared to have little influence on the results. After the accumulation 
of observations on a large series of columns of varying efficiencies, the most 
important point in the packing procedure proved to be the water content 
of the starch at the time the column was prepared. Control of the water 
content affects the uniformity of the packing in two ways. First, the 
density of the starch granule decreases with increasing hydration. The 
density of the particles at 20 to 30 per cent water content is such that they 
settle very slowly and evenly in dry butanol, but the density difference is 
not so small that the granules tend to “float” in the solvent. The observa- 
tion of a sharp settling line moving up the chromatograph tube is evidence 
for a satisfactory density difference. Secondly, the swelling of the starch 
granules from about 30 per cent water content to 50 per cent, which occurs 
after the column has settled to constant height and while it is equilibrating 
with the wet organic solvent, creates an evenly distributed internal pressure 
capable of reducing the intergranule interstices. The high efficiencies of 
these columns result in large part from the particular properties of the 
starch granule which make possible a packing procedure of the type em- 
ployed. 

As the initial water content of the starch during the pouring of the column 
is decreased below 20 to 30 per cent, no further significant increase in column 
efficiency has been obtained. The packing procedure outlined in the experi- 
mental section routinely gives columns which are essentially identical in 
flow characteristics and resolving power. This generalization holds for 
columns up to 8 cm. in diameter, the characteristics of which can be accu- 
rately predicted from runs on columns 0.9 cm. in diameter. 

Rate of Flow — Decrease of the rate of flow below that prescribed in the 
experimental section has not yielded improved resolution. Doubling the 

are indebted to Mr. C. V. Caesar of the Stein, Hall and Company, Inc., 
New York, and to Dr. C. O. Beckmann for the samples of canna starch.. 
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flow rate by increasing the pressure has caused about a 10 per cent decrease 
in the heights of the peaks and corresponding spreading into the valleys* 
This increased flow rate requires the use of a piston assembly of the type 
described by Claesson (12) to avoid contact between the solvent and the air 
at the higher pressure. The solvent was added from a 100 cc. glass syringe 
attached to the top of the column. The syringe was enclosed in a brass 
container fitted to the upper part of the chromatograph tube through a 
rubber stopper. The maximum pressure of 15 cm., which has been adopted 
for the present experiments, is convenient from the standpoint of operation 
and gives optimum resolution. 

Variations in Amino Acid Sample — Successful fractionation of a mixture 
of amino acids on a starch column depends upon not overloading the 
column. The quantity of material that can be handled will vary with the 
composition of the mixture and the objective of the experiment. With 
the protein hydrolysates studied in the present experiments, the maximum 
total load of 2.5 mg. on a butanol-benzyl alcohol column causes a narrow 
white zone to form at the top of the translucent column. This zone is asso- 
ciated with the liberation of small amounts of water which cannot be ab- 
sorbed by the slightly imdersaturated solvent. If the amino acid load is 
doubled, the amount of water liberated may be sufficient to cause visible 
streaks to spread down the walls of the tube. Under these conditions, the 
peaks emerging in the effluent are broadened and resolution is inferior. 
The glycine, glutamic acid, lysine, ammonium chloride, and other very 
hydrophilic components of the mixture contribute to the limiting load in 
this case. The presence of significant percentages of NaCl, or other inor- 
ganic salts, may have the same effect. 

The loading of phenylalanine, leucine, and isoleucine can be increased in 
the present experiments, if these constituents are the only components of 
the mixture. If the objective of the experiment is the determination of 
methionine, which gives a peak well separated from the rest, the load can 
be increased without regard to some reduction in resolving power. Also, 
if the objective is the isolation of components from the effluent of a large 
column, columns can be operated at a higher capacity and the overlapping 
zones discarded in working up the fractions. 

Identification of Amino Acid Peaks — ^The effluent volume at which a 
given amino acid peak emerges from the column has been established in a 
series of experiments with simple and complex known mixtures. In experi- 
ments with relatively simple unknown mixtures, such as acid hydrolysates 
of purified proteins, the considerations described below make it possible to 
identify the familiar amino acid peaks with a relatively high degree of cer- 
tainty. It should be stated at the outset, however, that in chromato- 
graphic work with unknown mixtures the only unequivocal method for the 
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qualitative identification of the component or components in a peak is 
through isolation of the material in sufficient quantity to permit its cliar^ 
acterization by independent microchemical methods. The fact that the 
starch column can be scaled up to 8 cm. or more in diameter indicates that 
this approach is feasible. Further work is required on techniques for the 
isolation of components from the effluent on a preparative scale. 

Identification of the peaks is facilitated by the fact that the effluent 
volume for a given amino acid has been found to be constant to within ±5 
per cent, depending upon the nature of the solvent and the weight of starch 
used in the preparation of the chromatogram. The position of an indi- 
vidual amino acid has not been influenced by the presence of other amino 
acid components in the mixture being fractionated. Leucine, for example, 
emerges at the same position vdien added in a synthetic mixture as when 
added alone. In the graphical presentation of the results, it has been con- 
venient to measure the effluent volume from the time the sample is placed 
upon the column, without subtracting the initial column volume. Small 
variations in the positions of the effluent peaks are thereby introduced as 
a result of differences in the tightness of the column packing. The varia- 
tions from this source are negligible in the present experiments. 

Comparison of the laiowns and unknowns with respect to the general 
sequence of the peaks and their precise positions relative to one another is 
of importance (Figs, 1, 3, and 4). The position of the leucine peak relative 
to the neighboring phenylalanine and isoleucine peaks is even more repro- 
ducible than the absolute effluent volume. The exact position of a peak 
on the abscissa may change slightly, for example, with small variations in 
the composition of the solvent. The relative positions of two peaks are 
seldom similarly sensitive. An exception is the case of tyrosine and valine 
discussed earlier. 

The positions of the peaks obtained in the analysis of an imknoAVii mix- 
ture can be checked by the addition of one or more known amino acids to 
the sample prior to analysis. The corresponding peaks on the effluent curve 
should rise without loss of symmetry, and the added amount of amino acid 
should be recovered quantitatively. In some cases, iifformation on the 
identity of a peak can be obtained by specific color reactions. In the 
tyrosine range, where frequently only every second fraction is used for niii- 
hydrin analysis, the remaining fractions containing tyrosine can be pooled, 
concentrated to dryness, and tested with Millon’s reagent. The proba- 
bility of correct identification can also be greatly increased by demonstrat- 
ing that the peak from the unknow appears at the correct position wiien 
chromatographed with two or more different solvents. 

When working with mixtures more complex than the usual protein 
hydrolysate, the problems of identification are increased. Conclusions 
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based upon chromatographic data alone should be made with caution, 
particularly in the case when the mixture has not been subjected to hy- 
drolysis. In such instances, in the absence of additional information, it 
cannot be assumed that a peak in the effluent curve occurring in the phenyl- 
alanine range, for example, is phenylalanine. Nevertheless, information 
useful as a basis for further work may be obtained. Care in the exami- 
nation of each peak for its absolute position, its position relative to other 
peaks, and any unusual degree of asymmetry may reveal the presence of 
unsuspected components. If a peak should occur in a portion of the curve 
normally unoccupied by any of the common amino acids, it is possible to 
state definitely that it is not one of these substances. Similarly, the 
absence of an amino acid can be unequivocally demonstrated within the 
accuracy of the ninhydrin method. It must be borne in mind that the 
ninhydrin method of analysis is sensitive only to compounds containing 
amino groups. A single symmetrical peak on the effluent curve does not 
exclude the presence of ninhydrin-negative compounds with similar rates 
of travel on the chromatogram. 

Among the possible fast moving components other than those shown in 
Fig. 1 is tryptophan which emerges near to phenylalanine in the three sol- 
vent mixtures. In the butanol-benzyl alcohol solvent, this amino acid is 
readily detected in the valley between phenylalanine and leucine, and in 
Fig. 4, A would yield a peak at an effluent volume of 38.5 cc. If the separa- 
tion of phenylalanine, tryptophan, and leucine is required, experiments 
have indicated that they can be completely differentiated by rechroma- 
tographing the mixture on an aqueous 0.1 n HCl column (10). With acid 
hydrolysates of proteins, the problem seldom arises, since tryptophan is 
usually decomposed during the hydrolytic process. Other possible amino 
acid components in the leucine- valine range include dibromo- and diiodo- 
tyrosine. The latter emerges at an effluent volume of 16 cc. (Fig. 4, A). 
The presence of peptides, of course, would introduce many possible addi- 
tional components. 

There are no detectable differences in the rates of travel of D-, l-, and dl- 
amino acids on the starch column. This point has been checked with the 
L and DL forms of all of the amino acids covered by the present experiments, 
except tyrosine. 

The positions of the amino acid peaks are also of significance in the the- 
oretical interpretation of the action of the starch column. ' It has been 
pointed out that the rates of travel of the amino acids on the column do not 
correspond in all cases to the rates to be expected from the liquid-liquid 
distribution theory (10). Further studies on the acidic and basic amino 
acids have revealed similar discrepancies. The available data suggest that 
the underlying principles governing the operation of the starch column are 
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adequately covered by the currently accepted definition of the chromato- 
graphic process.' The term ‘diquid-liquid '(ps^rtition) chromatography^’ 
does not appear to be applicable to the starch column. 

Quantitative Analysis of Synthetic Mixtures of Amino The results 

obtained in a series of chromatograms performed on synthetic mixtures 
containing the eighteen amino acids most commonly found in protein hy- 
drolysates are summarized in Table I. Recoveries on columns 1.9 cm. and 
0.9 cm. in diameter have been included. The results indicate that in work 
with protein hydrolysates, an individual determination of a component 
present to the extent of 3 per cent or more of the protein is seldom in error 

Table I 


Recovei'ies of Amino Acid^ from Mixtures Containing Nineteen Components 
Solvent, 1:1:0.288 n-butanol -benzyl alcohol -water. 


Mixture 

Per cent recovery 

Phenyl- 

alanine 

Leucine 

Isoleucine 

Methionine 

Tyrosine 

Valine 

Synthetic /3-lactoglob- 

101.4 

101.0 

103.5 


97.9 

102.0 

ulin hydrolysate* 

97.3 

100.4 

104.3 


99.0 

99.8 


98.6 

104.5 

106.8 


101.8 

103.0 

Synthetic bovine serum 

103.5 

102.8 

100.2 


105.3 

98.3 

albumin hydrolysate f 

103.6 

101.0 

102.0 


106.4 

96.7 


101.8 

101.6 

103.6 


100.6 

99.0 


98.4 

102.0 

100.0 

1 100. Of 

101.1 

1 100.1 


^ 99.4 

101.0 

102.8 

100.61 

102.7 

100.8 

Average 

100.5 

101.7 

102.9 

100.3 

101.8 

100.0 


* Corresponding in composition to an acid hydrolysate of /l-lactoglobulin (Brand 
et al. (7)). Tryptophan was omitted. 


t Corresponding in composition to an acid hydrolysate of bovine serum albumin 
(Brand (13)). Tryptophan was omitted. 

t The solvent contained thiodiglycoL The amount of methionine present was 
increased to 6 times that reported for bovine serum albumin . 

by as much as 5 per cent. The averages of several determinations have 
given an accuracy of ±3 per cent. 

Composition of Hydrolysates of ^-Lactoglohulin — -The sample of /3-lacto- 
globulin used in these experiments was prepared in the laboratory of the 
late Dr. Max Bergmanu by Dr. G. Haugaard and was one of two samples 
recently analyzed by Brand and coworkers (7). The figure of Brand el aL 
for the nitrogen content of the ash- and moisture-free protein, 15.6 per cent, 
was confirmed and was employed as a basis for calculations in the present 
work. This protein offered opportunity^ for comparison of the analytical 
results obtained by chromatography on starch with those obtained by 
other methods. 
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The effluent curve from a sample of the hydrolysate showed no unex- 
pected peaks (Fig. 3). The positions of the six peaks present corresponded 



Fig. 3. Chromatographic analysis of a hydrolysate of jS-lactoglobulin. Solvent, 
1 : 1 : 0.288 n-butanol-benzyl alcohol -water (without thiodiglycol) . Column, 52 gm. of 
starch (anhydrous); diameter, 1.9 cm.; height, 30 cm. Sample, about 20 mg. of 
amino acids. 


Table II 

Amino Acid Composition of Hydrolysates of ^-Lactoglobulin 


The numbers in parentheses refer to the bibliography. 


Method of determination 

HydroP 


Amino acid, gm. per 100 gm. protein 


ysatc 

No, 

Phenyl- 

alanine 

Leucine 

Isoleucine 

Tyrosine 

Valine 

Chromatography on 

1 

3.74 

15.4 

5.81 

3.58 

5.71 

starcli 

2 

3.82 

15.7 

6.04 

3.81 

5.61 


2 

3.77 

15.5 

5.74 

3.52 

5.55 

Average. 


3.78 

15.5 

j 5.86 

I 3.64 

5.62 

Isotope dilution 
Microbiological 

Chromatography on 
silica gel 

Solubility product 
Photometric 


3.54(7) 

4.3(16) 

4.2(3) 

15.7(14) 

15.4(15) 

15.3(16) 

15.9(19) 

' 

8.4(7) 

7.0(16) 

8.7(17) 

6.1(18) 

3.78(7) 

5.8(7) 

5.6(16) 

6.8(3) 


to those of recognized components of the protein. When known amounts 

of phenylalanine and isoleucine were added to the hydrolysate, the peaks 
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assigned to these components rose accordingly to give recoveries of 99 and 
98 per cent, respectively, for the added quantities. The curve was com- 
parable to that obtained with the synthetic control (Fig. 1, /I ). liie quan- 
titative values obtained by integration of the curves are given in table II. 




Effluent CO. 

Fig. 4. Chromatographic analyses of a hydrolysate of bovine serum albumin and a 
synthetic mixture of similar composition. Solvent, 1:1:0.288 ri-butariohbenzyl al- 
cohol water, containing 0.5 per cent thiodiglycol. d, synthetic mi.xturo correspond- 
ing to an acid hydrolysate of bovine serum albumin with increased methionino 
content. Column, 13.4 gm. of starch (anhydrous); diameter, about 0.9 cm.; heigid, 
31 cm. Sample, about 2.5 mg. of synthetic mixture. B, hydrolysate of bovine 
serum albumin. Column, 13.4 gm. of starch (anhydrous); diameter, about 0.9 cm.; 
height, 33 cm. Sample, corresponding to about 2.5 mg. of protein. 

The results are in reasonable agreement with the values obtained by other 
methods, except in the case of isoleucine for which the chromatographic value 
was more than 20 per cent below the earlier microbiological values. The 
reason for the high results (7, 16, 17) has subsequently been ascertained 
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and the most recent value of 6.1 per cent obtained by Smith and Greene 
(18) is close to the chromatographic figure of 5.86 per cent. Since the 
jd-lactoglobiilin experiments were run before thiodiglycol was incorporated 
into the solvent, quantitative methionine values were not obtained. 

Comfosiiion of Hydrolysates of Bovine Serum Albumin — The sample of 
protein analyzed was obtained through the kind cooperation of Dr, Erwin 
Brand, and was the same preparation (Armour, lot No. 18) which was 
analyzed in his laboratory. The nitrogen content of the ash- and moisture- 
free protein, 16.07 per cent, given by Brand (13), was confirmed. An 

Table III 


Amino Acid Composilio7i of Hydrohjsates of Bovine Serum Albumin 


Method of determination 

i 

Hydroly- 
sate No. 

Amino acid, gm. per 100 gm. protein 

* Phenyl- 
alanine 

Leucine 

Isoleucine 

1 

Methio- 

nine 

Tyrosine 

Valine 

Chromatography on 

1 

6.96 

12.4 

2.65 


5.15 

6.04 

starch 

1 

6.42 

12.4 

2.67 


4.76 

5.86 


1 

6.56 

12.6 

2.41 


4.85 

5.92 


2 

6.39 

11.9 

2.52 


4.96 

5.70 


2 





5.30 

5.69 


3 

6.56 

12.0 

2.74 

0.92 

5.18 

5.95 


3 

6.72 

12.3 

2.68 

0.92 

5.24 

6.27 

Average 


6.60 

12.3 

2.61 

0.92 

5.06 

5,92 

Other methods 

i 

6.2* 

13.7* 

2,9* 

O.sit 

5.49t 

5.53§ 

6.5* 


* Microbiological assay (13, 20). 
t lodometric determination (13, 20). 
t Photometric determination (13, 20). 
§ Isotope dilution method (21). 


effluent curve on an acid hydrolysate of bovine serum albumin is given in 
Fig. 4. Integration of the peaks yielded the results given in Table III. 
In this case the chromatographic values for leucine, isoleucine, tyrosine, 
and valine are all about 10 per cent below the values given by Brand (13, 
20). Phenylalanine runs about 6 per cent higher and the methionine value 
is essentially a check. However, the methionine peak was far too low for 
accurate integration. With a peak as low as that of methionine in this 
case, an error of 0.005 in the optical density reading for the base-line of the 
peak could cause an error of 15 per cent in the recovery. For amino acids 
present in small amounts, the accuracy can be increased by placing a larger 
sample on the column. For tyrosine, the value of Brand and coworkers 
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(20) checks well the figure of Shemin (21) who employed the isotope diiii” 
tion method. In the latter case, however, a different lot of serum albumin 
was employed. The uniformity of the discrepancy between some of the 
earlier results and those reported here stimulated a diligent search for 
systematic errors in the chromatographic procedure. Three different 
hydrolysates w^'ere analyzed with concordant results. The nitrogen content 
of the hydrolysates was determined by the same micro-Kjeldahl procedure 
used in the analysis of the protein. The synthetic mixtures gave excellent 
recoveries (Table I). There appears to be no systematic explanation for 
the differences. 


SUMMARY 

A procedure for the quantitative chromatographic separation of phenyl- 
alanine, leucine, isoieucine, methionine, tyrosine, and valine has been 
developed. The amino acid mixture is fractionated on a column packed 
with potato starch. The solvent which has been used in most of the experi- 
ments is 1:1:0.288 n-butanol-benzyl alcohol- water containing about 0.5 
per cent thiodiglycol. 

Photometric ninhydrin analyses are performed on small increments of 
the effluent solution to permit the construction of effluent concentration 
curves Avhich reveal in detail the changes in composition of the eluate. 
With columns 0.9 cm. in diameter and 30 cm. in height, integration of the 
resulting peaks gives amino acid recoveries accurate to 3 to 5 per cent in 
individual determinations on 0.1 mg. quantities of a component. The 
average of several experiments gives recoveries to within ±3 per cent on 
synthetic mixtures of nineteen components corresponding in composition 
to protein hydrolysates. Experiments have been carried out on the deter- 
mination of the amino acid composition of acid hydrolysates of samples of 
bovine serum albumin and /5-lactoglobiilin. 

An automatic fraction-collecting machine is described for the collection 
of the large number of small effluent fractions required in this type of chro- 
matography. The techniques for measiirment of the shape and position 
of the emerging peaks have permitted careful comparison of different 
samples of starch and the factors which enter into the preparation of uni- 
form columns. It has been possible to define procedures which have given 
fully reproducible resolving power from column to column and with dif- 
ferent preparations of potato starch. The columns can be scaled up to 
8 cm. in diameter without loss of efficiency. 

The authors wish to acknowledge the assistance of Miss Enid Mellquist 
and Mr. H. R. Richter in the performance of this work. 
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PHOTOMETRIC NINHYDRIN METHOD FOR USE IN THE 
CHROMATOGRAPHY OF AMINO ACIDS 

By STANFORD MOORE ano WILLIAM H. STEIN 
{From the Laboratories of The Rockefeller Institute for Medical Research, Neio York) 

(Received for publication, June 8^ 1948) 

For the investigations on the chromatographic separation of amino acids 
outlined in the preceding communication (1), it was necessary to have avail- 
able a suitable quantitative method for the determination of the concentra- 
tion of amino acids in the effluent from the column. For this purpose, the 
method should be sufficiently general to include the determination of most 
of the amino acids and peptides likely to be encountered in protein hydrol- 
ysates or other material of biological origin. The method should have as 
high a sensitivity as possible to permit the determination of low concentra^*'*^" 
tions of amino acids in the effluent from the chromatogram . Also the * 
laboratory procedure should be fairly simple to permit the method to be 
applied conveniently to large numbers of effluent samples. 

It appeared probable that a photometric method would best fulfil these 
requirements. The two colorimetric methods of this type which had re- . 
ceived the most study were the procedures based on the use of j^-naphtho- 
quinonesulfonic acid and ninhydrin (triketohydrindene hydrate) as re- 
agents. For reasons which will be described, the ninhydrin reaction was 
selected for further investigation. 

The color reaction between a-NH 2 acids and ninhydrin has been studied 
extensively in the past. It has been established that colored compounds 
are formed not only with amino acids, but also with peptides, proteins, 
and other classes of substances possessing free amino groups. The reaction 
is loiown to be extremely sensitive for qualitative work. In earlier at- 
tempts to render the color reaction quantitative (2-8), however, it has been 
found that the color yield per microgram of amino acid decreased markedly 
as the concentration of amino acid was reduced. In addition, the results 
have not been reproducible. In the present investigations, it has been ? 
observed that, when the color development is carried out in tubes exposed | 
to the air, these difficulties appear to result primarily from the influence of I 
dissolved oxygen. Improved results can be obtained when the reaction is 
performed in tubes evacuated to 20 mm. Under these conditions, the 
relationship between color 3 deld and amino acid concentration is more 
nearly linear, although the deviations are still marked. By the addition ; 
of a strong reducing agent directly to the reaction medium, however, the : 
oxidative side reaction has been eliminated. In preliminary experiments-- 
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the reduced form of ninliydrin, as hydrindantin (9), was added. Siibse- | 
quently, it proved simpler to add stannous chloride to the reaction mixture. | 
The stannous chloride serves to reduce part of the ninhydrin, and the prep- 
aration of hj^drindantin in crystalline form is not required. Although 
ascorbic acid used as an antioxidant increases the sensitivity of the reaction 
for qualitative use (10) , it is unsuitable for quantitative work because it can 
also give colored condensation products mth amino acids {cf. (11)). 

When conditions had been established which would give thoroughly re- 
producible photometric readings with a given amino acid, a study was 
made wdth several amino acids to determine the effects upon the reaction of 
variations in pH, temperature, time of heating, and amounts of reagents. 
At the same time, the mechanics of the procedure were developed to permit 
the anal 3 ^sis of large numbers of samples in a routine manner. 

The method still possesses one important disadvantage. Although re- 
producible results are obtained for a given amino acid, the different amino 
acids do not all jield the same amount of color per mole. For chromato- 
graphic anal^^sis, this is not a serious disadvantage. In those instances in 
which the starch column can separate an amino acid completely from the 
other components of the mixture, the ninhydrin reaction can be made to 
give quantitative values by the use of a factor appropriate for the amino 
acid in question. 

Some of the possible causes for variations in the color yield per mole have V 
been studied. The absorption spectra indicate that all the q'-NH 2 acids j 
(except cysteine) give the same major colored end-product. This blue col- 
matter was prepared by Ruhemann (9) by the reaction of ninhydrin 
with alanine and by the condensation of hydrindantin with ammonia. To 
this compound Ruhemann assigned the structure of diketohydrindylidene- 
^ diketohydrindamine. In the present work, the product has also been iso- 
lated from the mixtures obtained in the reactions of ninhydrin \vitli glycine 
and glycylleucine. The substance crystallizes as the sodium salt from the 


n 

1?:~C-COOH+ 2 
mz 


0 

C Nq citrate 

\ /OH buffei? 
pH 5 
100“ C. 

0 




H 

! 


acid Ninhydrin Piketohydrindylidene- Corkm Aldehyde 

diketohydrinoamine dioxide 

citrate buffer solution used in the present experiments. The absorption 
spectrum of a standard solution of diketohydrindylidene-diketohydrinda- 
mine can be compared mth the spectrum of the unfractionated reaction 
mixtures from ninhydrin aiid a-NH 2 acids. The comparison shows that in 
the leucine reaction, for example, the colored product is formed in only 93 
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per cent of the theoretical yield. A modification of the method which would 
render the yields quantitative in all cases would be an improvement. For 
a given amino acid, the percentage yield of the colored product is inde- 
pendent of the initial amino sudd concentration. This fact indicates that 
the low yield is characteristic of the mechanism of the reaction under the 
experimental conditions employed and is not due to destruction of part of 
the color by a trace of oxygen. 

With proline and hydroxy proline, as shown by Grassmannand von Arnim 
(12), the reaction follows a different course than with the amino acids con- 
taining an q!-NH 2 group. These twp amino acids give ]>roducts with a 
maximum absorption at 440 mp. The present procedure ea.ii also be used 
to determine proline and hydxoxyproline, although the s^emsitivity is less 
than in the case of the amino acids which form diketnhydrindylidene- 
diketohydrindamine . 

It has long been known that colorimetric ninhydrin methods are not 
specific for the N’H 2 groups of amino acids. The N’Hs groups in peptides 
give good color development^ many amines such as histamine and tyramine 
will react and the presence of hydiindantin, used in this pineedure, causes 
NHs to give a nearly quantitative yield of the blue reaction product. For 
chromatographic experiments with amino acids and peptides, the generality 
of the reaction extends its usefulness. For work with unfiuctionated bio- 
logical material, the lack of specificity would be a disadvantage, as was 
recognised by Harding and MaeLean (2). The specificity of the photo- 
metric ninhydrin method is similar in a number of respects to that of the 
nitrous acid reaction for amino nitrogen. The method maybe of value in 
instances when the nitrous acid reaction is useful. For the estimation of 
free amino acids in the presence of peptides, the photometric method, of 
course, lacks the specificity of the gasometric amino acid carboxyl deter- 
mination of Van Slyke, Dillon, JMacFadyen, and Hamilton (13). 

The photometric ninhydrin method, with the present modifications whicl^ 
have rendered the results fully reproducible, appears to possess some advan-^ 
tages over |(3-naphthoquinonesulfonic acid procedures for those applications 
for which these methods are suitable. The reaction of amino acids with P- 
naphthoquinonesulfonic acid, as employed by Folin, recently modified by 
Frame, Russell, and Wilhelmi (14) , and compared with the CO 2 method by 
Chinard and Van Slyke (15), involves the additional operation of bleaching 
of the excess reagent. The ninhydrin reagent solution possesses the advan- 
tage of being stable, and for routine use can, be stored under nitrogen for a 
month or more. Fading of the color in the ninhydrin method proceeds at 
a much slower rate than that reported for the naphthoquinone procedure 
"" The ninhydrin reaction yields the same end-product from all the 
excepted) „ whereas, the chemistry of the /3^-naphthot- 
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qiiinonesulfoiiic acid reaction is less well defined and the absorption maxima 
of the colored products obtained from different amino acids, though similar, 
are not identical (14). 


A'ppavatm 

Pipettes — For the pipetting of large numbers of small samples of amino 
acid solutions for analysis, modified self-adjusting transfer pipettes are 
used in 0.05, 0.1, 0.2, and 0.5 cc. sizes.^ The accuracy of these pipettes is 
increased by operating them on a manifold connected to both compressed 
air and vacuum lines.’ For long series of analyses, this arrangement is also 
much more convenient for the operator. The arrangement of the pipetting 
stand is illustrated in Fig. 1. The manifold is made from three T-tubes. 
The third tube is mounted behind the rubber stopper (size 13). The con- 
nections are made with soft rubber hemocytometer pipette tubing. A 
slight vacuum (or pressure) is applied to the micro pipette by touching the 
top of the appropriate T-tube and greater vacuum (or pressure) by simul- 
taneously pressing on the adjacent rubber tubing. The stop-cocks are 
closed only during the adjustment of the vacuum to about 60 mm. and the 
pressure to about 15 mm. Before use, the tip of the micro pipette should 
be bent, as in Fig. 1, and fire-polished to give a delivery time of 8 to 12 
seconds at 15 mm. pressure. At this rate, and with wiping of the pipette 
tip before delivery, the reproducibility of delivery is 0.1 to 0.2 per cent. 
The hold up is about 2 per cent. A series of tubes from a chromatogram ^ 
"Hts run through without washing the pipette between samples. For each 
solvent employed the pipette must be calibrated gravimetrically. A table 
of calibration factors expressed in terms of the fraction of the rated delivery 
is prepared for each pipette. The metal holders for the 150 X 18 mm. 
sample tubes and photometer tubes are cut from brass tubing of 20 mm. 
inner diameter. 

Phoiomeier Tubes — For the chromatographic procedure, it has been nec- 
essary to accumulate a matched set of over 1000 tubes for use witli the 
Coleman junior spectrophotometer, model 6-A. The tubes have been 
selected from strain-tested soft glass test-tubes, 150 X 18 mm., without 
lips.^ A solution of methyl red in 0.03 n HCl is prepared of such a strength 
as to give a reading of 0.60 to 0.70 on the optical density scale when read 
at 525 mp against a water zero. About 100 tubes are filled with 5 to 10 
cc. of the methyl red solution. It is important that all tubes receive the 
methyl red solution from the same reservoir bottle. Pouring the solution 

^ The pipettes are made to the design of Dr. P. L. Kirk by the Microchcmical 
Specialties Company, 1834 University Avenue, Berkeley 3, California (catalogue 
N0.283-B). 

2 Catalogue No. 9446, Arthur H. Thomas Company, Philadelphia. 
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required to remove the band of material that is deposited on the walls of the 
tubes when volatile solvents are used. 

Calculations 

A standard curve is plotted for 0.1 cc. aqueous samples of leucine afc six 
concentrations varying from 0.5 to 2.0 niM. Before being plotted, the 
average values are divided by the pipette calibration factor for water to 
give corrected readings for 0.100 cc. samples. From the graph, a table is 
prepared giving the millimolar concentrations corresponding to optical 
density readings from 0.01 to 1.00, in steps of 0,01 unit. The concentra- 
tions are multiplied by 11.1/6.1 and 16.1/6.1 to give concentrations corre- 
sponding to the readings obtained after dilution of the 6.1 cc. with one or 


Table I 

Relationship of Optical Density to Leucine Concentration (Condensed Table of Leucine 

Equivalents) 

Determined on 0.100 cc. aqueous samples in photometer tubes of 16.26 mm. inner 
diameter. 


Spectrophotom- 
eter reading, 
optical density 
X 100 

Leucine concentration, rsm per liter 

Spectrophotom- 
eter reading, 
optical density 
X 100 

Leucine concentration, mM per liter 

Volume of diluent added 

Volume oi diluent added 

S cc. 

10 cc. 

IS cc. 

S cc. 

10 cc. 

15 cc. 

10 

0.196 

0.357 

0.518 

60 

1.18 

2.15 

3.11 


0.392 

0.714 

1.03 

70 1 

1.39 

2.53 

3.67 

/" ZQ 

0.588 

1.07 

1.55 

80 

1.61 

2.93 

4.25 

„ 40 

0.784 

1,43 

2.07 

90 

1.83 

3.33 

4.83 

60 

0.980 

1.78 

2.59 

100 

2.05 

3.73 

5.42 


sai 

ini 

ess 
Coi 
sek 
lips 
as t 
at £ 
cc. ( 
meti 


I'j 

Sped 
No. 25 


additional 5 cc. aliquots of the diluent. A condensed format of tlie 
dard table obtained with tubes possessing an inner diameter of 16.25 
, is given in Table I, which covers concentrations up to 5,4 mM. The 
cedure can be extended by manual dilutions to much higher conceiiira.- 
.s. The curve follows Beer’s law through readings up to an opt ical den- 
of about 0,50. There is a deviation of 4 per cent from the straight line 
}ioiiship at an optical density of 1.0. 

>r the other amino acids and related compounds, the color yields |)er 
' can be expressed relative to the leucine value as LOO, For 0,1 cc. 
pus samples, the millimolar concentrations read from Table I, corrected 
ipette delivery, were divided by the millimolar concentrations of th (3 
ard solutions to give the yields summarized in Table II. Each amino 
md peptide listed in Table II was checked for correct elementary anal- 
nd, whenever possible, for optical rotation {of, (1)), The other sub-. 
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stances were obtained from commercial sources and were not purified 
before analysis. 

For other than 0.1 cc. aqueous samples, the values given in Table I for 
millimolar concentration corresponding to a given spectrophotometer 
reading require correction for the changes in volume involved. Before 

Table II 

Color Yields from Amino Adds and Other Compounds on Molar Basis Relative 

to Leudne 

Determined on 0.1 cc. aqueous samples of 2.0 mM solutions; heating tiniej 20 
minutes; read at 570 ni/z. 


Compound 

Color yield 

Compound 

Color yield 

Alanine 

1.01 

Glutathione 

0.76 

Arginine 

1.00 

Glycine ethyl ester 

1.00. 

Aspartic acid 

0.88 

Glycyltyrosine 

0.S8 

Citrulline 

1.03 

Glycylphenylalanine 

1.04 

Glutamic acid 

1.05 

Glycylglycine 

0.89 

Glycine 

1.01 

Glycylleucine 

1,05 

Histidine 

1.04 

Leucylglycine 

0.92 

Isoleucine 

1.00 

Phenylalanylglycine 

0.97 

Leucine 

1.00 

Phenylalanine ethyl ester 

0.98 

Lysine 

1.12 

Histamine 

0.65 

Methionine 

1.00 

Taurine 

0.97 

Phenylalanine 

0.88 

Tyramine 

0.64 

Serine 

0.94 

Sarcosine 

0.84 Ca. 

Threonine 

0.92 

Glucosamine 

1.00 

Tyrosine 

0.88 

Creatine 

0.03 

Valine 

1.02 

Creatinine 

0.03 

Cysteine 

0.15 Ca. 

Dibenzylamine 

0.04 

Half -cystine 

0.54 

1 Glycine anhydride 

0.01 

Tryptophan 

0.72 Ca. 

1 Urea 

0.03 

Proline 

0.05 

i Adenine 

0.00 

liydroxyproline 

0.03 

1 p-Aminobenzoic acid 

0.00 

Ammonia 

0.98 Ca. 

Diethylbarbituric acid 

0.00 

Asparagine 

0.94 

Glucose 

0.00 

Glutamine 

0.99 

1 

Uric acid 

0.00 


calculating the correction factors to be applied to the analysis of samples 
containing volatile organic solvents, it is necessary to determine gravi- 
metrically the amount of evaporation during the analysis by weighing tubes 
before and after heating the reaction mixture for 20 minutes under the 
experimental conditions employed in an actual determination. With 
butanol-water and propanol-water samples, essentially the entire 0.1 to 
0.6 cc. sample of solvent evaporates during the heating process. If acidic 
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samples are neutralized before analysis, the volume of NaOH solution added 
must be included in the calculation. When each term is expressed in cc., 
the correction- factors (F) are calculated as follows: 

(Sample volume 4- neutralizing solution 

^ + ninliydrin solution + diluent) — (loss by evaporation) ^ O.IQO 

' 1.1 + diluent sample volume 

Representative factors for two organic solvents are given in Table III“ 
As a first approximation, these factors, used in conjunction with the rela“ 

Table III 

Factors for Different Sample Sizes and Solvent Syste'nis 
Factors by which the millimolar concentrations from Table I are to be multiplied 
to give corrected leucine equivalents. 







Factort 

Solvent 

Sample 

size 

Ninhydrin 

solution 

Loss by evaporation 

Volume of diluent added 






5 cc. 

10 cc. 

15 cc. 


cc. 

cc. 

mg. 

cc,* 




Water 

0.1 

1 

(14)t 


1.000 

1.000 

1.000 


0.2 

1 

(19) 


0.508 

0.504 

0.502 


0.5 

2 

(19) 


0.246 

0.225 

0.217 

Butanol-water§ 

0.1 

1 

94 

0.10 

0.984 

0.991 

0.993 


0.2 

1 

194 

0.20 

0.492 

0.495 

0.496 


0.5 

2 

395 

0.45 

0.231 

0.217 

0.212 

Butanol-benzyl alco- 

0.1 

1 

41 

0.03 1 

0.996 

0.998 

0.998 

hol-water II 

0.2 

1 

62 

0.05 

0.504 

0.503 

0.502 


0.5 

2 

79 

0.07 

0.244 

0.224 

0.216 


* Approximate. 

I To be divided by the calibration factor of the pipette. 

X The small loss from water samples is subtracted from the loss with organic sol- 
vent samples in the calculation of approximate volume change. 

§ Butanol-water containing 150 cc. of water per liter (d^s = 0.838). 

II Butanol-benzyl alcohol-water 1:1:0.288 by volume = 0.936). 

tive yields of color listed in Table II, give satisfactory results for most of 
the amino acids in these solvents, if an accuracy greater than dz5 per cent 
is not required. The color yields given in Table 11 and the factors listed 
in Table III may also be used for approximate results with other solvents 
that may be tried with starch chromatograms. Under such circumstances, 
the factors ghmn in Table III for water or the butanol-benzyl alcohol sol- 
vent may be used for relatively non-volatile solvents, and the butanol 
factors for volatile solvents. 

However, for accurate quantitative work with those solvents which are 
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selected as optimimi for chromatographic analyseSj the exact degree of 
evaporation must be determined experimentally, and the color yields ob» 
tained from a given amino acid must be checked by the user with standard 
solutions made up in the organic solvent. As may be seen from Table IV^ 
the yields thus obtained may differ by a few per cent from the values ob- 
tained with aqueous samples given in Table II. The yields should be 
determined on the same size of sample being used in the chromatographic 
experiments, although no differences have been observed between 0.1 cc. 
and 0.5 cc. samples in the solvents studied thus far. For accurate work 
Avith solvents other than water, therefore, the concentration of amino acid 
given in Table I is multiplied by the appropriate factor from Table III and 
divided by the appropriate color jdeld from Table IV. 


Table IV 


Color Yields from Amino Acids in Organic Solvent Solutions on Molar Basis Relative 

to Leucine in Water 

Determined on 0.1 cc. to 0.5 cc. samples; heating time, 20 minutes. 


Amino acid 

Color yield 

Butanol-water solvent 

Butanol-benzyl alcohol-water 
solvent 

Leucine 

0.99 

1.01 

Isoleucine 

1.00 

1.03 

Phenylalanine 

0.85 

0.86 

Tyrosine 

0.86 

0.87 

Methionine 

1.00 

1.01 

V aline 

1.01 

1.03 


The factors given in Table III and the color yields listed in Table IV are 
fully reproducible when once determined under given experimental con- 
ditions. Except Avith NHa and tryptophan, it is not necessary to run con- 
trols AAdth each batch of analyses. If this were not the case, the application 
to chromatography Avould be rendered unduly complicated by a need for 
repeated controls. An occasional check on the recovery of leucine from a 
knoAAm solution serves to confirm the reproducibility of the procedure. 

, The calculation of the recovery of leucine from a synthetic mixture which 
has been subjected to chromatographic analysis is given in Table V. Suit- 
able data sheets are mimeographed to facilitate the handling of the results. 
In this example, the automatic fraction collector has been used with a 
column 0.9 cm. in diameter to deliver approximately 0.5 cc. samples directly 
to photometer tubes. 

When aliquots are pipetted for analysis from larger effluent fractions, 
the summations of the uncorrected millimolar concentrations are multi- 
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Table V 

Data Sheet, Deter jnination of Leucine 


Solvent, 1:1:0.288 butanol -benzyl alcohol -water; ninhydrin solution, 2 cc.; 
fraction collector, 25 drops — 0.504 cc.; entire fraction analj^zed; wave-length, 570 
in/i; readings recorded as optical density X 100. 


Fraction No. 

Volume of diluent, 5 cc. 

i 

Volume of 
diluent, 10 cc. 

Volume of 
diluent, IS cc. 

Uncorrccted 
amino acid 
concentrationf 

Read against 1 : 1 
water-propanol 

Read against 
blank fraction* 






mu 

11 

22.0 

0 

0 

0 


13 

22.2 

0 




15 

21.1 

i ~1 




35 

22.0 

0 




36 

22.0 

0 



0.00 

37 

23.5 

1.5 



0.03 

38 

29.0 

7.0 



1 0.14 

39 


24 



; 0.47 

40 


57 



1 1.12 

41 


100 

62 


1 2.22 

42 


140 

90 


1 3.33 

43 


150 

102 

81 

4.30 

44 


130 

84 


3.08 

45 


77 



1.54 

46 


28 



0.55 

47 

28.0 

6.5 



0.13 

4S 

22.0 

0 



0.00 

49 

22.5 

0.5 




50 

22,0 

0 





Integration: Fraction 43. 4.30 X 0.216 X 0.5t== 0.464 

Sum of Fractions 41, 42, and 44. 8.63 X 0.224 X 0.5 — 0.967 
37-42, and 46-47. 3.98 X 0.244 X 0.5 = 0.486 


Total = 1.917 micromoles. 

Correction for color yield from leucine in this solvent, 1.917/1.01 = 1,808 micro- 
moles = 0.249 mg. of leucine. 

Leucine added, standard aqueous solution of a mixture of amino acids 40 niM 
with respect to leucine; 0.495 cc. (0.5 cc. pipette, delivery 99 per cent) diluted to 5.00 
cc. and 0.485 cc. (0.5 cc. pipette, delivery 97 per cent) placed on the column in butanol- 
benzyl alcohol. Theoretical yield = 1.920 micromoles = 0.252 mg.; recovery = 
98.8 per cent. 

* Fraction 11. 

t From the expanded form of Table I. 

t If 0.5 cc. samples are pipetted, the factor becomes 0.216 X (volume of effluent 
fraction)/(pipette calibration factor). 

plied by the appropriate factors from Table III and by the exact volume 
of an effluent fraction to give micromoles of amino acid. When the whole 
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fraction is analyzed, as in this example, the sample volume is equal to the 
volume of an effluent fraction, and the two terms cancel out. At large 
effluent volumes, when the peaks cover twenty or more fractions, integra- 
tions can be obtained from the analysis of every second fraction. 

In order to obtain a graphic picture of the fractionation, the uncorrected 
millimolar concentrations are used directly for preliminary plotting of 
effluent concentration curves. The graph gives information on the s^nn- 
metry of the curves and the degree of fractionation. The curves are plotted 
before decision is made on the division of the peaks for integration. For 
publication, the curves in the preceding paper (1) have been replotted, each 
point being corrected to ‘deucine equivalents’’ by means of Tables I and 
III. When the peaks are completely separated, the curves could also be 
corrected for color yield, but in the case of incomplete separation of the 
components, this is not possible. In the preceding paper (1) the method 
is given for the calculation of the amounts of each component in a series 
of partially overlapping peaks. 

Accuracy — When the calibrations have been carefully made both for the 
pipettes and the photometer tubes, the readings on 0.2 micromole of an a- 
NH 2 acid can invariably be reproduced to within 0.02 optical density unit, 
corresponding to an accuracy of about 2 per cent. In the chromatographic 
analyses, it is necessary to work, in part, below this optimum concentration 
range. In a large series of chromatograms, integration of the effluent 
curves has given recoveries of 100 db 3 per cent, under favorable conditions, 
and 100 zh 5 per cent for peaks markedly below the optimum average con- 
centration (1). 

Reaction with Proline and Hydroxyproline — ^The preceding method can 
be used for the determination of proline and hydroxyproline by measuring 
the yello^vish red products of the reaction at their absorption maximum of 
440 m^. However, the optical density readings are only one-fourth and 
one-seventh, respectively, of those obtained with equimolar solutions of the 
a-NH 2 acids. The color development is only 80 to 90 per cent complete in 
20 minutes at 100°. Standard curves can be prepared for proline and 
hydroxyproline with a 30 or 40 minute heating period. In the chromato- 
graphic analysis, the tubes are usually heated for only 20 minutes along 
with the rest of the effluent samples. As a first approximation, milli- 
molar concentrations can be calculated from Tables I and III, just as in 
the case of readings at 570 m/x, and the values can be converted to proline 
by multiplying by the factor 3.7 and to hydroxyproline by multiplying by 
the factor 7.2. The measurement of proline by the ninhydrin reaction is 
of course possible only when this amino acid is completely separated from 
the other amino acids, as it frequently is on the starch chromatograms. 
On the other hand, in view of their low absorption at 570 small amounts 
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of proline and liydroxyproline can be present simultaneously witli a“NH 2 
acids without giving significant interference. 

Reaction with NHz — In the oxidative deamination of amino acids by 
ninhydrin, 1 equivalent of the reagent is reduced in the course of the forma- 
tion of diketohydrindylidene-diketohydrindamine (9). If oxygen could be 
completely eliminated by evacuation of the system^ the maximum color 
yields would be obtained from amino acids without the addition of any 
further source of reduced ninhydrin. The yield from Nils under these 
conditions would be low, since, of itself, NH 3 does not give rise to the re- 
duced ninhydrin which is essential for the formation of the colored complex. 
This accounts for the fact that NH 3 does not react positively in a number of 
the colorimetric ninhydrin procedures that have been used (4, 5, 7). When 
hydrindantin exists preformed in the reaction mixture, however, as it does 
in the present procedure, the color yield from NHs is in the same range as 
that from the amino acids. In contrast to the amino acid reaction, which 
is independent of the concentration of hydrindantin above a certain mini- 
mum level, the color yield from NHs increases with the hydrindantin con- 
centration. With the reagent solution used in the present procedure, the 
color yield from NH3 reaches about 90 per cent of its maximum value. 
Since different batches of reagent solution may vary somewhat in hydrin- 
dantin content, a control determination on a known NH4CI solution must be 
run simultaneously if it is desired to obtain accurate values on NHs solu- 
tions by the photometric ninhydrin method. 

Experiments on Color Developme^ii 

Isolatiofi of Diketokydrindylidene-Dikeiohydrindamine — ^The product of 
the reaction of ninhydrin with glycine at pH 5 was prepared in order to 
compare its absorption spectrum with that of the unfractionated reaction 
mixture obtained in the ninhydrin analysis. 

The amino acid (75 mg.), dissolved in 10 cc. of water, was heated for 20 
minutes at 100° with 700 mg. of ninhydrin dissolved in 20 cc. of citrate 
buffer, pH 5 (0.2 m). The product (245 mg.) which crystallized from ilie 
cooled solution corresponded to 75 per cent of the theoretical yield of the 
sodium salt of diketohydrindylidene-diketohydrindamine. The same pro- 
cedure carried out with the peptide leucylglycine (188 mg.) gave the same 
product in 40 per cent yield. For analysis the sodium salt (50 mg.) was 
recrystallized from about 15 cc. of hot 1:1 water-n-propanoL 

CisHgO^NNa (325.2). Calculated. C 66.5, H 2.5, N 4.3, Na 7.08 

Prepared from glycine. Found. “ 66.2, “ 2.6, 4.4, ‘‘ 7.07 

leucylglycine. “ 66.6, '' 2.6, 4.3, 6.94 

Absorption Spectra — The absorption curves have been determined with 
0,1 cc, samples of 2 mM aqueous amino acid solutions. The final vol- 
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ume of the reaction mixture was 6.10 cc. in photometer tubes of 16.25 mm, 
inner diameter. In Pig. 2 the curves for leucine, serine, and ammonia are 
compared with the absorption spectrum obtained from an equimolar solu- 
tion of the cr 3 "stalline sodium salt of diketohydrindylidene-diketohydrind- 
amine. The solution was prepared by dissolving 1.065 mg. of the sodium 
salt in 100 cc. of a mixture of the ninhydrin solution and the propanol- 
water diluent in the proportions of 1:10 and was read against this solvent 
as the blank. The absorption spectra support the conclusion that the 
a~NH 2 acids and ammonia yield diketohydrindylidene-diketohydrindamine 



Fig. 2. Comparison of the absorption spectrum of diketohydrindylidene-diketo- 
hydrindamine with the spectra obtained after the reaction of ninhydrin with equi- 
molar amounts of leucine, serine, and ammonia. 

under the conditions of the determination. The curves obtained with the 
other a-NH 2 acids, except cysteine, and with peptides, are similar to those 
shown in Fig. 2. The major end-product is the same in all cases, exhibiting 
an absorption maximum at 570 mu. The differences in the color intensities 
obtained with the individual amino acids arise from variations in the yield 
of this product. Relative to leucine, the reading of the pure sodium salt 
corresponds to a color yield of 1.07 (Table II). On this basis, leucine 
yields about 93 per cent of the theoretical amount of this product. The 
yields for phenylalanine and glutamic acid, for example, are 82 and 98 per 
cent. 
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Color development with ninhydrin is not specific for amino acidSj since 
a variety of primary amines and some secondary amines will give signifi- 
cant amounts of color. The structure of the end-products in these cases 
lemains to be determined. The absorption curves obtained with histamine 
and with the N-methyl-substituted amino acid, sarcosine, are given in 




Fig. 4. Absoiption spectra obtained after the reaction of ninhydrin with proHiic, 
hydroxyproline, and cysteine. 

Fig. 3. Both compounds yield products with absorption maxima at 570 

IXlfl. 

Cysteine, which has been mentioned as an exception to the general re- 
action of the a-NHs acids, gives an absorption curve which is somewhat 
similar to that obtained with proline and hydroxyproline (Fig. 4) . Neutral 
cysteine solutions, after standing for 24 to 48 hours, give the same color 
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yield as cystine, with maximum absorption at 570 m^. It is possible that the 
small amount of absorption in the range of 570 mjLt observed with fresh solu- 
tions of cysteine may be attributed to the presence of some cystine in the 
reaction mixture. The compounds yielded by the prolines under these 
conditions presumably correspond to the structures assigned by Grassmann 
and von Arnim (12). 

Variation of pH — The variation of color yield with the pH of the aqueous 
citrate buffer is shown in Fig. 5. The absorption maximum for the 
acids is at 570 mja over the pH range studied. The maximum color yield from 
leucine is obtained at pH 5, which has been chosen for the general procedure. 



Fig. 5. Effect of pH on the intensity of color obtained after the reaction of nin- 
hydrin with amino acids and ammonia. 

The pH optima for the other a-NHs acids fall close to this value, with the 
exception of tryptophan which gives a maximum yield at pH 6. For 
most of the amino acids, a change in pH of 0.1 unit at pH 5.0 introduces 
less than a 1 per cent deviation in the optical density reading. 

Rate of Reaction — The rates of color development have been determined 
for representative a-NHa acids over a range of pH from 4 to 7. In all 
cases, at 100"^ the reaction was complete in less yhan 20 minutes. The 
color yields were unaltered by an increase in the ninhydrin concentration. 
This result parallels the observations on the heating periods required for 
the complete liberation of CO 2 from amino acids at a ninhydrin concentra- 
tion of 20 mg. per cc. in the gasometric method of Van Slyke, Dillon, Mac- 
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Fadyeiij and Hamilton (13). A more detailed study of the rate of color 
development has been made at pH 5. Constant readings are obtained with 
leucine in 5 minutes and with alanine in 10 minutes. The reaction with 
glycylphenylalanine and glycylleucine is complete in 20 minutes. On the 
other hand, phenylalanylglycine and leucylglycine reach only 90 per cent 
of completion in this time. Primary amines, such as ethylamine and eth- 
anolamine, react still more slowly. The time of 20 minutes has been chosen 
as a heating period which gives constant readings with all of the a-NHa 
acids and can be expected to give reasonably high readings with most 
peptides possessing a free NH 2 group. 

Temperature — The color yields are lower if the reaction is carried out at 
temperatures below 100°. For leucine, isoleucine, tyrosine, and phenyl- 
alanine, the optical densities were 4 per cent lower when the analysis was 
carried to completion in a water bath maintained at 95°. 

Stability of Color — The rate of fading of the blue color is illustrated by the 
following average readings obtained on leucine samples at the specified 
times after removal of the photometer tubes from the heating bath: 15 
minutes 0.835, 30 minutes 0.830, 45 minutes 0.835, 60 minutes 0.835, 1| 
hours 0.815, 2| hours 0.810, 4 hours 0.795, 5| hours 0.785, and 22 hours 
0.710. Thus, the color is stable for about 60 minutes, after which time 
there is a gradual fading, averaging approximately 1 per cent per hour. 
The end-product is not highly sensitive to oxidation by air, whereas, as 
noted below, an intermediate in the reaction appears to possess much 
greater sensitivity. 

In early experiments, water was used as the diluent and marked fading 
was noted as a result of precipitation of the sodium salt of diketohydrindyli- 
dene-diketohydrindamine. The use of 1 : 1 water-a-propanol as the diluent 
serves to keep the relatively insoluble reaction product in solution. 

Effect of Stannous Chloride — ^When 2 mM leucine samples are analyacd 
with a ninhydrin solution from which the stannous chloride has been 
omitted, the color yield is about half that obtained in its presence. At 
lower leucine concentrations the percentage decrease in yield is greater. 
By carrying out the reaction in vessels evacuated to 20 to 30 mm., as is 
done in the gasometric ninhydrin method (13), the color yield from 2.0 
mM leucine solutions can be raised almost to the maximum value. At 
a leucine concentration of 0.05 mM, however, the results still run about 10 
per cent low. 

The first trials on the blocking of the oxidative side reaction by the ad- 
dition of a reducing agent to the ninhydrin solution were made with hy- 
drindantin. Consistent results were obtained at a hydrindantin concentra- 
tion of 1 mg. per cc. The color yields were unaltered by a 4-fold increase 
in this concentration. Since hydrindantin can be prepared by the action 
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of stannous chloride on ninhydrin, the addition of stannous chloride directly 
to the reagent solution was tried and found to give the same results. How- 
ever, the presence of hydrindantin, which is highly insoluble in water, re- 
quired the addition of an organic solvent which would keep this compound 
in solution during the course of the reaction and during storage of the re- 
agent solution. Among the solvents tested, methyl cellosolve had the 
highest solvent power for hydrindantin. The solvent mixture chosen (1:1 
water-methyl cellosolve) does not evaporate in the water bath at 100° and 
does not precipitate sodium citrate from the buffer. 

SUMMARY 

The reaction of ninhydrin with NH 2 groups to give diketohydrindylidene- 
diketohydrindamine has been utilized as the basis for a photometric deter- 
mination of amino acids and related compounds in effluent samples from 
starch chromatograms. The color yields have been rendered fully repro- 
ducible by the incorporation of hydrindantin or stannous chloride in the 
reagent solution to eliminate oxidative side reactions. Although the color 
yield from a given amino acid is constant, the different amino acids do not 
all give the same percentage yield of the blue product. This fact does not 
prevent the accurate use of the method in chromatographic work in those 
cases in which the individual amino acids are separated from one another 
by the fractionation process. 

Color development is obtained with a variety , of compounds containing 
NH 2 groups, including amino acids, peptides, priifia^ry amines, and am- 
monia. For chromatographic work, the generality of tfhe reaction extends 
its usefulness. For work with unfractionated biologig4 . material, the lack 
of specificity is a disadvantage. 

The reaction is carried out at pH 5 and 100°. The absorption maximum 
of the blue product is at 570 mjj.. On individual amino acids the accuracy 
is 2 per cent for samples in the range of 2.5 7 of o:-NH 2 nitrogen. The me- 
chanics of the procedure have been developed to permit the analysis of 
a large number of samples on a routine basis. 

The authors wish to acknowledge the assistance of Miss Enid Mellquist 
and Mr. Anton Hornicek in the performance of this work. 
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OXIDATION OF GLUCOSE LABELED WITH RADIOACTIVE 
CARBON BY NORMAL AND ALLOXAN-DIABETIC RATS'-^ 
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{From the Division of Physiology, University of California Medical School, Berkeley) 

(Received for publication, June 23, 1948) 

• The nature of the metabolic defect in diabetes has been vigorously de- 
bated for well over 30 years, but despite the interesting new lights shed on 
it during the past few years (1, 2) rigid proof as to whether the derange- 
ment in this disease results from an impaired capacity of the diabetic ani- 
mal to convert glucose to CO2 is still lacking. With the introduction of 
isotopic carbon, it became possible for the first time to study the direct con- 
version of carbon-containing compounds to CO2. We wish to report here 
observations dealing with the fate of the carbon of administered radio- 
glucose in normal and alloxan-diabetic rats. The evidence obtained indi- 
cates that the over-all rate of oxidation of glucose by the alloxan-diabetic 
rat need not differ significantly from that in the normal rat. 

EXPERIMENTAL 

Pi'oduction and Care of Diabetic Rats — ^The first five rats (Table I) were 
injected intraperitoneally with a 2 per cent aqueous solution of alloxan. 
A single injection of 200 mg. per kilo of body weight was found effective in 
producing glycosuria and at the same time kept mortality at a minimum. 
Howwer, the intraperitoneal route of administration produced adhesions 
in the abdominal cavity, and for this reason the alloxan was injected intra- 
venously in the other animals. A dose of 50 mg. of alloxan per kilo of body 
w^eight, administered as a 5 per cent solution in isotonic saline, was used 
for intravenous purposes. Higher dosages resulted in undue mortality, 
whereas lower doses frequently failed to induce diabetes. 

The animals were kept in individual cages in a warm room. The stock 
diet (which consisted of 68.5 parts of "wheat, 5 of casein, 10 of fish meal, 
1.5 of salt, 5 of a fish oil, and 10 of alfalfa) was supplemented twice weekly 
with lettuce. 

Urine was collected daily and preserved with toluene. Glucose in urine 
was determined on the day of collection by oxidation with potassium ferri- 

* Aided by grants from the American Cancer Society (recommended by the Com- 
mittee on Growth of the National Research Council) and the Sugar Research Founda- 
tion, Inc. 

t Fellow of the American Cancer Society. 

t United States Public Health Fellow. 
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cyanide and subsequent titration mth ceric sulfate (3, 4). Blood glucose 
was determined by the same method on an aliquot of a protein-free filtrate 
prepared with ZnS 04 and NaOH (5). The last traces of zinc were removed 
by the addition of sodium carbonated 

The duration of diabetes, degree of glycosuria, and weight changes that 
occurred in the nine diabetic rats used in this study are recorded in Table I. 

Preparation of C^^-Labeled Glucose^ — C^^-labeled starch and glucose were 
isolated from tobacco leaves which had been illuminated in the presence 
of C^^02. Labeled glucose was then obtained by acid hydrolysis of the starch 
and by fractional crystallization of the soluble sugars as described by 


Table I 

History of Diabetic Rats 


Bat No. 

Route of alloxan admin- 
istration 

Duration 

of 

diabetes 

before 

experi- 

ment 

Sugar excretion 

Weight 

Average 

volume 

of 

urine 

per 

day 

Maxi- 
mum 
per 24 
hrs. 

During 

experiment 

Before 

alloxan 

injec- 

tion 

1 On day 
of ex- 
peri- 
ment 

Mini- 

mum 

during 

dia- 

betic 

state 



days 

gm. 

hrs. 

gm. 

gm. 

gm. 

gm. 

cc. 

D3 

Intraperitoneal 

22 

6.8 

6 

1.13 

' 195 

158 

124 

60 

D6 

t ( 

16 

5.6 

6 

0.36 

150 

150 

132 

50 

D20 


10 

10 

48 

18.2 

300 

270 

228 

120 

D23 

C( 

48 

11 

12 

2.45 


163 

160 

70 

D2S 

ec 

70 

7.6 


7.6* 

218 

212 

208 

50 

D40 

Intravenous 

14 

8.4 

12 

4.20 

190 

174 

158 

50 

D48 

(< 

25 

6.8 


6.6* 

168 

160 

152 

60 

D53 

a 

20 

11.3 


11.3* 

262 

186 

186 

50 

DJ2 

ti 

14 

11.4 

46 

7.0 

200 

164 

129 

65 


* Rats so designated were neplirectomized; the amounts recorded were excreted 
during the 24 hours preceding nephrectomy. 


Putman et al, (6). The purified radiogliicose was dissolved in an isotonic 
NaCl solution and kept frozen ( — 18°) until just before it was injected. 

Collection and Determination of Exhaled CO2 — During the experiment the 
rat was kept in an all-glass cage which was ventilated continuously with 
C02-free air at 27-28°. The air collected from the cage was passed through 
a column of carbonate-free NaOH (40 milliequivalents were used for each 
hour of CO 2 collection per rat). A porous glass disk at the bottom of the 
column served to break the stream of air into fine bubbles. The apparatus 
was tested for complete recovery of the expired CO 2 . The rats had access 
to food and water at all times while in the cage, 

^ Kaplan, A., unpublished observations. 

“ We are indebted to Dr. W. Z. Hassid for the samples of photosynthetically pre- 
pared radioglucose used in this study. 
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The Na 0 H-Na 2 C 03 solution was made to volume and the amount of 
carbonate determined by titration of two different aliquots with 0.1 N HCL 
One aliquot was titrated to a brom-cresol green end-point. The value so 
obtained is a measure of the amounts of NaOH and Na 2 C 03 present. To 
the other aliquot an excess of BaCh was added before titrating it to the 
phenolphthalein end-point; this titration value represents the amount of 
unused NaOH. The difference between the two titration values, therefore, 
gives the amount of Na 2 C 03 that was formed during the collection of CO 2 . 
After centrifugation, the BaCO^ precipitate was washed twice with distilled 
water and suspended in alcohol. The precipitate was ground in a glass 
homogenizing tube, mounted on an aluminum disk, and its radioactivity 
determined after the manner described by Dauben et al. (7). In general, 
each sample was counted for more than 3000 counts; the error of the count- 
ing was less than 2 per cent. 

Determination of Radioglucose in Urine, Fermentation — sample of 
urine buffered with phosphate at about pH 5 was incubated at 37® with 
yeast (Torula monosa). The yield of CO 2 evolved was improved by the 
presence of 10“^ m sodium azide (8). The carbon dioxide was collected in 
0.25 N barium hydroxide solution containing 2 per cent BaCl 2 according to 
Van Slyke and Folch (9). The precipitate of barium carbonate which 
formed was treated as described for respiratory CO 2 . The total amount of 
C^^-labeled glucose excreted in urine was obtained from the specific activ- 
ity of its barium carbonate precipitate and the total urinary glucose from 
its reducing value. 

The validity of the fermentation procedure was tested on a sample:; of 
3 , 4-C^'^-labeled glucose. This glucose was prepared by a modification of the 
method of Solomon el al. (10) as follows. A 200 gm. rat was fasted for 24 
hours. 340 mg. of Na lactate® were administered by stomach tube. 1 
hour later the animal was injected intraperitoneally with 1 millicurie of 
NaHC^'^Os contained in isotonic NaHCOs. 2 hours after the administra- 
tion of the labeled NaHCOs the animal was sacrificed and glycogen isolated 
from its liver (13). Glucose was obtained by hydrolyzing the isolated 
glycogen for 3 hours with 0.6 n HCL 

According to Wood ei al. (14) all the atoms in this glucose are in the 
3 and 4 positions. Our finding that the specific activity of the pro- 
duced by fermentation was 3 times as high as that of the CO 2 when the 
whole glucose molecule was oxidized seems adequate evidence that the 
fermentation with Torula monosa is a reliable method for the determination 

3 The amount of lactate administered was based on earlier observations of Cori 
and Cori dealing with liver glycogen formation from lactic acid (11). It was found 
in the laboratory that during the first 6 hours glycogen is deposited at a uniform rate 
in the liver of the 24 hour fasted rat fed lactate. Liver glycogen was determined by 
the method of van Wagtendonk (12). 
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of the specific activity of both carbon atoms 3 and 4 of the glucose mole- 
cule. 

Isolation of Osazone — ^The glucose content of a sample of urine was de- 
termined, and for each gm. of glucose present 10 gm. of phenylhydrazine 
hydrochloride and 15 gm. of sodium acetate trihydrate were added. The 
mixture was heated on a steam bath for 1.5 hours and then kept at 4° for 
approximately 12 hours. The mixture was centrifuged, and the osazone 
crystals obtained were washed several times with distilled water. The 
crystals w^ere next dissolved in hot 50 per cent alcohol, and insoluble mate- 
rials present removed by filtration through a steam jacket Buchner funnel. 
The glucosazones were allowed to crystallize at 4^ and then dried in a 
vacuum desiccator over CaCh. 

The glucosazones were oxidized by heating them with a chromic-sulfuric 
acid mixture, according to Van Slyke and Folch (9), and the carbon dioxide 
evolved was trapped in a mixture of 0.25 n barium hydroxide and 2 per cent 
barium chloride and treated as described above. 92 to 93 per cent of the 
osazone carbon was recovered as barium carbonate. The barium carbonate 
was mounted on an aluminum disk as described above, and its radioactiv- 
ity measured. The measurement of the radioactivity of the glucose is 
much more tedious by this method than by the fermentation procedure. 
Furthermore, the counts per mg. of BaCOs obtained by the osazone pro- 
cedure suffer a 3-fold dilution by the phenylhydrazine carbon. 

Tables III and lY show that the values obtained for radioglucose by the 
two methods (osazone and fermentation) are in fairly good agreement. 
This agreement implies that the specific activity of the 3rd and 4th carbons 
of the glucose molecule is approximately equal to that of the other carbons. 
This is important since it excludes the possibility that the expired C^'^02 is 
derived only from one or two specific carbons of the glucose chain. 

Results 

Conversion of Radioglucose to CO 2 hy Normal and Diabetic Rats 

Normal Rats — ^Rats N1 and N2 received intraperitoneally 100 mg, of 
radioglucose (Table II), whereas Rats 3 to 5 were injected intraperitoneally 
with 1 gm. of labeled glucose per kilo of body weight. The amounts of 
radioactive CO 2 recovered in the expired air of each rat are recorded in 
Table II. During the first 4 hours, the administered labeled glucose was 
rapidly oxidized by the normal rat. By the time 6 hours had elapsed, 
40 to 60 per cent of the administered was recovered in the expired CO 2 , 
Although in 6 hours Rat N2 eliminated as CO 2 as much as 55 per cent of the 
radioglucose that it received, only an additional 11 per cent was recovered as 
expired radioactive CO 2 during the next 18 hours. The more rapid conver- 
sion of the administered labeled glucose to CO 2 during the early intervals 
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means, of course, that at these times the anmiaPs labeled glucose pool had 
a high specific activity and that at the later intervals this had been diluted 
by unlabeled glucose derived either from the diet or from endogenous 
sources. 

Diabetic Rais — ^At the time radioactive glucose was injected, diabetes 
had existed in the animals used for periods varying from 10 to 48 days 
(Table I). The rats displayed such manifestations of diabetes as polyuria, 
glycosuria, polyphagia, and weight loss. Each rat excreted from 50 to 120 
cc. of urine per day. The amount of glucose excreted was, of course, not 
constant from day to day. The maximum found before the administra- 
tion of radioglucose amounted to 11 gm. per 24 hours. 


Table II 

Oxidation of Intraperitoneally Injected Radioglucose to CO 2 by Normal Rats* 


Rat No. 

Weigiit 

Radioglucose 
injected intra- 
peritoneally 

Per cent of administered glucosef converted to CO2 at end of 

2 hrs. 

4 hrs. 

6 hrs. 

12 hrs. 

24 hrs. 


gm. 

mg. 






N1 

172 

100 



56 



N2 

250 

100 

27.6 

48.4 

55 

61.6 

65.7 

N3 

230 

230t 



56.7 

63.3 


N4 

270 

270t 



45.9 

53.6 


N5 

280 

280t 



39.4 

49.6 



* The rats had access to food throughout the period of observation, 
t The administered glucose contained 1 to 2 million counts per minute. 
t Equivalent to 1 gm. per kilo of body weight. 


In contrast to the normal rat, which had converted approximately 40 to 
60 per cent of the administered glucose to CO 2 in 6 hours, the five diabetic 
rats used in this study (Tables III and IV) oxidized only 11 to 24 per cent 
of the injected labeled glucose in 6 hours. An examination of the urine 
revealed, however, that most of the administered radioglucose was not 
available for oxidation but had been excreted. Thus Eat D20 excreted 
more than 60 per cent of the administered glucose in the first 12 hours 
after its injection (Table III). Little more radioglucose was excreted in 
the next 36 hours. This does not mean that the rat did not continue ex- 
creting glucose, but rather that after 12 hours the specific activity of the 
body glucose had dropped to low levels. In 6 hours the other four rats 
(Table IV) excreted from 30 to 45 per cent of the labeled glucose they had 
received intraperitoneally. 

Calculation of Rate of Glucose Oxidation 

From the amount of expired during a given interval after the in- 
jection of the radioglucose, it is possible to obtain an approximate value for 
the amount of plasma glucose that had been oxidized during that intervaL 
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Table III 

Oxidation of 100 Mg. of hitraperitoneally Injected Radioglucose hy Diabetic Rat D9M 


Interval 

Total glucose 

Uadioglucose, per cent 
of injected dose determined 
by 

Specific 
activity* of 
urinary 
glucose X 103 

Expired 
per cent of 
administered 
glucose t 

Glucose oxi- 
dized 

Fermentation 

Osazone 

hrs. 

mg. 





mg. per hr. 

0~ 2 

775 

49.3 

43.1 

60 

6.6 

55 

2- 4 

513 

11.0 

9.7 

20 

3.3 

82 

4- 6 1 





1.5 


4-12 1 

2,260 

3.3 

5.0 

1.9 



6-12 





2.1 


12-24 

5,350 

o.n 

t 

0.13 

1.0 


24-48 

9,300 

t 

t 


0.7t 


Total 

18,200 

64.3 



15.2 



* The specific activity is expressed as the per cent of the injected per mg. of 
glucose. The values are based on averages between fermentation and osazone. 
t The injected dose contained 1,800,000 counts per minute. 
t The sample counted less than 1.2 X background. 


Table IV 


Oxidation of Iniraperitoneally Injected Glucose hy Diabetic Rais DS, D6, 023^ and D40 





Urinary glucose 




Rat 

No. 

Weight 

Radio- 

glucose 

injected 

Total 

Radioglucose, per cent 
of injected 
dose* determined by 

Specific 
activityt of 
urinary 
glucose X 
103 

Expired C^^Oa, 
per cent of 
administered 
glucose* 

Glucose 

oxi- 

dizedf 



1st 

6 hrs. 

2nd 

6 hrs. 

Fermentation j 

1 Osazone 

1st 

6 hrs. 

2nd 

6 hrs. 

1st 

6 hrs. 

2nd 

6 hrs. 




1st 

6 hrs. 

2nd 

6 hrs. 

1st 

6 hrs. 

2nd 

6 hrs. ' 



gm. 

mg. 

mg. 

mg. 









mg. 
per hr. 

D3 

158 

100 

1130 


34 


36.8 


31 


23 


122 

D6 

150 

100 

360 


46 


44.5 1 


125 


24 1 


32 

D23 

163 

163§ 

379 

2070 

30 

13.5 

30.5 

10.9 

79 

6.0 

15 

3.7 

32 

D40 

174 

174§ , 

1360 

2840 



45.7 i 

3.0 

34 

1.1 

17.5 

1.8 

87 


The administered glucose contained 1 to 2 million counts per minute . 
t The specific activity is expressed as the per cent of the administered per mg, 
of glucose. 

J These values are determined from the specific activity of the urinary glucose and 
the expired C ^^02 during the first 6 hours of the experiment. 

§ The glucose injected equals 1 gm. per kilo of body weight. 


To make such a calculation, we used the average specific activity of 
plasma glucose during the period under consideration. But we have to be 
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reasonably certain that the expired C ^^02 is derived only from labeled 
glucose; as a rule, this will be true only during the early intervals after the 
injection of radioglucose when little or none of it has been converted to 
other compounds. 

To determine the specific activity of plasma glucose, an aliquot of the 
plasma sample was oxidized and its total radioactivity determined as 
BaCOs, whereas on a different aliquot of this same plasma the glucose con- 
tent was determined from its reducing value. In the diabetic animals we 
w’ere able to check this procedure by demonstrating that the specific 
activity so obtained was equal to the specific activity of the urinary glucose. 
This is shown in Fig. 1. 



Fig. 1. Changes with time in specific activity of urinary and plasma glucose of 
Rat DJ2. The ordinate scale is logarithmic. O plasma glucose; • urine glucose. 

Values for specific activities of plasma and urinary glucose of two dia- 
betic rats (Rats DJ2 and D20) are presented in Figs. 1 and 2 ; here the 
values are plotted against time on semilog paper. This plot was found to 
be a straight line during the first 6 hours (15). During the interval from 
0 to 2.5 hours the average specific activity of plasma glucose, expressed as 
a percentage of the injected dose per mg. of glucose, is approximately 
6 X 10“^ (see Fig. 1). The amount of exhaled during that interval 
was approximately 6 per cent of the administeredradioactivity. Therefore, 
the amount of glucose oxidized in this period is equal to 6/ (6 X = 100 
mg. or 40 mg. per hour. The same calculation for the interval from 2.5 to 
4 hours, in which 2 per cent of the injected dose was exhaled, gives an oxi- 
dation of 50 mg. of glucose per hour. 





Fig. 2. Changes with time in specific activity of urinary glucose of Rat D20 (see 
Table III). 


Table V 

Rate of Oxidation of Glucose by Normal Rats 


Each rat was injected intraperitoneally with 15 mg. of labeled glucose. 


Rat No. 

Weight 

collected 

Plasma glucose 

Glucose 

oxidized 

Interval j 

Per cent 
of injected 
dose* 

Time after 
injection 

Specific 

activity! 

X102 


gm. 

hrs. 


hrs. 


mg. Per hr. 

NJl 

220 

0-1 

13.6 


t 

50 



1-2 

10.6 

1 

20.8 

66 



2-4 

5.5 

3 : 

6.9 

40 



4-6 

1.84 

6 

4.6 


NJ2 

242 

0-1 

8.75 


t 

32 



1-2 

0.0 

1 

19 

69 



2-4 

5.25 

3 

4.1 

64 



4-6 

2.73 

6 

4.1 


NJ3 

250 

0-1 

7.93 


J 

28 



1-2 

14.1 

1 

21.8 

85 



2-3 

4.63 

3 

7.6 

48 


^ The injected glucose contained 1,600,000 counts per minute, 
f The specific activity is expressed as the percentage of the injected per mg. of 
glucose. 

||The average specific activity of plasma glucose was obtained by extrapolation 
(see the text). 
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The values obtained by this type of calculation for the amounts of glu“ 
cose oxidized per hour by normal rats are recorded in Table V and by 
diabetic rats in Tables III and IV. The range of values calculated for the 
normal rat was similar to that found for the diabetic. 

Comparison of Ability of Nephreciomized Normal and Nephreciomized 
Alloxan-Diabetic Rats to Convert Radioglucose to CO^ 

Since the diabetic rat excreted a good portion of the administered glucose 
in the urine, the amount of C ^^02 exhaled, as noted above, provided no 
basis for comparing the capacities of normal and diabetic rats to oxidize 
administered glucose. To prevent loss of glucose by this route, radio™ 

Table VI 


Conversion of Intravenously Injected Radioglucose to 00^ by Nephreciomized Normal 
and Nephreciomized Alloxan-Diabetic Rats 
Each rat received 1 gm. of labeled glucose per kilo of body weight. 


Rat No. 

Weight 

Per cent of administered glucose* recovered as 

CO 2 for each interval 

Blood sugar 
at end of 

0-0.5 hr. 

0.5-1 

hr. 

1-2 

hrs. 

2-4 

hrs. 

4-6 

hrs. 

Entire 

6 hrs. 

experiment 

Normal. N6 

gm> 

180 

5.7 

5.3 

8.0 

14.0 

3.9 

36.9 

mg. per cent 

131 

N7 

172 

2.7 

4.7 

6.0 

12.3 

3.9 

29.6 

157 

N8 

202 

3.9 

4.4 

8.7 

15.6 

3.3 

35.9 

125 

N9 

174 

5.6 

4.8 

8.5 

16.7 

3.6 

39,2 

138 

Diabetic. D2S 

212 

0.42 

1.4 

4.5 

10.5 

9.4 

26.2 

700 

D48 

160 

2.2 

5,9 

10.0 

13.7 

7.8 

39.6 

870 

“ D53 

186 

0.57 

2.1 

4.3 

11.4 

7.5 

25.9 

1060 


The administered glucose contained 1 to 2 million counts per minute. 


glucose was injected intravenously into rats 15 minutes after they had been 
subjected to bilateral nephrectomy. Each rat received 1 gm. of glucose 
per kilo of body weight. This dose was selected because it was large enough 
to yield similar initial values for the specific activities of circulating glucose 
in both normal and diabetic rats. In other words, this dose minimized the 
differences in plasma glucose between the normal and the diabetic rats at 
the very beginning of the experiment. Data on the conversion of injected 
radioglucose to C ^^02 by the two types of rats under these conditions are 
recorded in Table VI. 

Judging from the C^^02 exhaled during the entire 6 hours, there appears 
to be no significant difference between nephrectomized normal and nephrec™ 
tomized alloxan-diabetic rats in their ability to oxidize the administered 
glucose. It is interesting to note, however, that in the early intervals 



398 


OXIDATION OP GLUCOSE 


two of the three diabetic rats exhaled less C ^^02 than the normal oneSj 
whereas at the later intervals (4 to 6 hours) the reverse was the case. 

6 hours after the administration of the large dose of labeled giucosej 
namely 1 gm. per kilo of body Aveight, the plasma glucose in the iicphrec- 
tomizecl normal rats had returned to normal levels or levels close to normal; 
the highest value observed at the 6 hour inteiwal was 160 mg. per cent. 
In the diabetic rats, on the other hand, plasma glucose of 700 to 1000 mg. 
per cent was found when they were sacrificed. 

DISCUSSION 

Normal rats injected intraperitoneally or intravenously with amounts of 
glucose varying from 100 to 280 mg. converted 40 to 50 per cent of it to 
CO 2 in 6 hours. In the nephrectomized but otherwise normal rat, C^‘^02 
appeared in the exhaled gas within the first half hour, and at the end of the 
1st hour nearly 10 per cent of the intravenously injected glucose was con- 
verted to CO 2 . These findings are in agreement with the classical vieAV^ that 
administered glucose is available for immediate oxidation by the animal 
body. 

In order to compare the rates of conversion of plasma glucose to CO2 by 
normal and diabetic rats, two methods of study were employed: one was 
based on the C^^02 evolved when a relatively large amount of labeled glu- 
cose Avas introduced intravenously into nephreetomized preparation; in the 
second the amount of glucose oxidized in the intact rat Avas derived from 
measurements of the C^^02 evolved and of the specific activity of plasma 
glucose. That the alloxan-diabetic rat can oxidize appreciable amounts of 
glucose cannot be doubted from the results obtained by the first method. 
As judged by the C ^^02 eliminated during an entire 6 hour period of obser- 
A^ation, the amounts of administered glucose oxidized by the nephrectomized 
normal and nephrectomized diabetic rats are of the same order. The 
values for glucose oxidation obtained by the second method refer specifically to 
the conversion of plasma glucose {and such glucose as exists in rapid equilibrium 
with plasma glucose) to CO2. 

The interpretation of our findings is not AAfithout some difficulty. The 
A^alues for specific activity of plasma glucose are based on tAvo measure- 
ments; namely, (1) the total radioactivity of plasma, Avhich Ave have as- 
sumed to be glucose at the early inteiwals, and (2) the total reducing value 
of plasma, Avhich Ave have also assumed to be glucose. The reliability of the 
specific activity measurements for plasma glucose is shoAvn by the finding 
that in the diabetic rat the values obtained agreed Avith those found for the 
osazones prepared from urinary glucose. In the normal rat it was not possi- 
ble to make such a comparison. The assumptions made in connection with 
the specific activity would appear, however, to be well supported by our 
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observations in the nephrectomized rats; the finding that the over-all capa- 
city of the normal nephrectomized rat to oxidize glucose is of the same order 
as that of the diabetic involves none of the assumptions referred to above. 

An interference was observed in the oxidation of the injected carbohy- 
drate by the nephrectomized diabetic rat during the 1st hour, whereas at the 
later intervals the amount of C ^^02 produced by these rats was of the same 
order of magnitude as that produced by normal rats. The interpretation 
of the results of the early intervals presents some difficulties. This phase 
is being investigated further. 

In order to interpret the C^^02 data presented here for the alloxan- 
treated rats, the degree of diabetes that existed in these rats must be eval- 
uated. Postmortem examination of their pancreases revealed massive 
necrosis of the islets. It cannot be inferred, however, that the alloxan- 
diabetic rat is deprived of all insulin-secreting tissue. But even though 
the presence of some residual insulin cannot be excluded in the diabetic 
rats used in this study, they nevertheless excreted, when fed, from 5 to 
11 gm. of glucose daily and exhibited such manifestations of diabetes as 
polyphagia, polyuria, polydipsia, and loss of weight. Another indication 
of the degree of diabetes in the rats used here is provided by the finding 
of values for plasma glucose of 700 to 1000 mg. per cent 6 hours after ex- 
cision of their kidneys. 


SUMMARY 

1. The rate of conversion of administered radioglucose to CO 2 was 
measured in normal and alloxan-diabetic rats. 

2. C^^02 appeared within the first 30 minutes in the expired air of both 
normal and alloxan-diabetic rats. 

3. The amount of plasma glucose converted to CO 2 was measured by 
two methods. The first wms based on the specific activities of plasma glu- 
cose and the amounts of C ^^02 in the expired air, the second on the amounts 
of C^^02 exhaled by the nephrectomized rat. As judged by these proce- 
dures, the rate of conversion of plasma glucose to CO 2 by the alloxan-diabetic 
rat does not differ significantly from that found in the normal. 

BIBLIOGRAPHY 

1. Cori, C. F., Harvey Lectures j 41, 253 (1945-46), 

2. Stetten, D., /. Am. Med. Assn.^ 132, 373 (1946). 

3. Hassid, W. Z., Ind. and Eng. Chern.j Anal. Ed.^ 8, 138 (1936). 

4. Miller, B. F., and Van Slyke, D. D., J. Biol. Chem.., 114, 583 (1936) . 

5. Somogyi, M., J. Biol. Chem., 86, 655 (1930)-. 

6. Putman, E. W., Hassid, W. Z., Krotkov, G., and Barker, H, A., /. Biol. Chein., 

m, 785 (1948). 

7. Bauben, W, G., Reid, J. C., and Yankwich, P. E., Anal. Cheni.^ 19, 828 (1947). 



400 


OXIDATION OF GLUCOSE 


8. Winzlerj R. J., Science, 99j 327 (1944). 

9. Van Slykc, D. D., and Folch, J,, /. Biol. Chem., 136, 509 (1940). 

10. Solomon, A, K., Vennesland, B., Klemperer, F. W., Buchanan, J. M., and Hast- 

ings, A. B., J. Biol. Chem., 140, 171 (1941). 

11. Cori, C. F., and Cori, G, T., J. Biol. Chem., 81, 389 (1929). 

12. van Wagtendonk, W. J., Simonsen, D. H., and Hackett, P. L., J. Biol. Clrnn., 163, 

301 (1946). 

13. Good, C. A., Kramer, H., and Somogyi, M., J. Biol. Chem., 100, 485 (1933). 

14. Wood, H. G., Lifson, N., and Lorber, V., /. Biol. Chem., 169, 475 (1945). 

15. Zilversmit, D. B., Entenman, C., Fishier, M. C., and Chaikoff, I. L., J. Gen. 

Physiol., 26, 333 (1943). 



PHYSICOCHEMICAL PROPERTIES OF CRYSTALLINE 
CLOSTRIDIUM BOTULINUM TYPE A TOXIN* 


By frank W. PUTNAM,t CARL LAMANNA, and D. G. SHARP 

{From Camp Detrick, Frederick, Maryland, and the Department of Surgery, Duke 
University School of Medicine, Durham, North Carolina) 

(Received for publication, June 25, 1948) 

Interest in the chemical nature and mode of action of bacterial toxins 
has been renewed by the simultaneously announced crystallization of 
botiilinal (1) and tetanal toxins (2) and the recent purification of several 
toxoids (3-5), Of these, crystalline Clostridium botuKnum type A toxin 
alone has been submitted to an apparently complete elementary and amino 
acid analysis (6), as well as to preliminary physicochemical characterization 
(7-9) and immunological study (10), This toxin has been found to be a 
typical protein exhibiting no unique composition or physicochemical prop- 
erties and is apparently devoid of a prosthetic group. A preliminary 
report of the molecular weight and homogeneity of botiilinal toxin pre- 
pared by the method of Lamanna et al, (1) has aheady been made (9). 
Further ' details of the physicochemical characterization of this toxin and 
of the effect of the method of preparation on the molecular kinetic and sero- 
logical properties of this substance are given in this report. Investigation 
of the botulinal toxin-antitoxin reaction has also been undertaken. Data 
to be published separately indicate that serologically the toxin acts as a 
single substance (10), 

The original procedure for the crystallization of botulinal toxin (1) has 
been modified in several ivays, including the omission of a step involving 
shaking of the crude acid-precipitated toxin with chloroform (11). How- 
ever, much study had already been made of the properties of crystalline 
toxin of maximum potency prepared by the procedure first announced. 
A later method described by Abrams, Kegeles, and Hottle (7) differs from 
both the above procedures and also omits shaking with chloroform. In 
view of the suggestion (8) that partial denatiiration may result from the use 
of chloroform in the purification of the toxin, some data on the physico- 
chemical and serological characteristics of toxin prepared both by the orig- 
inal and the modified methods of Lamanna et al. are included in this com- 
munication. 

* Some of the material in this paper was presented at the meeting of the Federa- 
tion of American Societies for Experimental Biology at Chicago, May, 1947 {Federa- 
tion Proc., 6, 284 (1947)). 

t Present address, Department of Biochemistry, University of Chicago. 
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EXPERIMENTAL 

The crystalline toxin used in this investigation was prepared by methods 
previously described (1, 11). Some of the material was later used for the 
amino acid analysis already mentioned (6). Several lots were studied j 
including one not subjected to shaking with chloroform (Batch 8-5) . The 
potency of the toxin varied somewhat from preparation to preparation but 
probably not significantly outside the errors of the mouse titration em- 
ployed. The toxin contained about 220 X 10® mouse LDso per mg. of 
N as measured by a statistically valid titration (12) on 20 gm. white 
mice. The highest value recorded was 250 X 10® LDgo per mg. of N (initial 
potency of Batch C). A single batch of toxin (Batch BT-3), characterized 
successively in electrophoresis, diffusion, and sedimentation behavior, 
retained a potency of 170 X 10® LDgo per mg. of N upon recovery. It was 
observed, however, that even mild physical treatment of the purified toxin 
resulted in some loss of toxicity, especially at high dilutions. 

Electrophoresis 

The electrophoretic homogeneity of botulinal toxin was studied with the 
aid of the Tiselius apparatus (13). One apparatus used was equipped with 
the Philpot-Svensson optical system (14); another employed in later experi- 
ments utilized the Longsworth scanning system (15). All physical meas- 
urements were made on preparations equilibrated by long dialysis against 
buffer. All pH measurements were made with the glass electrode. 

Toxin of maximum potency prepared by shaking with chloroform is 
homogeneous in electrophoresis, as is illustrated by the diagrams of Fig. 1. 
However, the relatively small amounts of purified toxin available restricted 
the scope of these experiments. In this instance, only the lower middle sec- 
tion and bottom section of the two-compartment cell could be filled with the 
protein solution. In Fig, 1, photographs^ at two time intervals are given to 
illustrate the low degree of boundary spread with time. The upper dia- 
grams represent migration for 11,400 seconds, the lower for 14,400 seconds. 
The mobility at V in 0.1 n sodium acetate buffer, pH 4.38, calculated from 
the diagrams of Fig. 1, is 2.75 X 10”® cm.^ volt“i sec.-b 

No indication of a component other than toxin is to be seen in Fig. 1 . 
It was regularly found that toxin freshly crystallized by the original method 
of Lamanna and coworkers (1) was electrophoretically homogeneous under 
these conditions. Occasionally, a small, fast moving shoulder was ob- 
served on the descending boundary, but this could always be removed by 
repeated crystallization. On long standing, one preparation (Batch C) 
yielded a sharp single ascending boundary of normal mobility but a split^ 

1 The initial boundaries are slightly obscured because of light absorption by a 
detoxifying agent added to the external constant temperature bath. 
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descending boundaiy. However, at this time the preparation also appeared 
somewhat inhomogeneous, as judged both from diffusion studies and from 
light absorption photographs in the ulti'acentrifuge. On conversion to 
toxoid by treatment with formalin, the electrophoretic diagrams of this 


2 






Fig. 1. Electrophoretic patterns of crystalline botulinal toxin prepared with 
chloroform shaking; pH 4,38, ionic strength 0.1, 0.1 n sodium acetate-0.2 n acetic acid 
buffer. Photographs taken by the Philpot-Svensson method after migration at 1° 
at a field strength of 5.32 volts per cm. in the two-section cell. Upper photograph, 
11,400 seconds ; lower photograph, 14,400 seconds. The arrow indicates the direction 
of migration; a and d represent the ascending and descending boundaries respec- 
tively. The very steep curves at the tails of the arrows are superimposed photo- 
, graphs of the starting boundaries. 




Fig. 2. Electrophoretic patterns of crystalline botulinal toxin prepared without 
chloroform shaking. Photographs taken by the Longsworth scanning method after 
12,300 seconds migration at 5.37 volts per cm. Conclitions and symbols as in Fig. 1, 

material were unaltered, although the mobility on the alkaline side of the 
isoelectric point was increased. 

Crystalline toxin, prepared by the modified method of Lamanna and 
coworkers (11) with the step of shaking with chloroform omitted, was 
likewise homogeneous in electrophoresis, as shown in Fig. 2. The mobility 
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at pH 4.38 was 2.69 X 10“^ cm.^ volt~^ sec.“^ the same within experimental 
error as for toxin prepared with chloroform shaking. 

The small degree of boundary spread observed for both types of prep- 
arations indicated that the toxin was quite homogeneous in electrophoresis. 
Since there was some question that the chloroform treatment may have 
altered the toxkij the boundary spread for the two lots wfrs analyzed sta- 
tistically by a method already described (16). Unfortunately, the low 
solubility at the isoelectric point precluded boundary spread analysis in 
that pH range, the region best suited to this study. For a single moving 
boundary, the procedure of Sharp et al. (16) yields a value, denoted as the 
heterogeneity constant, which has the dimensions of mobility and increases 
with the electrical heterogeneity of the protein. The values for the two 
preparations compared favorably, being 1.4 X 10"® cm,“ volt“^ sec."^ for 
the salt-fractionated toxin, and 1.8 X 10“® cm.^ volt"^ sec."^ for toxin pre- 
pared by shaking with chloroform. These figures indicate a relatively low 
degree of reversible boundary spread {i.e., spread not attributable to dif- 
fusion alone). 


Diffusion 

The diffusion constant (D) of crystalline toxin, previously found to be 
homogeneous in electrophoresis, was determined at 25° by the refractive 
index scale method of Lamm (17), in the Neurath cell and apparatus (18). 
The values are given in Table I. The subscripts on D indicate the several 
methods of calculation which allow different weight to various factors (18). 
For the first time interval given (84,300 seconds, or approximately 1 day) 
the boundary was yet too sharp for accurate measurement of the scale line 
displacements. With this exception, there is excellent agreement both 
among the values found at different time intervals and among those ob- 
tained at a given time interval when calculated by the several methods. 
The latter finding is a good criterion of molecular kinetic homogeneity, as 
measured by the somewhat insensitive method of diffusion, and may be ex- 
pressed numerically by the Gral6n index (19) given in the last column of 
Table I as D^/DJ. The deviation of this constant from unity is a measure 
of the distribution of sizes in a substance. 

Similar evidence for homogeneity in diffusion behavior is offered by the 
low value of the standard deviation for the diffusion constant calculated at 
points along the curves by the method of successive analysis (the sixth 
column, Table I). However, the best criterion of homogeneity in diffusion 
lies in transforming the actual diffusion curve to normal coordinates and 
making graphical comparison to the ideal Gaussian distribution curve. 
The rather good fit obtained by this procedure and the close merging of the 
maximum ordinates of the ideal and the calculated curves is shown in Fig, 
3 (time, 354,840 seconds). 
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Sedimentation in Ultracentrifuge 

The sedimentation characteristics of the crystalline toxin were studied in 
an air-driven analytical ultracentrifuge (20), the rotor of which carried a 
sector-shaped cell at a mean radius of 6.5 cm. The ultraviolet light absorp- 
tion method Avas employed for preliminary analysis, the Lamm scale method 
(17) for quantitative studies. Sedimentation velocity scale diagrams 
obtained at a mean temperature of 32'' and a mean centrifugal field of 
48,000^ have already been published (9). The diagrams revealed a single 
sharp sedimenting boundary and yielded a value for the sedimentation 


Table I 

Diffusion Constant"^ of Crystalline BotuUnal Toxin\ at 25° 


Time 

% 

^4 

^ 4 * 



4 ^ 

sec. 

jO-t 


iO-7 

lO-’i 



84,300 

2.08 

2.10 

2.12 

2.19 

2.05 ± O.OOt 

1.03 

189,480 

1.99 

1.96 

1.96 

1.97 

2.06 =h 0.07 

1.00 

274,860 

1.96 

1.95 

1.95 

2.01 

2.05 ± 0.12 

1.03 

354,840 

1.98 

1.94 

1.89 

1.95 

2.04 ± 0.05 

1.03 

Average . . 

D 25 

Lao 

2.01 d= 0.07 X 10“7cm.2sec.~^ 
2.14X 10“'^cm.2 sec.”i 

1 .87 X lO""^ cm.2 sec.”^ 





* Dm, -Oa, Dff^^ Dff, and Ds denote, respectively, the diffusion constant (with the 
dimensions cm.^ sec."”^ calculated by the maximum height, maximum height-area 
(unsquared), maximum height-area (squared), standard deviation, and successive 
analysis methods (18). D 25 and D 20 denote the diffusion constant corrected to the 
water basis at the respective temperatures. D^q is given to permit comparison with 
the average value 2,02 X 10“^ cm.^ sec.^b determined independently in the Tiselius 
apparatus by the Longsworth method on other batches prepared by both groups 
of workers ( 8 ). 

t Protein concentration of 0.63 per cent in 0.1 N sodium acetate buffer, pH 4.38, 
f Standard deviation from the mean of determinations at six or more points along 
the curve. 

constant, ^20, of 17.3 Svedberg units at a protein concentration of 0.17 per 
cent, tlie lowest concentration studied. Although the base-lines of the sedi- 
mentation diagrams exhibited a small angular deviation, from the hori- 
zontal, planimetric measurement of the area under each boundary revealed 
a constant concentration of sedimenting substance equal to the initial con- 
centration (calculation by Equation 183a (21), including a correction for 
the Avedge-shaped nature of the cell). 

Comparison was made also between the experimentally obtained sedi- 
mentation diagrams and the theoretical sedimentation curves which would 
have obtained if the boundary spreading were due solely to normal diffusion 
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Fig. 3. Comparison of an ideal Gaussian distribution curve with the diffusion 
curve obtained on a 0.63 per cent solution of crystalline botulinal toxin. • indi- 
cates the position of the ideal curve; O represents the experimental scale line dis- 
placements, plotted in normal coordinates. Time, 354,8-10 seconds. 



Fig. 4. Boundary spreading in a sedimentation experiment with crystalline 
botulinal toxin. The solid line indicates actual points obtained with the Lamm scale 
method; the dash line represents theoretical spreading due to diffusion alone. Time, 
6400 seconds at 48,000^. 

of the toxin. The results are shown in Fig. 4, which gives the scale diagram 
for Batch BT-3 after 5400 seconds sedimentation at a speed of 25,400 r.p.m. 
The solid line represents the actual scale diagram; the dash line depicts the 
calculated curve (calculation by Equation 188 (21)), with the diffusion 
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constant obtained in separate diffusion experiments (see above). It may- 
be seen that the boundary spread is somewhat greater than that attribute 
able to diffusion alone. This is confirmed by the fact that the apparent 
diffusion constant calculated from the sedimentation diagrams, though 
variable, is greater than that obtained from the separate diffusion experi- 
ments. 

The extraboundary blurring which occurs during the sedimentation of 
botulinal toxin may have been due to experimental conditions, such as 
possible slight vibration of the rotor or the difficulty of establishing the 
zero time of diffusion, or it may be indicative of a small degree of molecular 
heterogeneity. However, inspection of Fig. 4 reveals that the distribu- 
tion of sedimentation rates does not differ significantly from the mean 
rate. If the increased boundary spreading is attributed to molecular 
heterogeneity, it could have originated either from a population of mole- 
cules differing but slightly in molecular size or from the presence of another 
substance of closely similar sedimentation properties. It w-as our ex- 
perience that even mild physical procedures for study of this toxin induced 
some loss of potency, possibly by toxoid foimation through surface denatu- 
ration. We thus attribute to this effect the small observed deviation of the 
actual sedimentation diagrams from theoretical curves calculated from 
diffusion data. 


Molecular Weight and Shape 

The sedimentation constant and diffusion constant taken together permit 
the calculation of the molecular frictional ratio {f/fo)s according to the 
Perrin theory (c/. pp. 41--43 (21)), yielding a value of (///o)s of 1.76. On the 
assumption that the molecules resemble prolate ellipsoids, this figure corre- 
sponds to a ratio of major to minor axis (b/a) of 14.6, hydration being neg- 
lected (21). Substitution of the sedimentation constant and the diffusion 
constant in the Svedberg equation (Equation 3a (21)), with a value of 0.75 
(8) for the partial specific volume at 20°, yields a molecular weight of 
900,000.2 

In an effort to ascertain the particle size and shape of botulmal toxin 
directly, a few attempts were made to photograph a preparation shadowed 
with gold, by the use of the RCA electron microscope. Because of the small 
size of the toxin, relative to viruses and other biological substances usually 
studied in this apparatus, the results were inconclusive. It is hoped that 

2 The partial specific volume of chloroform-fractionated botulinal toxin calculated 
from the complete amino acid data is 0.736. This figure based on tentative values 
for the constituent amino acid molar volumes leads to a slightly lower molecular 
weight. (Cohn, E. J., and Edsall, J. T., Proteins, amino acids and peptides, Ameri- 
can Chemical Society monograph series, New York, 370-375 (194:3).) 



408 


CLOSTRIDIUM BOTULINUM TOXIN 


resort to the newer techniques for the production of metal shadow coatings^ 
with platinum or palladium on glass with subsequent replica stripping^ will 
yield more decisive results in the near future. 

Immunological Homogeneity 

In addition to meeting the physicochemical criteria of homogeneity 
in electrophoresis and diffusion and sedimenting with a single sharp bound- 
ary in the ultracentrifuge , botulinal toxin has proved to be homogeneous in 
immunological behavior, for both toxin and antitoxin are completely pre- 
cipitated in the equivalence zone (10). Moreover, quantitative comparison 
of the behavior in the precipitin reaction of batches of toxin prepared with 
and without chloroform shaking reveals no difference as a result of this 
treatment. When the ratio of antitoxin to toxin nitrogen in the precipitate 
in the zones of antibody excess and equivalence is plotted against the 
amount of toxin nitrogen added, according to the procedure of Heidel- 
berger and Kendall (22), the curves for toxin prepared by the two methods 
coincide (cf. Fig. 5). However, for both substances a curvilinear relation 
obtains, even when the ratio of antitoxin to toxin nitrogen is plotted against 
the square root of the added toxin concentration. Botulinal toxin thus 
differs in precipitin behavior from ordinary protein antigens which usually 
yield a linear relationship between the antibody to antigen ratio and the 
amount of added antigen. A more complete discussion of the charac- 
teristics of the botulinal toxin-antitoxin reaction will be published sepa- 
rately (10)* 


DISCUSSION 

Crystalline Clostridium botulinum type A toxin meets some of the usual 
criteria of protein purity, i.e, electrophoretic homogeneity, homogeneity 
in diffusion, sedimentation with a single boundary, and serological homo- 
geneity in the toxin-antitoxin reaction. However, the toxin fails to meet 
a more rigorous test of protein purity, namely sedimentation without bound- 
ary spreading greater than that solely attributable to normal diffusion. 
In addition, preliminary phase rule solubility studies indicated the presence 
of more than one component. The solubility studies were discontinued 
because surface denaturation of the toxin was readily brought about by the 
shaking methods used to achieve equilibrium. 

The apparent slight molecular inhomogeneity of botulinal toxin is attrib- 
uted to the marked lability of this protein rather than to the presence of 
foreign components. Even ordinary handling at room temperature readily 
induces surface denaturation of solutions, with the formation of opalescence 
or visible aggregates, requiring clarification by centrifuging at a low speed 
in the angle centrifuge prior to physicoQhemical study. SpontaiQOqs loss 
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of toxicity also occurs on long standing or at high dilution, necessitating 
the addition of protective agents at the extreme dilutions used in the esti- 
mation of biological potency. Rapid inactivation takes place in solutions 
above pH 7. 

The lability and protein nature of highly purified bacterial toxins so far 
studied appears to be a general phenomenon. Crystalline tetanal toxin, 
originally electrophoretically homogeneous and apparently a single sub- 
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Fig. 5. Composition of toxin-antitoxin precipitates in the zones of equivalence 
and antitoxin excess. Batch C was crystallized by the chloroform shaking method, 
Batch S-5, by a diiferent method without shaking with chloroform. 

stance serologically, undergoes spontaneous detoxification on standing at 
0° without loss in antitoxin-flocculating power but with marked alteration 
in phase rule solubility properties (23). Moreover, this toxin shows two 
components in the ultracentrifuge, one apparently an atoxic dimer. Diph- 
therial toxin is essentially homogeneous by molecular kinetic criteria (24) 
but is rapidly inactivated above pH 6.0 (5). It has been reported that 
electrophoretically isolated, electrically homogeneous, erythrogenic toxin 
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of scarlet fever is nearly homogeneous in the ultracentrifuge as judged by 
comparison of the actual and theoretical sedimentation curves (25). How- 
evei’j the diffusion constant used in the latter analysis was not obtained by 
special precise diffusion experiments as in this investigation, but rather was 
a mean value obtained by calculation from a series of the same sedimenta- 
tion curves. No bacterial toxin has yet been reported to exhibit a constant 
solubility. However, purified diphtheria toxoid does have a constant solu- 
bility and satisfies other criteria of protein purity (5). 

The molecular constants for crystalline botulinal toxins obtained in this 
investigation are in good agreement with those previously reported. Dif- 
fusion studies with the sintered glass disk technique afforded an estimate 
of about 1 million for the molecular weight (1). The minimum molecular 
weight calculated from amino acid analysis is approximately 45,000 (6), 
one-twentieth of the value, 900,000, determined by physical means and 
reported in this work. The molecular weight calculated by Kegcles (8) 
from diffusion and viscosity measurements, with the assumption that the 
toxin molecules approximate elongated ellipsoids, is 1,130,000. Using a 
different method the latter author obtained a diffusion constant for toxin 
prepared by the procedure of Lamanna et ah of Ao = 1.79 X 10“"^ cm.^ 
sec.-b in good agreement with our value of 1.87 X 10“^ cm.^ sec.“*^ (correc- 
tion made to 20®). However, for preparations made by the method of 
Abrams et aL, Kegeles found a mean value of Ao = 2.13 X 10-’^ cm.^ sec,""h 
Since the ultracentrifuge and diffusion data reported in our study were 
obtained only on chloroform-fractionated toxin, the identity of size and 
shape of the toxin prepared by the several methods has not yet been 
clearly established. 

Conclusions with regard to the apparent molecular shape of this protein 
must await further study. The frictional ratio derived from the sedimen- 
tation and diffusion constants in this investigation ((f//o)« = 1-76) is 
markedly greater than that obtained from viscosity measurements (8) and 
the assumption of an elongated ellipsoidal molecular model ((///o) = 1.45). 
In the latter study, fractions prepared by both methods were used in vis- 
cosity measurements, though one preparation subsequently proved to be 
electrophoretically inhomogeneous. Unless excessive hydration is assumed, 
neither value of the frictional ratio derived by these indirect physical 
methods is in accord with the report that electron micrographs of inactive 
formalin-treated toxin (toxoid) show particles nearly spherical in shape (11). 

No explanation for the extreme toxicity of this protein can be deduced 
either from its composition or from its physical properties. However, the 
finding of a high molecular weight for botulinal toxin compared to ‘other 
bacterial poisons poses two difficult problems: first, the explanation of the 
apparent absorption of the toxin through the gut in accidental botulism 
resulting from ingestion of spoiled foods; second, the elucidation of its mode 
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of action on administration by either the oral or intraperitoneal route. 
The singular oral toxicity of this protein is in accord with reports that it is 
relatively resistant to the proteolytic action of pepsin and trypsin (c/. 
(26)). 

The suggestion has been made that tetanal, botulinal, and diphtherial 
toxins may act by interfering with the synthesis of some essential enzyme, 
and some evidence has been presented indicating that diphtherial toxin 
perhaps blocks the S 3 nithesis of cytochrome b or some closely related en- 
zyme (26). However, botulinal toxin is far more potent than diphtherial 
toxin (26), and it may be calculated that on the basis of a molecular weight 
of 900,000 only 20,000,000 molecules are required to kill a mouse. This 
fact, together with the protein nature of the toxin, suggests that it may 
attain its potency indirectly by acting enzymatically to synthesize a cellular 
poison from some normal metabolite or otherwise break an indispensable 
link in some physiological reaction chain in nervous tissue. 

The authors are indebted to Dr. Hans Neurath of the Department of Bio- 
chemistry, Duke University School of Medicine, for making available to 
one of us the diffusion apparatus used in this study and to Dr. Gerson 
Kegeles, National Cancer Institute, for suggestions on the manuscript, 

SUMMARY 

1. Crystalline type A botulinal toxin is homogeneous in electrophoresis 
and in diffusion. 

2. The toxin sediments with a single sharp boundary in the ultracentii- 
fuge but with spreading somewhat greater than that attributable solely to 
diffusion. This behavior may indicate slight molecular heterogeneity 
attributable to the lability of this protein. 

3. The molecular weight obtained from sedimentation and diffusion data 
is 900,000; the apparent frictional ratio is 1.76. 

4. Quantitative precipitin studies indicate that botulinal toxin is sero- 
logically a single substance. The ratio of antibody to toxin in the pre- 
cipitates in the zones of antibody excess and equivalence is not linearly 
related to the amount of antigen added. 

5. Crystalline toxin prepared by several methods possesses identical 
electrophoretic and serological properties. 

6. Its extreme potency, high molecular weight, and protein nature suggest 
that botulinal toxin may be an enzyme. However, no explanation of the 
mode of its pharmacological action is afforded by these studies. 
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XANTHOMYCINS A AND B, NEW ANTIBIOTICS PRODUCED BY 
A SPECIES OF STREPTOMYCES^^ 
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(From, the Department of Biochemistry, College of Agriculture, University of Wisconsin, 

Madison) 
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Two new antibiotics have been obtained from culture filtrates of an un- 
identified species of Streptomyces, These antibiotics are of special interest 
because of their high potency and their extreme toxicity. Because they 
are yellow in color and are produced by a Streptomyces, they have been 
named xanthomycin A and xanthomycin B. 

The organism, designated Streptomyces 94, is one of a series isolated from 
oats, flax, and wheat. Because Streptomyces 94 had shown marked antago- 
nistic activity against both Gram-positive and Gram-negative bacteria in a 
preliminary agar streak test, it was chosen for further study. 

EXPERIMENTAL 

Antibiotic Production by Streptomyces 94 

Method of Assay — In the preliminary work on xanthomycin, a serial dilu- 
tion type of assay was used in which Staphylococcus aureus H was the test 
organism. The S. aureus H dilution unit was adopted as the standard unit 
for xanthomycin. It is defined as that amount of antibiotic material which, 
when dissolved in 1 ml. of 0.75 per cent peptone and 0.25 per cent yeast 
extract medium at pH 7.2, will just inhibit the growth of S. aureus H 
during an incubation period of 20 hours at 37° when the inoculum per 10 
ml, of medium is 1 drop of a 1 : 10 dilution of a 24 hour culture grown on the 
same medium. 

The dilution assay was very laborious and inconvenient. It was useful 
for the preliminary work on xanthomycin, but a more convenient turbidi- 
metric assay was developed for routine use. The medium for the turbidi- 
metric assay was peptone 0.5 per cent, beef extract 0.3 per cent, and yeast 
extract 0.3 per cent in distilled water, adjusted to pH 7.6 to 7.7 with NaOH. 
4 ml. of a culture of Staphylococcus aureus H grown on the same medium for 
16 to 20 hours at 37° were used to inoculate each 100 ml. of assay medium. 

A stock solution of partially purified xanthomycin was assayed against 
Staphylococcus aureus H by the dilution assay method and was found to con- 

* Published with the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. This investigation has been aided by grants from The Upjohn Com- 
pany, Kalamazoo, Michigan, and the Abbott Laboratories, North Chicago, Illinois, 

I Junior Research Fellow, National Institute of Health. 
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tain lOjOOO units per ml. This solution was stored in the refrigerator and 
its potency was checked frequently by the dilution assay method. For 
the turbidimetric assay this solution was diluted with sterile distilled water 
to contain 100 units per ml. For the standard curve 0.10, 0.08, 0.06, 0.04, 
and 0.02 ml. of a standard solution containing 100 units per ml. were 
pipetted in duplicate into a series of 18 X 150 mm. test-tubes. Similar 
quantities of a suitable dilution of the sample to be tested were pipetted 
into another series of tubes. 10 ml. of inoculated broth were pipetted into 
each tube with an automatic pipetting machine, and the tubes were then 



Fig, 1. Standard curve for xanthomycin turbidimetric assay 

incubated in a water bath at 37° for 3 hours. At the end of the incubation 
period, growth was stopped by steaming the tubes for 10 minutes, and 
turbidities were read on a Lumetron model 402E colorimeter equipped with 
a 6500 A broad band filter. A standard curve, obtained by plotting arbi- 
trary galvanometer readings against units of the antibiotic per tube, is 
shown in Fig. 1. Units per tube of the unknown sample were obtained 
from the standard curve. When several levels of an unknown sample fell 
within the range of the standard curve, the calculated potencies usually 
agreed within 5 per cent, and when a sample was assayed on successive 
days the results usually did not vary more than 5 to 7 per cent. 
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Fermentations in Shaken Flasks — The shaken flask technique was em- 
ployed in experiments designed to find a good medium for antibiotic pro- 
duction. Cotton-plugged 500 ml. Erlenmeyer flasks containing 100 mL 
of medium were autoclaved 30 to 40 minutes at 15 pounds of steam pressure 
and the cooled flasks were inoculated with a suspension of Streptomyces 
94 spores grown on 6 ounce bottle plates of the following medium: glu- 
cose 1 per cent, asparagine 0.05 per cent, K 2 HPO 4 0.05 per cent, agar 1.5 
per cent, and distilled water. 20 ml. of spore suspension were prepared 
from each bottle plate and 2 to 5 ml. were used to inoculate each flask of 
medium. The inoculated flasks were incubated at 25° on a reciprocating 
shaker (4 inch strokes, 90 to 100 per noinute), and samples were taken 
periodically for assay. 

Approximately twenty-five different media were tested. The best of 
those tried consisted of 1 per cent each of corn steep solids, soy bean meal, 
dextrin (No. 151 of Corn Products Refining Company), K2HPO4, and NaCl, 
and 0.1 per cent of CaCOs in tap water. Yields on this medium were 
5000 to 8000 units per ml. with the original culture. Maximum yields oc- 
curred in 4 to 5 days, after which the antibiotic concentration decreased 
rapidly if the fermentation was allowed to continue. When corn steep 
solids were omitted from the medium, good growth was obtained, but no 
antibiotic was produced. Peptone could be substituted for soy bean meal 
with good results, and lactose and glycerol were about as effective as dextrin. 

Isolation of Better Producing Strains of Streptomyces 94 — Streptomyces 94 
is susceptible to its own antibiotic. Therefore an attempt was made to 
obtain more resistant strains and also better producers of the antibiotic. 

Spores of strain 94 were plated out in glucose-asparagine agar contain- 
ing 6000 units of partially purified antibiotic per ml. Control plates that 
contained no antibiotics were included. The plates were incubated at 30° 
for 2 to 3 days after which time colonies were isolated. Spore germination 
was apparently inhibited by the antibiotic, since many more colonies ap- 
peared on the control plates than on the plates containing the antibiotic. 

The new strains were tested for antibiotic production in shaken flasks 
and the results are shown in Table I. Strain S-26 which was isolated from 
a control plate, did not produce any antibiotic. The other strains were all 
isolated from plates containing the antibiotic and gave yields that were 
3 to 4 times higher than those produced by the original culture. 

Fermentations in SO Liter Fermenters — ^The 30 liter fermenters described 
by Peterson (1) were used for producing xanthomycin for purification 
studies. 12 liters of medium were placed in a fermenter, 75 to 100 ml. of a 
2 per cent solution of octadecanol in lard oil were added as an antifoam, 
and the fermenter was autoclaved at 15 pounds of steam pressure for 105 
minutes. After cooling, each fermenter was inoculated with 500 to 700 
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ml. of vegetative inoculum of strain 94 which had been grown 3 days on a 
shaker at 25*^. Aeration was at the rate of 0.28 cubic feet per minute and 
the fermenters were stirred at the rate of 400 r.p.m. 

Some of the chemical changes occurring in 30 liter fermenters were stud™ 
ied. The medium was the same as that used in shaken flasks except that 
0.5 per cent of lactose was substituted for dextrin. Two of the new strains^ 
Nos. S-33 and V-285 were compared with the original culture. They pro* 
duced about 2.5 times as much of the antibiotic as the original strain. 
The chemical changes brought about by the three strains were very similar. 
The data for strain S-33 are presented in graphic form in Fig. 2. 

Table I 

Xanthomycin Production hy New Strains of Streptomyces 94 in Shaken Flasks 


Medium, corn steep solids 1 per cent, soy bean meal 1 per cent, K 2 HPO 4 1 per cent, 
NaCl 1 per cent, lactose 0.5 per cent, CaCOs 0.1 per cent, and tap water. 


Strain 

3 days 

3.5 days 

4 days 

4.5 days 

5 days 

5,5 days 

pH 

Units 
per ml. 

pH 

Units 
per ml. 

pH 

Units 
per ml. 

pH 

Units 
per ml. 

pH 

Units 
per ml. 

pH 

Units 
per ml. 

Original 

7.3 

0 

7.5 

1,380 

7.4 

2,450 

7.4 

4960 

7.8 

5530 

8.0 

<5000 


7.3 


7.5 

1,640 

7.4 

2,900 

7.5 

4820 

7.8 

6260 

8.0 

<5000 

94-S-26 

7.1 

0 

7.4 

0 

7.6 

0 

7.8 

0 






7.1 


7.4 

0 

7.6 

0 

7.8 

0 





94-S-28 

7.1 

4550 

7.4 

>10,000 

7.7 

12,300 

7.9 

4200 






7.1 


7.3 

>10,000 

1 7.6 

14,900 

7.9 

6500 

i 




94-V-28 

7.2 

>5000 

7.3 

>10,000 

7.520,400 

7.8 

7900 



1 



7.2 


7.4 

>10,000 

7.5 20,400 

7.8 

8400 





94-S-29 

7,1 

>5000 

7.4 

>10,000 

7.6 

14,900 

7.9 

5300 






7.1 


7.4 

>10,000 

7.6 

12,200 

7 . 9 ! 

4600 





94-S-33 

7.1' 

4100 

7.3 

>10,000 

7.5 

18,200 

7.8 

6300 






7.1 


7.3 

>10,000 

7.5 

18,300 

7.9 

6100 





94-V-33 

7.1 

1145 

7.4 

7,460 

7,4 

14,400 

7,7 

9300 






7.2 


7.2i 

7,800 

7.4 

15,700 

7.7 

8800 





94-V-34 

7.1 

>5000 

7.3; 

>10,000 

7.6 

17,100 

7.8 

6800 






7.1 


7.3i 

1 

>10,000 

7.6 

15,400 

7.8 

6000 






The antibiotic began to appear early in the fermentation and reached a 
maximum around 40 hours, after which it decreased rapidly. The pH in- 
creased early in the fermentation, dropped as the yield of the antibiotic 
approached its maximum, and then rose slightly throughout the rest of the 
fermentation. Sugar, calculated as lactose, declined throughout the fer- 
mentation. Total soluble nitrogen decreased from the time of inoculation 
to the time of maximum yield of the antibiotic; it then began to increase, 
apparently owing to autolysis. There was very little ammonia nitrogen 
in the medium at the time of inoculation and it disappeared in the first 60 
flours. 
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Analytical Methods — KjeldaM nitrogen was determined by the micro- 
method of Johnson (2) and ammonia nitrogen by the method of Gailey et 
aL (3)j except that the ammonia was removed by steam distillation rather 
than by aeration™ For lactose the samples were autoclaved at 120° for 
15 minutes in 0.75 N HCl, and reducing sugars were determined by the 
method of Shaffer and Somogyi (4). Reagent 50 with 5 gm. of KI per 
liter was used and the samples were heated in a boiling water bath for 25 
minutes. 

pH 

SUGAR AS LACTOSE, mg./ml ANTIBIOTIC, 

NITROGEN, mg. xIO/ttiL UNITS X \Q~7ml 



HOURS 

Fig. 2. Chemical changes in a Streptomyces 94 fermentation 
Purification of Xanthomycin 

Two major procedures were employed in concentrating xanthomycin. 
The active material in culture filtrates was first adsorbed on norit, from 
which it was eluted with 0.1 N HCl saturated with butanol. After con- 
centration of the eluate, the antibiotic was extracted into chloroform and 
then into acidified water. It could be precipitated from concentrated 
water extracts with picric acid or ammonium reineckate. 

Adsorption of Antibiotic on Norit and Elution — ^The mycelium was re- 
moved by filtration and after the pH of the culture filtrate was adjusted to 
7.5 to 8.0 with NaOH, 2 to 3 per cent of norit was added. Usually approx- 
imately 1 per cent of Celite 545 was also added to aid in filtration. Small 
batches were stirred for approximately 1 hour and were then filtered through 
a Biichner funnel Large batches were filtered through a filter press, and 
the filtrate was pumped through three additional times to insure good ad- 
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sorption « Generally 75 to 95 per cent of the active material was adsorbed 
on the norit. 

The norit was washed with a volume of water saturated with butanol 
equal to one-third the volume of original culture filtrate* This removed 
much inactive material and only little of the antibiotic. The operation 
was conveniently carried out in the filter press by merely pumping the so- 
lution through after the norit had been collected in the press. 

The antibiotic was eluted from the norit with 0.1 n HCl saturated with 
butanol. This was accomplished with small batches by suspending the 
norit in the eluent and stirring for 30 minutes. For large batches the elu- 
ent was usually divided into two portions and each portion was pumped 


Table II 

Concentration of Xanthornycin by Norit Adsorption and Elution 



d 

i 








S3 g 

Volume 


Potency 

Adsorbed 










« ! 









i 


units 






t. 

units 
per ml. 

per mg. 
(dry 

total units 1 

units 

per cent 




weight) 

i 



Adsorption, cul- 

1 

11.9 

8,155 

315 

97 , 073 , 000 ’ 

90,528,000 

93 

ture filtrate 

2 

33,0 

5,480 

180 

180,840,000 

142,890,000 

79 


1 





Recovery from 
norit 

Purification 
(dry weight 
basis) 







per cent 


Elution,* norit 

1 

5.0 

16,090 

945 

80,450,000 

89 

3-foId 

eluate 

2 

20.0 

6,310 

980 

126,200,000 

88 i 

5.4-fold 


* The eluent was 0.1 n HCI saturated with butanol. The procedure for Experi' 
ment 1 was carried out with the usual laboratory apparatus, while a filter press was 
used for adsorbing and eluting in Experiment 2. 


twice through the norit in the filter press. Usually 80 to 90 per cent of the 
antibiotic was eluted with a volume of eluent equal to one-half that of the 
original culture filtrate. This adsorption and elution procedure resulted 
in a 3- to 5-fold purification based on units per mg. of dry weight. Data 
for adsorption and elution of both a small and a large batch are summarised 
in Table II. 

Extraction with Chloroform — ^The amount of the antibiotic extractable 
from aqueous solution with solvents increased as the pH was raised from 
2 to 8. Chloroform and butanol were the best solvents of those tried; less 
effective solvents were ethyl acetate, amyl acetate, and ether. 

The eluate containing the active material was concentrated by distillation 
in vacuo to a small volume (500 to 2000 ml., depending on the size of the 
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batch and the solids content). The pH was adjusted to 7.0 to 7.5 with 
NaOH, precipitated material was removed by centrifugation, and the con- 
centrate was extracted with 2 to 3 equal volumes of chloroform. From the 
combined chloroform extracts, the active material was extracted into a 
small volume of water acidified to pH 2 or lower. 

This extraction process brought about a 40- to 60-fold increase in purity 
of the antibiotic. If the water-chloroform- water extraction process was 
repeated, the purity of the antibiotic was usually increased a few fold. 
Data from a typical experiment are shown in Table III. 

Preci'pitation of Active Material with Picric Acid and Ammonium Reineck- 
ate — ^After the water extract had been concentrated to a small volume (50 
ml. or less) by distillation in vacuo, a saturated solution of picric acid in alco- 
hol or ammonium reineckate in water was added drop by drop until a pre- 

Table III 


Concentration of Xanihomycin by Extraction with Chloroform and Precipitation with 

Picric Acid 


Fraction 

Quantity 

Potency 

Recov- 

ery 

Purification 
(dry weight 
basis) 


ml. 

wiits 
per ml. 

units 
per mg. 

total units 

per cent 


1. Norit eluate 

3010 

20,170 

980 

60,711,700 



2. Water-chloroform- 

212 

268,500 

42,620 

58,816,000 

97 

44-fold 

water concentrate 







3. Treatment in Frac- 

225 

275,500 

58,620 

61,875,500 

102 

60-fold 

tion 2 repeated 

mg. 






4. Picrate prepared from 

163.2 


293,500 

47,899,200 

79 

300-foId 

Fraction 3 








cipitate no longer formed. The use of either precipitant resulted in a 5- to 
6-fold increase in purity. The purest reineckate obtained from aqueous 
concentrates prepared by the above extraction procedure had a potency of 
264,000 units per mg., and the purest picrate had a potency of 293,500 units 
per mg. (Table III). Attempts to crystallize the derivatives which were 
of this order of potency were unsuccessful. However, it was possible to 
obtain a crystalline reineckate after the aqueous concentrate had been 
purified further by counter-current distribution as described below. 

Purification by Counter-Current Distribution — The Craig (5, 6) technique 
of counter-current distribution was employed in purifying the active mate- 
rial further and separating its various components. As a preliminary ex- 
periment, the distribution of the antibiotic (hydrochloride) between chloro- 
form and buffer at various levels of pH was determined. The distribution 
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coefficients are given in Table IV. At pH 2.0 the antibiotic was practically 
all retained in the buffer phase, while at pH 8.0 over 90 per cent was ex- 
tracted into the chloroform. 

The distribution pattern obtained for an aqueous concentrate of the 
hydrochloride of the antibiotic in the Craig apparatus is shown in Fig. 3. 
Chloroform and 0.1 m phosphate buffer at pH 4.40 were the two phases. 
The lower portion of each tube in the Craig apparatus was filled with 
chloroform saturated with the buffer, and an equal volume, 8 ml, of buffer 
saturated with chloroform was added to the upper portions of Tubes 1 to 
24. To the upper portion of Tube 0 were added 8 ml, (500,000 units) of a 
solution of the antibiotic in buffer saturated with chloroform. The appa- 
ratus was inverted thirty times and after the layers had separated the upper 


Table IV 

Distribution of Xanthomycin* between Equal Volumes of Chloroform and OM 
M Phosphate-Citrate Buffer 


pH 

Distribution coejSicientj 
chloroform 
buffer 

2.0 

0.02 

3.0 

0.2 

4.0 

0.6 

5.1 

3.0 

6,0 

6.2 

7.2 

8.1 

8,0 

11.2 


The material used in this experiment was a mixture of approximately 90 per cent 
of xanthomycin A, 10 per cent of xanthomycin B, and 0,1 per cent of the third com- 
ponent as shown later by counter-current distribution studies. 


part of the apparatus was rotated one stage. This was repeated for twenty- 
four transfers. After the twenty-fourth transfer the buffer layer of each 
tube was acidified to pH 1.0 with concentrated HCl and the apparatus was 
again inverted a few times to extract the antibiotic into the buffer phase. 
Samples of the buffer layer were then withdrawn for assay. 

The pattern (Fig. 3) shows that the material consisted of at least three 
antibiotic components. Similar patterns were always obtained for anti- 
biotic concentrates. The main component, represented by the second peak, 
was named xanthomycin A, and it made up 65 to 90 per cent of the total 
antibiotic. The component represented by the first peak was named 
xanthomycin B and it ranged from 10 to 35 per cent of the total. The mate- 
rial which occurred in Tubes 23 and 24 never amounted to more than 1 per 
cent of the total. It was not named and no further work was done on it. 
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An antibiotic concentrate containing 290 million units in 60 uiL of aque- 
ous solution was run through the Craig apparatus, 8 ml. at a time. The 
volume of the concentrate was not reduced further because the use of more 
concentrated solutions resulted in difficulties with emulsions. Chloroform 
and 0.6 m phosphate buffer at pH 4.40 were the two phases. After each 
8 ml. portion was distributed in the apparatus, the contents of each tube 
were withdrawn and separated. The antibiotic from each chloroform 
portion was then extracted into an equal volume of 0.05 m phosphoric 
acid. All the fractions from the chloroform layer and all those from the 



Fig. 3. Distribution pattern for a xanthomycin concentrate (chloroform -0.1 m 
phosphate system, pH 4.40). 

buffer layer were kept separate. Corresponding fractions from each of the 
distributions were combined for assays and nitrogen determinations. The 
results are shown in Table V. Approximately 15 per cent of the total 
antibiotic material was present in the first peak, Tubes 0 to 6, approximately 
85 per cent was present in the second peak, Tubes 7 to 23, and only 0.5 per 
cent was represented by the third component in Tube 24. The nitrogen 
figures show that nitrogen-containing impurities did not follow the same 
distribution pattern as the antibiotic. The nitrogen figures are not abso- 
lute values but are only relative because not all the nitrogen in the anti- 
biotic appeared as Kjeldahl nitrogen, 




422 


XANTHOMYCINS A AND B 


Preparation 'of 'Crystalline Reineckate of Xanthomycin ^1— Tlie fractions 
from the chloroform laj^ers of Tubes 10 to 19 (Table V) were combined for 
preparation of the reineckate of xanthomycin A, A sample of the com- 
bined fractions was rim through the Craig apparatus to test for antibiotic 
homogeneity. Chloroform and 0.3 m phosphate buffer at pH 4.25 were 


Table V 


Craig Counter -Current Distribution Studies on Xanthomycin^ 


Tube No. 

Cblorofomi layer 

Buffer layer 

Nitrogen 

Antibiotic 

Nitrogen 

Antibiotic 


7 per ml. 

uniis per ml. 

mils per 7 N 

7 per ml. 

mits per ml. 

mils per y N 

0 


6,800 



229,000 


1 


10,300 



233,000 


2 


13,500 



122,000 


3 


17,100 



60,000 


4 


18,900 



33,000 


5 


34,900 



22,000 


6 


41,800 



24,000 


7 


54,000 



29,000 


8 

10.6 

70,100 

6,610 


39,000 


9 


95,900 



45,400 


10 

13.7 

122,000 

8,910 

15.0 

70,000 

4650 

11 


158,000 


14.5 

91,000 

6250 

12 

23.0 

217,000 

9,430 

17.3 

126,000 

7300 

13 


261,000 


20.2 

162,500 

8050 

14 

31.0 

336,000 

10,800 

25.5 

200,000 

7850 

15 

1 

409,000 


31.8 

245,000 

7700 

16 

32.4 

410,000 

12,600 

24.8 

222,000 

8950 

17 


371,000 


25.1 

197,000 

7850 

18 

25.7 

281,000 

10,900 

17.7 

137,000 

7750 

19 


156,000 


11.8 

76,000 ‘ 

6450 

20 

17.2 

88,000 

5,120 


38,000 


21 

14,0 

33,400 

2,390 


16,000 


22 


11,100 



4,800 


23 


9,800 



2,000 


24 


21,800 



2,400 



Original sample, 4720 units per microgram of N. 

The two phases were chloroform and 0.6 M phosphate buffer, pH 4.40, 


the two phases. The distribution pattern is shown in Fig. 4; there was 
only approximately 0.2 per cent of xanthomycin B present in the material. 

The remainder of the combined fractions was used to prepare the reineck- 
ate as follows: The yellow aqueous solution was concentrated to 50 ml. and 
a saturated solution of ammonium reineckate in water was added drop by 
drop until a precipitate no longer formed. The precipitate which was 



C« B. THORNE AND W. H. BETERSON 423 

partially crystalline was collected and dried. It weighed 170 mg. and had 
a potency of 383,000 units per mg. The reineckate was recrystailized by 
dissolving it in a minimum amount of 95 per cent ethanol at 50° and allow- 
ing the solution to cool slowly. The recrystailized product was in the form 
of needles and its potency was 460,000 units per mg. After a second reerys- 
tallization the potency had increased to 490,000 units per mg. and it was 
not changed by a third recrystallization. The final yield was 70 mg. of 
long orange needles, m.p. 165-170° (decomposition). It was quite insoluble 
in cold water, soluble in warm methanol, and very soluble in acetone. 



Fig. 4. Distribution pattern for xanthomycin A hydrochloride (chloroform-0.3 m 
phosphate system, pH 4.25).' 

Chemical analysis (Clark Microanalytical Laboratory) gave the following 
figures: 

C38H57Ni20i3S4Cr. Calculated. C 42.64, H 5.37, N 15.70, S 11 .98 
Found. “ 42.68, 5.40, 15.43, “ 12.10 

The calculated equivalent weight of the antibiotic based on the sulfur con- 
tent of the Reinecke ion, which made up 30 per cent of the total weight of 
the reineckate, is 742, Results of diffusion rate determinations on xantho- 
mycin A hydrochloride by the method of McBain and Liu (7) indicate that 
the molecular weight is the same as the equivalent weight. 
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Another reineckate preparation of xantliomycin A was made in the same 
manner from the buffer fractions of Tubes 11 to 19 (Table V). After two 
recrystallizations from ethanol it had a potency of 490,000 units per mg. and 
was apparently identical with the first preparation. 

Regeneration of Xanthomycin A Hydrochloride from Crystalline Reineckate 
— ^A 20.2 mg. sample of crystalline reineckate of xanthornycin A was dis- 
solved in 1 mL of methanol warmed to 50^^. A drop of concentrated HCl 
was added and the hydrochloride was precipitated by pouring 25 ml. of 
anhydrous ether into the methanol solution. The precipitate was removed 
by centrifugation and was dissolved in a few drops of anhydrous methanol, 
from which it was again precipitated by the addition of anhydrous ether. 
It was then filtered, washed with anhydrous ether, and dried in a vacuum 
desiccator, 13 mg. of the hydrochloride with a potency of 565,000 units 
per mg. were thus obtained. The calculated potency of the hydrochloride, 
based on the potency and composition of the reineckate, is approximately 
670,000 units per mg. The discrepancy between the calculated and ob- 
served potencies cannot be entirely explained. Although the discrepancy 
may be attributed in part to assay error, it suggests that there was a 
loss in activity upon regenerating the hydrochloride from the reineckate. 

Xanthornycin A hydrochloride was a yellow amorphous material very 
soluble in water and methanol. It gave negative Sakaguchi, Molisch, 
ninhydrin, and ferric chloride tests. The nitroprusside test for sulfur on a 
sample fused with sodium was negative. 

An absorption curve for the hydrochloride of xanthornycin A, read on a 
Beckman quartz spectrophotometer, is shown in Fig. 5. The curve shows 
two maxima, with the first at 264 to 267 m/x and the second at 325 to 327 mju. 

Siability of Xanthornycin — The results of stability tests on xanthornycin 
are shown in Table VI. The antibiotic was stable in acid solution and 
unstable at pH 6.0. There was no loss of activity when the antibiotic stood 
in 3 N HCl at room temperature for 1 hour. When the solutions were 
heated in a boiling water bath for 25 minutes, there was a 90 per cent loss 
of activity at pH 6,0 and only 14 per cent loss at pH 1.0. 

Comparison of Xanthomycins A and B — ^A crystalline derivative of xan- 
thorny cin B was not obtained. The most pure px'eparations were yellow 
and had solubility properties similar to those of xanthornycin A. Picrates 
of xanthomycins A and B had similar bacterial spectra and were of equal 
toxicity to mice. 

Bacterial Spectrum of Xanthornycin — K serial dilution type of assay was 
used in determining the bacterial spectrum of xanthornycin. The medium 
was 0.75 per cent peptone and 0.25 per cent yeast extract in distilled water, 
adjusted to pH 7.2 with NaOH. The test organisms were grown on the 
same medium for 24 hours and 1 drop of a 1: 10 dilution of the cultures was 
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Fig. 5. Absorption spectrum, of xanthomycin A hydrochloride (concentration, 
4.5 mg. per 100 ml. of water). 


Table VI 

Stability of Xanthomycin'^ 


Treatment 

Activity lost 

rkT? 0 Krttlinor wn.t.Ar hii.t.h . 2.^ min 

per cent 

90 

2.0, 

1.0, 

1 N HCl, 

2 

a a 25 


30 

“ 25 

it 

14 

« “ 25 

it 

23 

“ '' 25 

it 

27 

3 “ 

25 

tt 

45 

J (C it 

room temperature, 60 

“ a 60 

t£ 

0 

2 

tt 

0 

3 “ “ 

u 60 

it 

0 




The material tested was a mixture of approximately 90 per cent of xanthomycin 
A, 10 per cent of xanthomycin B, and 0.1 per cent of the third component. 


used to inoculate each assay tube containing 9 to 10 ml. of the medium. 

After the tubes had been incubated for 16 to 20 hours, the highest dilution 
of the sample causing complete inhibition of growth as estimated by visual 
inspection was recorded. 
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Table VII 

Aniibaclerial Activity of Xanthomycin A Hydrochloride and Actinomyctn 


Organism 

Highest dilution of inhibition* 

Actinomycin. 

Xanthomycin A hydrochloride 

S, aureus H , 

1:2.9 X 10' (1:4.3 X 10') 
1:2.9 X 10' (1:4.3 X 10') 
1:3.0 X 10< (1:6.0 X 10‘) 
1:3.0 X 10< (1:6.0 X W) 

1:5.76 X 10* (1:6.05 X 10*) 
1:1.53 X 10* (1:3.0 X 10*) 
1:3.0 X 10* (1:6.0 X 10*) 
1:6.0 X 10* (1:9.0 X 10“) 

B . subtilis II 

E, coll H-52 

S» marcescens 



* The figures in parentheses are the next highest dilutions at which growth oc- 
curred. 


Table VIII 


Bacterial Spectrum of Picrate of Xanthomycin (^93 ^WO Units per Mg.) 


Organism 


Highest dilution of inhibition'*’ 


Staphylococcus aureus H 

1 

3.0 

X 

108 

(1 

4.0 

X 

108) 

albas 

1 

2.4 

X 

10® 

(1 

3.2 

X 

10®) 

Micrococcus subcitreus 

1 

2.4 

X 

108 

(1 

2.8 

X 

108) 

“ jlavescens 

1 

2.0 

X 

108 

(1 

2.4 

X 

108) 

Escherichia coli H-52 

1 

2.4 

X 

10“ 

(1 

4.0 

X 

106) 

Proteus vulgaris 

1 

2.4 

X 

10« 

(1 

2.8 

X 

10“) 

Serratia marcescens 

1 

4.0 

X 

10® 

(1 

8.0 

X 

106) 

Aerobacter aerogenes 

1 

4.0 

X 

106 

(1 

4.0 

X 

10') 

Salm inclla gallinarum 

1 

2.4 

X 

10® 

(1 

4.0 

X 

10“) 

Alcaligenes viscosus 

1 

4.0 

X 

107 

(1 

8.0 

X 

107) 

Sarcina lutea 

1 

4.0 

X 

107 

(1 

6.0 

X 

10') 

Bacillus siiblilis I 

1 

2.4 

X 

108 

(1 

2.8 

X 

108) 

mtjeoides 

1 

2.8 

X 

107 

(1 

3.2 

X 

107) 

mesenlericus 

1 

4.0 

X 

106 

(1 

8.0 

X 

106) 

megalherium 

1 

4.0 

X 

106 

(1 : 

4.0 

X 

107) 

cereus 

1 

2.4 

X 

106 

(1 : 

2.8 

X 

106) 

“ niger 

1 

2.0 

X 

108 

(1 

2.5 

X 

108) 

brevis 

1 

4.0 

X 

106 

(1 

4.0 

X 

107) 

** albolactis 

1 

4.0 

X 

106 

(1 

4.0 

X 

106) 

** graveolens 

1 

4.0 

X 

106 

(1 

4.0 

X 

106) 

fusiformis 

1 

8.0 

X 

107 

(1 

1.2 

X 

108) 

vulgaius 

1 

2.0 

X 

107 

(1 

4.0 

X 

107) 

subniger 

1 

4.0 

X 

107 

(1 

8.0 

X 

107) 

Mycohacterum tuberculosis (avian) 

1 

: 2000 






(BCG) 

1 

: 2000 






(TB-1) 

1 

: 2000 







* The figures in parentheses are the next highest dilutions at which growth oc- 
curred. 

The hydrochloride of xanthomycin A, regenerated from the crystalline 
reineckate, and crystalline actinomycin were compared as to their activities 
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against four organisms^ The results are shown in Table VII. Against 
Staphylococcus aureus H xanthomycin A was 19 times as active as actino- 
mycin and against Escherichia coli it was 100 times as active. 

A picrate which was prepared from some antibiotic material that had 
not been separated into its components and which had a potency of 293,500 
units per mg. was tested against twenty-six organisms. The results are 
shown in Table VIII. The organisms included seventeen species of Gram- 
positive bacilli and micrococci, six Gram-negative species, and three strains 
of Mycobacterium tuberculosis. The antibiotic was particularly active 
against the micrococci ; the effective dilutions for inhibiting growth ranged 
from 1:2.0 X 10^ for Micrococcus flavescens to 1: 2.4 X 10® for Staphylococ- 
cus albus. Gram-positive bacilli were inhibited at dilutions ranging from 
1:4.0 X 10^ for Bacillus graveolens to 1:2A X 10® for Bacillus subtilis I. 
The material was effective against Gram-negative organisms at dilutions 


Table IX 

Intravenous Toxicity of Xanthomycin A Hydrochloride to Mice^ 


No. of mice 

Amount iniected 

Total No. dead at 

No. of 
survivors 



24 hrs. 

48 hrs. 

72 hrs. 

4 

units 

14,460 

7 

25.6 

2 

4 

4 

0 

6 

7,232 

12.8 

1 

4 

5 

1 

8 

3,616 

6.4 

1 

6 

6 

2 

6 

1,808 

3.2 

0 

3 

3 

3 

3 

904 

1.6 

0 

0 

0 

3 


Each of the mice weighed approximately 20 gm. 


ranging from 1 : 2.4 X 10® for Escherichia coli to 1 : 4.0 X 10® for Serratia 
marcescens. The strains of Mycobacterium tuberculosis were not inhibited 
at dilutions as low as 1:2000. 

Toxicity of Xanthomycin to Mice — ^The results of mouse toxicity tests on 
xanthomycin A hydrochloride regenerated from the crystalline reineckate 
are shown in Table IX. As little as 3.2 7 or 1808 units per 20 gm, mouse 
was toxic. The purest preparation of xanthomycin B was equally toxic 
when doses were expressed on the basis of units of antibiotic. 

Observed symptoms usually included labored breathing, lethargy, ano- 
rexia, and muscular spasms. Autopsies revealed normal organs with the 
exception of hemorrhagic lungs. 


SUMIiflAEY 

Two new antibiotics have been obtained from culture filtrates of an 
unidentified species of Streptomyces, The two appear to be very similar 
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and because of their yellow color and source they were named xanthomycin 
A and xanthomycin B. Xanthomycin A. was obtained in the form of a 
crystalline reineckate, but xanthomycin B did not yield a crystalline deriva™ 
tive. Both of the antibiotics are solvent-soluble basic compounds active 
against Gram-positive and Gram-negative oi’ganisms, and both are ex- 
tremely toxic to mice. Xanthomycin A hydrochloride, regenerated from 
the crystalline reineckate, was toxic in amounts as low as 3.2 7 per 20 gm. 
mouse. 

The authors are indebted to ProfessorBlizabeth McCoy and her research 
assistants, F. E. Hanson, who isolated the culture, and Barbara Sargeant 
Mary A. Roberts, and A. P. Saunders, who determined the toxicity of 
xanthomycin to mice. They also wish to acknowledge the assistance oj 

H. E. Arkens in some of the experimental work and to thank Dr. S. A 
Waksman for a sample of actinomycin. 
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FURTHER OBSERVATIONS ON THE LIPOTROPIC NEED FOR 

INOSITOL 

By M. L. MacFARLAND and E. W. McHENRY 

{From the Department of Public Health Nutrition^ School of Hygiene^ UniversUy of 

TorontOf Toronto, Canada) 

(Received for publication, July 15, 1948) 

Inositol was originally shown to be a lipotropic agent in rats maintained 
under special conditions (1); the animals were depleted of fat and of B vita- 
mins by maintenance for 3 weeks on a fat-free, high carbohydrate diet, 
and during a subsequent week fat synthesis was promoted by a supple- 
ment of B vitamins and a beef liver fraction. Under these conditions the 
rats developed markedly fatty livers containing large amounts of cholesterol. 
These fatty livers were produced despite the provision of choline, both in 
the liver fraction and as a supplement. The accumulation of fat and 
cholesterol in the liver was prevented by administration of inositol The 
lipotropic action of inositol in rats has been confirmed by Engel (2), by 
Forbes (3), and by Handler (4), and has been demonstrated in humans by 
Abels et al, (5). 

Several explanations of the production of fatty livers resistant to choline 
but responsive to inositol have been offered. In early work in this labora- 
tory, crude preparations of biotin appeared to be equivalent to the beef 
liver fraction in producing the effect; the term ‘'biotin fatty liver” was used 
to describe the fatty liver responsive to inositol. Subsequent investigation 
with pure biotin showed that this concept was erroneous (6) ; the biotin 
explanation has been fully criticized by Best et al, (7). In several studies 
in our laboratory, attempts were made to define further the dietary condi- 
tions necessary to cause fatty livers characterized by a high cholesterol 
content (resulting from synthesis) and by resistance to choline. By means 
of the same basal regimen, it was found that, when thiamine was the only 
supplement, the fatty livers were completely responsive to choline (8). 
With the addition of the other B vitamins increasing resistance to choline 
and responsiveness to inositol were observed (8); the full effect was secured 
only when beef liver fraction was furnished (6). Handler (4) concluded 
that the beef liver fraction could be replaced by biotin plus folic acid and 
has also stated that the effect was due to a stimulation of food consumption. 

In this paper further efforts to explain the production of fatty livers 
showing resistance to choline and responsiveness to inositol are reported. 
While it was found that the beef liver fraction could be partially fraction- 
ated, further work along this line appeared to be unnecessary because of 
results obtained with pure substances. 
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Methods 

The rats used were Wistar strain animals of both sexes reared in the 
colony of the Connaught Medical Research Laboratories. After attaining 
an average weight of 90 to 100 gm., they were provided with a fat-free j 
high carbohydrate diet containing no source of B vitamins (9). At the end 
of 3 weekSj having decreased in body weight by approximately one-thirdj 
the animals were divided into strictly comparable groups of generally ten 
rats, except in some cases when nine were used. During the subsequent 
week, various supplements were administered to different groups. Each 
rat was given the basal B vitamin supplement daily by subcutaneous in- 
jection and received the following amounts: thiamine hydrochloride 25 7 , 
riboflavin 25 7 , pyridoxine hydrochloride 40 7 , calcium pantothenate 
100 7 , p-aminobenzoic acid 100 7 , and nicotinic acid 100 7 . The additional 
supplements under investigation were provided orally, mixed with the food, 
and the dosages were as follows: choline 20 mg., inositol 25 mg., folic acid 
5 7 , biotin 5 7 . When abnormal quantities of B vitamins were given, the 
following amounts were provided in the food in addition to the injected 
basal amounts: thiamine 75 7 , riboflavin 430 7 , calcium pantothenate 2.4 
mg., and nicotinic acid 6.5 mg. 

The beef liver fraction, similar to that used previously (10), was obtained 
from the Connaught Medical Research Laboratories and the procedure of 
Hutchings et aL (11) was adopted in the preparation of norit eluate frac- 
tions from it. Crude liver fraction was diluted, adsorption on Pfanstiehl 
norit A was carried out at pH 3.0, and after washing the norit with 50 per 
cent ethanol, it was eluated twice at 70^^ with ammonia-ethanol solution. 
The combined eluates were finally concentrated in vacuo to the original 
volume of the liver fraction. The filtrate obtained after separation of the 
norit was neutralized and concentrated to appropriate volume. The daily 
dosage of these preparations was 2 cc. per rat. 

At the end of the test week each animal received an intraperitoneal in- 
jection of nembutal, the livers were removed, and the crude fatty acids of 
the livers and carcasses were determined by methods described in previous 
publications (9, 12 ). In all cases, analyses were made on the pooled livers 
and pooled carcasses for each group. The total cholesterol content of the 
petroleum ether extracts was estimated by a modification of the procedure 
of Schoenheimer and Sperry (13). Data for carcass fats are not included 
in the reported results because they are not pertinent to the discussion. 
All data for liver lipides are results obtained by the analysis of tissues pooled 
for each group of animals. The figures presented have been selected as 
typical from a much larger series of similar observations. 
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Results 

Typical effects on liver lipides caused by feeding various beef liver prep- 
arations in one of several experimental series are given in Table I. Atten- 
tion is drawn to the characteristic effect of the liver fraction in causing livers 
high in fat and in cholesterol despite the supply of choline, both in the 
fraction and as an additional supplement. Throughout these studies, the 
criterion of potency has been the ability to produce fatty livers rich in 
cholesterol when choline was supplied. It is apparent that the eluate 
fraction exhibited effects very similar to those obtained when the original 


Table I 

Effects of Beef Liver Fractions, Biotin, Folic Acid, and Abnormal A?t)ounts of 
B Vitamins on Rat Liver Lipides 


Supplements 

Liver 

Crude fatty acids j 

Cholesterol 


mg. 

per cent 

1 

per cent of 
Group I* 

mg. 

per cent 

per cent of 
Group 1* 

Original liver fraction, choline 

2170 

21.1 

100 

j 125 

1.21 

100 

(Group I) 

Original liver fraction, choline, 

456 

5.8 

21 

25 

0.33 

20 

inositol 

Liver eluate, choline 

2078 

25.3 

96 

93 

1.14 

74 

filtrate, choline 

1170 1 

15.6 

54 

63 

0.84 

50 

Folic acid, choline 

635 

11.1 

29 

26 

0.46 

21 

“ biotin, choline 

993 

14.8 

46 

41 

0.61 

33 

Additional B vitamins, choline 

1303 

18.3 

60 

49 

0.70 

39 

“ biotin, folic 

2185 

25,7 

101 

94 

1.10 

■ 75 

acid, choline 

Additional B vitamins, biotin, folic 

546 

9.1 

25 

28 

0.47 

22 

acid, choline, inositol 








* Values in these columns are calculated by the equation, 

Average weight of liver fatty acids or cholesterol in particular group ^ 
Average weight of liver fatty acids or cholesterol in Group I 


material was provided. The filtrate preparation contained some activity 
and it is obvious that adsorption had not caused complete fractionation. 
The activity of inositol, particularly on liver cholesterol, is clearly evident. 

Since Handler had reported (4) the joint efficacy of biotin and folic acid 
in simulating the action of the liver fraction, the effects of feeding this 
combination were examined. The results of a typical experiment in this 
series are reported in Table I. 

It is clear that the administration of folic acid as sole replacement for 
liver fraction did not result in the development of fatty livers with the 
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characteristics of the “liver fraction fatty liver The lipide accumula- 
tion obtained when biotin and folic acid 'were both provided with choline 
did not contain as much fat nor as high a proportion of cholesterol as was 
obtained with the use of liver fractions. The present evidence does not 
substantiate Handler’s conclusion (4) that the action of liver fraction in 
these experiments can be duplicated by administering biotin and folic acid 
without other additional measures. 

Although the basal B vitamin supplement would be expected to be 
adequate under most conditions, it seemed reasonable to investigate the 
possibility that the additional quantities of vitamins provided by the liver 
fraction were related to the effects obtained. Consequently, the activity 
of further dietary supplements (equivalent to the vitamin content of the 

Table II 


Effects of Restricted Food Intake on Liver Lipides 


Group 

No. 

Supplements* in addition to 
basal B vitamins 

Weight 
gain 
in test 
week 

Food 

consump- 

tion 

Weight 

Liver 

Crude fatty 
acids 

Cholesterol 




gm. per 






sm. 

rat per 

gm. 

mg. per cent 

mg. per cent 




day oj test 




1 

Biotin, folic acid, 

30 

10.8 

7.1 

1073 15.1 

43.6 0.61 


choline 






2 

Biotin, folic acid, addi- 

26 

10.2 1 

7.6 

1675 22.2 

81.0 1.07 


tional B vitamins, 







choline 1 






3 

it it 

38 

12.1 

9.5 

2335 24.6 

117.5 1.24 


* The animals were fed ad libitum with the exception of the members of Group 2; 
they were permitted only as much food as the members of Group 1 on the correspond- 
ing day of the test. 


liver preparation and given in detail under “Methods”) of thiamine, ribo- 
flavin, calcium pantothenate, and nicotinic acid were tried. The results, 
reported in Table I, show that feeding of additional amounts of these four 
factors failed to produce the same effects as the liver preparations, although 
the quantity of fatty acids was more similar than with other supplements. 
However, when biotin and folic acid, as well as additional thiamine, ribo- 
flavin, pantothenate, and nicotinic acid were provided, the liver lipide re- 
sponses were very similar to those observed subsequent to liver supple- 
mentation. The results of one of five similar experiments are reported in 
Table I. Even with generous provision of choline, fatty livers containing 
a high proportion of cholesterol were obtained. The final line in Table I 
shows the lipotropic effect of inositol on the fatty liver produced by giving 
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biotin and folic acid in conjunction with abnormal amounts of other B 
vitamins. 

Under the special conditions of our experiments, the animals exhibit a 
distinct need for dietary inositol for lipotropic purposes. Because Handler 
(4) has suggested that this augmented need for inositol is related to tem- 
porary stimulation of food consumption, an experiment was carried out in 
which the animals receiving biotin, folic acid, and the additional quantities 
of the other B vitamins were given only as much food as animals develop- 
ing fatty livers which were much more responsive to choline; that is, animals 
without the augmented amounts of B vitamins. The results are described 
in Table II, A comparison of Groups 1 and 2, which had approximately 
the same amount of food, indicates that restriction of food consumption in 
Group 2 did not eliminate the effects of the additional vitamin factors on 
the liver lipides, but it is evident that food intake also had an effect in 
producing the high cholesterol fatty liver resistant to choline. 

DISCUSSION 

Under the conditions of our experiments, fatty livers are produced in a 
few days by the rapid synthesis of fat, presumably from carbohydrate. 
When thiamine is the only B vitamin supplement, the liver fat can be 
maintained at a normal level by supplying one lipotropic agent, choline 
(8). The addition of other B vitamins causes fatty livers which are not 
completely responsive to choline but which are amenable to choline and 
inositol. The most marked resistance to choline was observed previously 
(10) when a beef liver fraction was added to the vitamin supplements; this 
observation was made when pure biotin and folic acid were not available. 
The hypothesis that the liver fraction was active because of its biotin con- 
tent was found to be untenable (5). The suggestion of Handler (4) that 
biotin and folic acid, given with customary amounts of other B vitamins, 
will simulate the liver fraction has not been confirmed by us. The question 
as to whether the activity of the liver fraction is due to an unidentified 
constituent or to its supply of extra amounts of a number of B vitamins 
appears to have been settled in favor of the latter explanation and further 
fractionation of the liver preparation seems unnecessary. All of our obser- 
vations indicate that a fatty liver, at least of the type produced by in vivo 
fat synthesis, is made resistant to choline and responsive to inositol by in- 
creasing the intake of B vitamins, both in kind and in quantity. 

No clear explanation is available as to why liver fat can be demobilized 
by choline alone under some circumstances and why inositol must be pro- 
vided under other conditions. Presumably both substances are lipotropic 
because they promote the formation of phospholipides. We suggested (6) 
previously that different fatty acids may be involved; no further informa- 
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tion on this point is available. In every experiment in this laboratory 
inositol has exerted a greater effect on liver cholesterol than has choline and 
we have observed instances in which inositol has markedly reduced liver 
cholesterol without any definite effect on fatty acids. Handler (4) has 
suggested that a large increase in food intake, with a surge in fatty acid 
synthesis, may be the factor causing choline resistance and inositol re- 
sponsiveness. Pair feeding tests, of which a typical one is reported above, 
show that food consumption is a contributing factor but there is also a 
specific effect from the B vitamin supplements. 

SUMMARY 

Fatty livers occurring in choline-fed rats and susceptible to inositol 
have been produced in animals maintained on a fat-free, high-carbohydrate 
diet by supplying (a) crude beef liver fraction, (h) liver fraction eliiate, or 
(c) biotin and folic acid with abnormal amounts of other B vitamins. 
Biotin and folic acid did not exhibit this effect unless the amounts of other 
B vitamins were abnormal. The action of the first two supplements is 
apparently explained by the third. The combined supplements have a 
specific effect which is augmented by an increased food consumption. 
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The study of zinc metabolism in experimental animals and humans is 
dependent upon a reliable analytical method. Numerous methods, gravi- 
metric, turbidimetric, and colorimetric (1), have been tried and found 
wanting. Fischer (2) first introduced diphenylthiocarbazone (dithizone) 
for the analysis of metals with relation to industrial processes. This 
organic dye combines with a number of the heavy metals (Sandell (3)). 
The combination is selective for any one metal, depending upon the pH 
of the solution containing the metals, and the presence of salts which form 
complexes with other metals in solution. It was not until 1937 that 
Fischer and Leopold! (4) adapted the dithizone method to the analysis of 
inorganic zinc. Holland and Ritchie (5) and Cowling and Miller (6) 
used this dye for zinc analyses in plants, and Hove et al. (7) in the measure- 
ment of carbonic anhydrase. The procedure employed by these authors, 
however, involved a preliminary extraction of other metals, principally 
copper, and a final extraction of zinc. Get tier (8) simplified the method 
by the use of a buffered solution of complex-forming salts, obviating the 
preliminary separation. We have further refined the method to obtain 
greater accuracy in the analysis of the zinc content of samples of whole 
blood, plasma, erythrocytes, and leucocytes and samples of tissue. Sam- 
ples of the size which can be practicably obtained may contain as little as 
1 to 5 7 of zinc. 

Diphenylthiocarbazone has the following structural formula: 

NH~NH— CcHs 

/ 

S==C 


]Sr=N— CcHs 

The dye is soluble in chloroform and- carbon tetrachloride and insoluble 
in water. It decomposes in aqueous alkaline solutions. When dissolved 

The studies reported herein were supported by a grant-in-aid from the National 
Institute of Health. 
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in diloroform or carbon tetrachloride, the dye is dark green in transmitted 
and Bordeaux red in reflected light. It does not fade on standing when 
stored in the dark at 4°. When exposed to sunlight the dye is oxidized, 
with the production of a yellow color. 

At pH 5.5 and in the presence of a tartrate solution and complex-forming 
buffer, dithizone combines with zinc in stoichiometric proportions to form 
zinc dithizonate, but does not combine with other metals which may be 
present. The completion of this reaction is accompanied by a change of 
color of the dithizone from green to bright red. In routine extraction of 
samples this color change occurs slowly and appears to pass through an 
intermediary purple stage. In our experience, this color change takes 
place more rapidly when the dye is dissolved in carbon tetrachloride than 
in chloroform. 

In procedures previously described, an excess of dithizone was added to 
insure the combination of all the zinc with dye. The excess dithizone was 
removed from the extracted zinc dithizonate by washing with dilute am- 
monia. This step, however, may introduce a considerable error because 
it is extremely difficult to determine the end-point of the washing process. 
In the technique described, the excess dithizone is not removed. The 
amount of zinc dithizonate present is determined by colorimetry at two 
critical wave-lengths, as described below. 

Reagents — All reagents must be absolutely zinc-free. The best grade of 
chemically pure reagents should be obtained and, in our experience, even 
these may contain zinc in amounts sufficient to result in significant errors 
in the range of zinc content in which we are interested. Reagents there- 
fore may require purification, as described below. 

1. Diphenylthiocarbazone (Eastman Kodak). 100 mg. are dissolved 
in 1000 cc. of carbon tetrachloride, c.p. This stock solution is diluted to 
1 mg. per cent for the extraction of very small quantities of zinc (1 to 20 
7). This solution should be stored at 4-6° and protected from sunlight 
at all times. No observable change in the solution occurs on standing at 
room temperature for a few hours. 

2. Buffer solution. 556 gm. of Na2S203, c.p., 90 gm. of CaCOONa, c.p., 
and 10 gm. of KCN, c.p., are dissolved in 1000 cc. of zinc-free water. The 
solution is then titrated with 15 n CH3COOH to an approximate pH of 
5.5, with methyl red as an indicator. A final adjustment to pH 5,5 is then 
made with a sensitive pH meter. The solution is then made up to 2000 
cc. with zinc-free water in a volumetric flask. The buffer is then shaken 
with dithizone in carbon tetrachloride to remove any contaminating zinc, 
the extraction being repeated in a 500 cc. separatory funnel until the 
dithizone remains a clear green. 

3. Tartrate solution. A 20 per cent solution of NaKC4H40Q *41120, 
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c.p.j is made up witii zinc-free water. The solution is extracted with 
dithizone as in (2). 

4. 0.1 N NH 4 OH, c.p. 

5. Concentrated NH4OHJ c.p. 

6. Methyl red indicator, 1:100 alcoholic solution. 

Cleaning of Glassware — Pyrex glassware must be used throughout the 
procedure since ordinary soft glass contains zinc. Particular precautions 
must be observed to prevent contamination with zinc. All glassware, 
including separatory funnels, transfer funnels, volumetric flasks, beakers, 
transfer and capillary pipettes, colorimetric tubes, test-tubes, and syringes 
for drawing blood, is washed with soap and water, rinsed with single 
distilled H2O, and then immersed in a bath of 2 n HNO3 for a minimum of 
6 hours, preferably overnight. On removal from the acid, the glassware 
is rinsed with zinc-free water, to which a few drops of methyl red have 
been added, until disappearance of the indicator’s red color demonstrates 
the removal of all acid. Satisfactory zinc-free water may be obtained by 
double distillation, the second of which is done in an all-Pyrex glass still. 
Previous to use, separatory funnels are then shaken (several times if neces- 
sary) with about 20 cc. of buffer solution and about 5 cc. of 1 mg. per 
cent dithizone solution, until the dithizone in the funnel remains green. 
The dithizone is discarded. An identical procedure is employed for clean- 
ing volumetric flasks. In addition, flasks are then rinsed with 0.01 n 
NH4OH until yellow to methyl red. This insures that the pH of any 
residual rinsing water will be within the range of alkalinity at which the 
extracted zinc dithizonate is not affected. 

For routine dry ashing of blood samples which contain only a total of 
from 1 to 20 7 of zinc, platinum crucibles must be used. In this range 
porcelain, Vicor, Pyrex, and quartz crucibles have been found unsatis- 
factory, since apparently all contain minute quantities of zinc. They 
may be used safely for tissue samples, provided the aliquots are large 
enough so that the error introduced is negligible. Both platinum and 
porcelain crucibles are cleaned by boiling 2 n HCl in the vessel for at least 
30 minutes, after which they are rinsed several times with zinc-free water. 

Method 

We have routinely analyzed whole blood, erythrocyte, leucocyte, and 
plasma fractions thereof (9), and samples of internal organs, bone, and 
urine. The material is placed in the crucible and slowly evaporated on a 
hot-plate until almost dry. The crucible is then placed in an electric oven, 
at room temperature, and the furnace temperature raised to 600°. Com- 
plete ashing requires from 12 to 24 hours. 

The ash is boiled in the crucible on a hot-plate with 15 to 30 cc. of. 
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N HCl until completely dissolved, the amount of acid used depending on 
the quantity of ash. The dissolved ash is evaporated to a volume of 
about 5 Gc. and is then transferred to a 125 cc. Squibb separatory funnel 
by repeated Avashing with small portions of hot zinc-free water. When 
analyzing tissue samples containing more zinc than blood samples, it is 
desirable to bring the acid-ash solution up to 25 or 50 cc. in a volumetric 
flask and extract a fraction thereof. 

2 cc. of the tartrate solution, together with 2 drops of methyl red, are 
added to the acid-ash solution in the separatory funnel. Stop-cocks are 
greased with silicon. The contents of the funnel are then titrated Avith 
NH 4 OH and H 2 SO 4 to pH 5.5, at which methyl red has a peach color. 
50 cc. of buffer are added and the contents are alloAved to stand until the 
color has completely faded. Dithizone in CCI 4 (about 10 cc. of a 1 or 10 
mg. per cent solution, depending on the amount of zinc present) is added, 
and the funnel is shaken vigorously for about 2 minutes. The dithizone 
in CCI 4 solution is alloAved to collect in the bottom of the funnel, the last 
drop is shaken down, and the CCI 4 phase is draAAui off into a 50 cc. volu- 
metric flask. This, procedure is repeated until the dithizone in the funnel 
remains a clear green. The sample in the volumetric flask is brought to 
volume Avith CCI 4 . Depending upon the quantity of excess dithizone 
present, the final color may be purple or have a greenish tinge. 

Colorimetry — Dithizone in CCI4 has an absorption maximum at 620 mix] 
zinc dithizonate has an absorption maximum at 520 m^u, but is transparent 
at 620 mil. With the filters employed, the ratio of the relative optical 
densities of dithizone at 620 and 520 mix has a numerical value of 4.65 
(see Fig. 1). 

Readings are obtained on extracted samples at both 520 and 620 mix 
Avith the Evelyn macro photocolorimeter (10), Since the galvanometer 
used has an optimal accuracy within the range of from 40 to 80 per cent 
transmission, the final dilution is made with CCI 4 to insure readings falling 
Avithin this region. 

The zinc content of samples is calculated from the equation 

L«20 

^ X DX K 

(,) 

V 

in which. Z — total zinc in naicrograms in the entire sample; = density 
(2 — log of the galvanometer reading) at520mju; = density at620mjii; 
R - the ratio of density of dithizone in CCU at 620 m^ and 520 (nu- 
merical value determined as 4.65, see Table I) ; Z) = the dilution factor 
with relation to the original volume (7); = the calibration constant 
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(rLumerical value 40; see Table II); V = the volume in which all of the 
extracted zinc dithizonate is originally diluted. 

The ratio of absorption of dithizone at '620 and 520 m/i {R in equation 
( 1 )) was determined as follows. A solution of dithizone in CCI 4 was 
prepared of such a concentration as to deflect the galvanometer to about 
10 per cent of the full scale at 620 m/x. A series of dilutions was then made 
from this so that in the lowest concentration the galvanometer registered 
about 80 per cent transmission. The series was then read at both wave- 



Fig. 1. Absorption curves of dithizone and zinc dithizonate in carbon tetra- 
chloride, 

lengths. The data are given in Table L In every instance the observed 
value at 620 mju was within 2 per cent of the value to be expected from the 
original concentration and dilution factor. Values for R averaged 4.65 
=h 1 per cent. 

Calibration — ^A stock solution of zinc chloride was prepared by dissolving 
10 mg. of metallic zinc in concentrated HCi and making up to a final 
volume of 1000 cc. From this solution a series of standards containing 
from 4 to 50 7 was prepared. These standards Tvere extracted as described 
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above^ except that they were not dry ashed. The total zinc dithizonate 
was made up initially to 50 cc. Further dilutions with CCI4 were then 
made to obtain galvanometer readings 'within the optimal range of the 
instrument. The data obtained are given in Table II. 


Table I 


Ratio of Absorption of Dithizone at 620 mju and 520 mp, 


Dilution factor 

Galvanom- 

eter 

reading 

Determined 

Expected 

Deviation 

im 

iS20 

P&r cent 

per cent 



per cent 



0 

10.25 

0.989 




4.63 

0.50 

31.75 

0.498 

0.498 

0 

0.099 

4.67 

0.33 

47.00 

0.328 

0.330 

-0.6 

0.072 

4.60 

0.33 

46.00 

0.337 

0.330 

+2.1 

0.072 

4.70 

0.20 

63.75 

0.196 

0.198 

-1.0 

0.043 

4.63 

0.16 

69.50 

0.158 

0.158 

0 

0.034 

4.63 

0.10 

79.25 

0.101 

0.099 

+2.0 

0.021 

4.70 

Average 






4.65 ± 0.04 


Table II 

Calibration Constant for Zinc Dithizonate-Dithizone Solutions in CCh 


Total Zn 

Dilution 

factor 

1,520 


im 

4.65 

Corrected 

K 

T 

4 

0 

0.254 

0.305 

0.066 

0.198 

40.2 

10 

2 

0.321 

0.385 

0.083 

0.238 

42.1 

20 

3 

0.382 

0.274 

0.058 

0,324 

41.1 

30 

4 

0.453 

0.280 

0.062 

0.393 

38.2 

40 1 

5 

0.462 i 

0.242 

0.052 

0.410 

39.0 

50 

5 

0.553 

0.211 

0.045 

0.608 

39.5 

Average 






40.0 ± 2.0 


The value for K was calculated from equation (2), derived from equa- 
tion (1). 


Corrected x D 

The numerical value of K averaged 40.0 =h 2.0, or zt5 per cent. 
Inasmuch as this modification of the dithizone method was designed for 
the analysis of the zinc content of blood samples, it was necessary to deter- 
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mine to what extent the accuracy of the measurement was affected by the 
dry ashing process. 

A stock solution of the ZnCh was made up to contain approximately 1 
j of Zn per cc. A series of samples, in duplicate, was prepared containing 
total quantities of 2, 5, 10, 15, 20, and 30 7 of zinc. These were extracted 
without dry ashing. The results are given in Table III. The average 
value of Zn in micrograms per cc. was 0.95, with a standard deviation of 
0.05. This was taken as the correct concentration of the stock solution. 

An identical series was then dry ashed and extracted, the values ob“ 
tained also being given in Table III. An average value of 0.97 7 of Zn 

Table III 


Standardization of Zinc in Samples of Blood Components 


Amount 

analyzed 

Stock 

solution 

Stock solu- 
tion, dry 
ashed 

Dry ashed 
i with white 

cells, 0.572 7 

Dry ashed with red 
cells, 3.697 

1 

Dry ashed with 
j plasma, 4.297 

cc. 

total y per 
y cc. 

total y per 

7 cc. 

total 

7 

net 7 

yper 

cc. 

total 

7 

net 7 

yper 

cc. 

total 

7 

nei 7 

yper 

cc. 

2 

1.630.81 

1.79 0.89 

2.75 

2.17 

1.08 

6.39 

2.70 

1.36 

6.71 

2.42 

1.21 

2 

1.760.88 

1.770.88 

2.31 

1.740.87 

5.53 

1.83 

0.91 

6.11 

1.82 

0.91 

5 

4.860.97 

5.141.00 

5.46 

4.89 

0.97 

8.54 

4.85 

0.97 

8.91 

4.61 

0.92 

5 

4.810.96 

5.080.99 i 

4.92 

4.35 

0.87 

9.02 

5.33 

1.06 

8.68 

4.39 

0.88 

10 

9.9 0.99 

9.990.82 

10.57 

10.00 

1.00 

12.37 

8.68 

0.86 

14.08 

9.79 

0.98 

10 

9.880.98 

8.201.06 




12.59 

8.90 

0.88 




15 

14.800.98 

16.141.05 




17.481 

13.79 

0.92 

20.86 

16.57 

1.10 

15 

14.360.96 

15.521.00 




18.081 

14.39 

0.96 

19.72 

15.44 

1.00 

20 

19.270.96 

20.070.99 i 

19.66 

19.09 

0.96 

23.08 

18.891 

0.93 

25.04 

20.75 

1.00 

20 

19.000.95 

19.830.99 





! 





30 

29.180.97 

29.880.99 




31.36 

27.67 

0.95 

30.08 

25.79 

1.29 

30 

29.180.99 

30.211.00 










Mean* . . . 

0.95 

0.97 



0.96 



0.98 



0.93 

B.D., cr. . , . 

1 

±0.05 

±0.069 


±0.08 


±0.112 


±0.165 


* Over-all mean = 0.96; over-all s.d., <t - ±0.0985. 


per cc., with a standard deviation of 0.07, was obtained, indicating that 
there was no loss of the metal in the ashing. It will be noted that in both 
series the values for the 2 7 standards were low by about 10 per cent, 
averaging 0.86 7 per cc. This apparent loss probably is due to slight 
errors in colorimetry, since similar low values were not obtained in the 
series described below. 

Three additional series were processed, in which known amounts of zinc 
(2 to 30 7) were added to samples of separated canine white cells, red cells, 
and of plasma. In each series the cells and plasma were obtained by 
floatation of 10 cc. aliquots of the same blood. Individual floatations 
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were done for eacli standard, and hence the amount of zinc due to cells 
and plasma was the same at all concentrations of zinc. The total amount 
of zinc in the red and white cells and plasma was determined, in duplicate, 
and the average value subtracted from the total zinc found in the several 
standards, to obtain the net amount of zinc recovered. Data are given 
in Table III, The average net zinc recovered (in micrograms per cc.) 
and standard deviation was 0.96 rfc 0.08, 0.98 ± 0.112, and 0.93 dr 0.155 
7 , in the white cell, red cell, and plasma series, respectively. These 
values compare well with those found for the series that did not contain 
cells or plasma. 

These experiments constitute a check on the over-all accuracy of the 
procedure, from the separation of cells and plasma from whole blood to 
the final colorimetric measurement. It would appear that the limit of 
error lies within drS per cent. 

As a check on the absence of contamination of all glassware with extrane- 
ous zinc, we have found it desirable to determine a 5 or 10 7 standard with 
each day’s set of extractions. This extraction is carried out with a random 
selection of crucibles, separatory funnels, volumetric flasks, pipettes, etc. 
Results obtained in fifteen consecutive analyses of such standards show a 
mean value of 9,82 7 , with a standard deviation of d=0.65. The narrow 
limits of error found reflect the degree of prevention of contamination in 
all stages of the procedure. 

Since our investigation of zinc metabolism involves the use of the radio- 
active isotope of zinc, Zn®^, it is desirable that measurements of both total 
and radioactive zinc be made on the same blood or tissue sample. To 
effect the conversion of zinc dithizonate to a water-soluble zinc salt, all 
of the extracted zinc dithizonate is returned to a clean separatory funnel, 
a drop of concentrated H2SO4 is added, followed by 10 cc. of water, and 
the funnel is shaken until all the zinc has gone into the aqueous phase, 
as evidenced by the return of the carbon tetrachloride phase to the green 
color of dithizone. We have found this method satisfactory in the analysis 
of blood and tissue samples in dogs ( 11 ), in normal humans (12), and in 
the leucemias,^ blood dyscrasias, and various other pathological con- 
ditions. 


SUMMAKY 

A modification of the dithizone method of extracting zinc from blood 
and tissue samples is described. The procedure permits of accurate 
assay of total zinc content of samples in amounts as small as 1 7 . 

We wish to acknowledge the technical assistance of Miss Mary L. 
Roney. 

^ Gibson, J . G., 2nd, and Vallee, B, L., in preparation. 
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THE ZINC CONTENT OF NORMAL HUMAN WHOLE BLOOD, 
PLASMA, LEUCOCYTES, AND ERYTHROCYTES* 

By BERT L. VALLEE and JOHN G. GIBSON, 2nd 

{From the Medical Clinic of the Peter Bent Brigham Hospital, the Department of 
Medicine, Harvard Medical School, Boston, and the Department of Physics, 
Massachusetts Institute of Technology, Cambridge) 

(Received for publication, July 11, 1948) 

The literature contains few references to the quantitative determination 
of zinc in human blood. It is difficult to compare the scant data which 
are available because of the divergence of the methods used and of the 
units in which different authors chose to express their results (1-5). 

It became apparent in the pursuit of our work on zinc in leucocytes and 
red blood cells, preliminary reports of which have appeared elsewhere 
(6-8), that the data available in the literature did not offer an adequate 
point of reference for our studies. A technique was developed (9) for the 
microanalysis of zinc in biologic materials. This method is sensitive for 
quantities as small as 1 y (microgram) and its limits of precision are de- 
fined by a standard deviation of ±10.0 per cent. This technique was 
employed throughout our work. 

Arc spectrography^ of leucocytes and erythrocytes had demonstrated 
that, for equal numbers of cells, zinc was present in higher concentration 
in leucocytes than in erythrocytes. We therefore decided to examine 
whole blood, plasma, washed erythrocytes, and washed leucocytes sepa- 
rately for their zinc content. 


Method 

Venous blood samples were drawn into a 20 cc. zinc-free syringe (9) 
which had previously been wetted with heparin. Red and white blood 
cell counts were done in standard hemocytometers, in duplicate. Only 
counts agreeing within 5 per cent were accepted. Hematocrits were 
carried out in Wintrobe tubes, spinning 30 minutes at 3000 e.p.m. Hemo- 
globin was determined by the method of Evelyn (10). Differential counts 
of leucocytes were made from smears stained with Wright^s stain, 300 
cells being counted. 

A separation of red cells, white cells, and plasma was performed by the 

* This study was supported by a grant-in-aid from the National Institute of 
Health. 

^ Through the courtesy of Dean George R. Harrison and Mr. Rockwell Kent, 3rd, 
Massachusetts Institute of Technology. 
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flotation technique (11). All of the separated leucocytes were removed 
from the flotation tube and washed in a 0.02 per cent saponin solution in 
0.85 per cent NaCl^ until all entrained red cells had been removed, as 
evidenced by the absence of hemoglobin in the supernatant washing. 
Zinc analysis was carried out on the entire mass of washed white cells. 

A portion of the red blood cells was transferred from the flotation tube 
to a centrifuge tube and washed in 0.85 n saline by centrifugation. The 
washing was discarded, and an aliquot of the packed cells was transferred 
to a 4 cc. hematocrit tube and made up to volume with 0.85 per cent NaCl 
solution. The quantity of cells was such that the final hematocrit was 
about 30. Two further washings were performed, in the 4 cc. tube, and 
from the third and final dilution a red blood count (in duplicate), hemato- 
crit reading, and hemoglobin determination were obtained. The duplicate 
red blood counts were required to check within zt5 per cent. These 4 
cc. samples of red blood cell suspensions were the final aliquots used for 
analysis. 

The measurement of the zinc content of whole blood, plasma, leucocyte, 
and erythrocyte samples was performed as previously described (9). 
Routinely 2 cc. of whole blood and 3 cc. of plasma were analyzed. 

Calculation of Results — Zinc concentrations in whole blood and plasma 
were expressed in micrograms per cc. analyzed. Since volumetric measure- 
ment of white cells (by hematocrit) was impractical, due to the limited 
mass of white cells obtainable and the large variation in dimensions of the 
various classes of white cells, unit zinc concentrations for leucocytes were 
calculated in micrograms per million cells. Unit zinc concentrations for 
red cells also were calculated in micrograms per million cells for comparison 
with unit white cell zinc concentrations, and in micrograms per cc. of 
packed cells. Examples of calculations of results for leucocytes and 
erythrocytes follow. 

The total number of cells in the sample of leucocytes was determined by 
multiplying the white cell count per c.mm. by the number of c.mm. of 
whole blood floated. For example, the white blood cell count = 1 X 10"^ 
cells per c.mm.; whole blood floated «= 15 cc.; total cells in 15 cc. of whole 
blood - 1 X 10^ X 1 X 103 X 1.5 X 10' = 150 X 10® cells; total Zn in 
sample = 3.0 7; Zn per 1 X 10® cells = 2 X lO""^ 7. 

The total number of red cells in the sample was determined by multiply- 
ing the red count of the final dilution of cells by the final volume of that 
suspension. For example, the red blood cell count on final red cell dilution 
= 3.5 X 10® per c.mm. ; total cell suspension analyzed = 4.0 cc. ; thus 3.5 X 
10® X 1 X 103 X 4 = 14^000 X 10® cells; total Zn in sample = 17.5 7; 
Zn per 1 X 10® cells == 1.25 X lO'"^ 7. 

The zinc in cc. of packed cells was calculated on the basis of micrograms 
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of zinc per million cells, red blood cell count, and hematocrit of whole 
blood, as follows: the red blood cell count on whole blood (undiluted) = 5 X 
10® per c.mm.; hematocrit of whole blood = 45.0 per cent; thus ( 1.25 X 
10"® X 5 X 10® X 1 X 10®)/ (4.5 X 10"^) == 13,9 y per ml. of packed cells. 

As a check on the accuracy of the individual measurements of whole 
blood, and the three blood components analyzed, an internal check was 
calculated for each blood sample. The amount of zinc in 1 cc. of whole 
blood due to the zinc content of white cells, red cells, and of plasma was 
calculated as follows: (total Zn in all white cells analyzed) /(15 cc.) ~ Zn 
in 1 cc. of whole blood due to leucocytes; ((Zn) /(million red blood cells)) 
X ((red blood cells) /( cc. of whole blood)) = Zn in 1 cc. of whole blood due 
to erythrocytes; Zn in 1 cc. of plasma X (1 — (hematocrit)/100) = Zn in 
1 cc. of whole blood due to plasma; = total Zn in 1 cc. of whole blood. 

The deviation of the total whole blood zinc so calculated and the directly 
determined zinc content of whole blood was taken to be a measure of the 
over-all accuracy of the hematological procedures and of the preliminary 
processing, including dry ashing, as well as the chemical analyses for zinc. 

Material Studied — Thirty-one normal individuals, fifteen males and six- 
teen females, ranging in age from 18 to 45 years, were studied. Repeated 
determinations were carried out in six of these subjects, bringing the total 
of single analyses to thirty-eight. All blood samples were drawn in the 
morning with the subject fasting but not otherwise under basal conditions. 
Each sample was analyzed for all of the data described above under 
Method. In a few instances one of the components was lost in proc- 
essing. 

In addition, five patients, with no apparent blood dyscrasias, on the 
medical wards of the Peter Bent Brigham Hospital, were studied. One 
had a peptic ulcer, one had recovered from bronchopneumonia, one had 
milkman’s disease, one was compensating from congestive heart failure, 
and one was suspected of having a brain tumor. 

Fifteen consecutive blood samples taken at 1 to 4 day intervals from the 
same individual, Case 53, a 22 year-old normal male, were also analyzed. 

Results 

Unit zinc content, as described above, for whole blood and its three 
components for the group of normals and the patients is given in Table I, 
and for the series in one normal person, in Table II. Also shown in Tables 
I to IV are the means and standard deviations (s.d.) for all unit zinc 
concentrations^ 

The values for the amount of zinc contained in 1 cc, of whole blood due 
to plasma, leucocytes, and erythrocytes, calculated as described above, 
are shown for the normals and patients in Table III, and for Case 63 in 
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Table I 


Unit Values of Zinc Content of Whole Blood, Plasma, Leucocytes, and Erythrocytes 


Experiment No. 

Date 


Unit content by dithizone extraction 

ocytes 

Whole blood | 

Plasma | 

Leucocytes | 

Erythr 

Normal males 





7 X J0~^ 

7 X 10-^ 

Zny per cc. 


1947 

7 per cc. 

y per cc. 

per 1 X 

per 1 X 10^ 

packed red 





cells 

cells 

cells'^ 

234 

May 9 

7.7 

2.6 

1.2 

1.21 

13.2 

23-2 

“ 12 

9.2 

2.2 

4.2 

1.35 

14.7 

294 

16 

7.6 

1.2 

1.6 

1.25 

16.4 

34:4 

“ 26 

10.5 

4.3 

2.9 

1.41 

15.7 

364 

“ 28 

7.5 

3.2 

4.6 

1.20 

12.6 

734 

Sept. 11 

13.7 

11.4 

2.8 

1.20 

11.9 

80-1 

“ 29 

5.9 

2.0 

2.2 

0.97 

9.1 

80-2 

Oct. 8 

8.1 

3.7 

6.5 

1.20 

12.3 

84-1 

2 

6.3 

1.9 

2.0 

1.30 

12.7 

85-1 

a 2 

7.0 

3.0 

1.8 

1.16 

12.2 

88-1 

‘‘ 6 

9.5 

4.1 

1.9 

1.71 

17.0 

88-2 

“ 20 

7.9 

1.7 

2.1 

1.19 

15.2 

89-1 

‘‘ 6 

8.3 

3.2 

4.7 

1.44 

16.6 

90-1 

a 7 

8.6 

4.1 

2.3 

1.20 

14.1 

99-1 

“ 16 

9.1 

5,5 

1.4 

1.28 

13.6 

108-1 

24 

9.2 

3.8 

6.5 

1.59 

17.1 

109-1 

24 

14.8 

9.1 

2.3 

1.83 

18.3 

122-1 

Nov. 19 

9.3 

3.7 


1.29 

18.4 

Mean 


8.9 

3.9 

2.9 

1.31 

14.2 

S.D 


=±:2.0 

±2.5 

±1.5 

±0.25 

±2.3 

Normal females 

24-1 

May 12 

9.1 

3.0 

4.8 

1.26 

13.8 

25-2 

June 26 

8,5 

3.4 

3.8 

1.32 

13.6 

25-3 

Sept. 26 

7.9 

2.2 

2.6 

1.36 

15.0 

26-1 

May 14 

8.5 

1.6 

3.6 

1.06 

11.3 

28-1 

“ 14 

9.1 

2.0 

2.9 

1.15 

13.5 

28-2 

Oct. 3 

6.7 

1.3 

6.2 

1.30 

13.6 

314 

May 19 

8.7 

2.0 

4.2 

1.27 

13.8 

76-1 

Sept. 18 

5.2 

1.5 


1.09 

16.1 

77-1 

18 

7.6 

1.2 

1.7 

1.21 

12.5 

82-1 

Oct. 1 


4.4 

3.6 

1.60 

16.7 

86-1 

» 3 


4.8 

4.4 

1.63 

17.1 

86-2 

9 

8.1 

3.2 

2.1 

1.38 

13.9 

86-3 

Nov. 6 

13.2 

10.1 

3.1 

1.54 

16.5 

87-1 

Oct. 3 


4.5 

2.9 

1.42 

12.8 

93-1 

a g 

11.5 

4.6 

3.1 

1.54 

17.0 
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Experiment No. 


Date 


1 Unit content by dithizone extraction 

j- 

I Whole blood j Plasma | Leucocytes j Erythrocytes 

Normal females — continued 



1947 

y per ic. 

7 per cc. 

7 X iO-2 
per 1 X iO® 

7 X iO-3 
per J X iO® 

Zn 7 per cc. 
packed red 

100-1 

Oct. 17 

7.2 

2.3 

cells 

3.5 

cells 

1.24 

cells* 

11.9 

101-1 

“ 17 

8.6 

3.0 

4.2 

1.32 

14.2 

115-1 

Nov. 4 

9.4 

4.2 

1.9 

1.17 

12.9 

116-1 

“ 5 

10.4 

4.1 

4.6 

1.85 

1 18.4 

123-1 

“ 19 

8.4 

1.2 


1.52 

15.5 

Mean 


8.6 

3.1 

3.5 

1.37 

14.5 

S.D 


±1.8 

±2.0 

±1.2 

±0.195 

±1.9 


Total normals 


Mean 

00 

00 

! 

3.0 

i 3.2 

1.34 

14.4 

S.D 

±2.0 

±1.6 

1 ±1.3 ! 

1 

±0.20 

±2.7 


Patients with no blood dyscrasias 


30-1 M. 

May 16 

8.6 

2.7 

6.5 

1.16 

13.8 

48-1 “ 

June 17 

8.1 

4.4 

4.3 

1.28 

13.3 

40-1 F. 

4 

8,5 

4.2 

2.0 

1.43 

14.9 

50-1 

July 21 

12.3 

8.7 

2.4 

1.33 

14.6 

61-1 

Aug, 14 

9,6 

8.2 

1.6 

1.41 

16.0 

Mean 


9.0 

5.6 

3.2 

1.32 

14.5 


Corrected for mean corpuscular volume. 


Table IV. The total of the three values constitutes the ^Teconstructed*^ 
total blood zinc content. 


DISCUSSION 

In the evaluation of the data presented above, the limitations of the 
various hematological techniques employed must be taken into considera- 
tion. The errors inherent in the chemical analyses for zinc have been 
previously discussed (9). 

Since Ostwald pipettes were used for the whole blood and plasma sam- 
ples, little additional error was introduced in the preparation of these 
samples for chemical analysis. 

The limited quantity of leucocytes obtained from a routine sample of 
15 cc. of blood precluded making a volumetric measurement on these 
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cells. It was not possible to make a final count on the leucocytes separated 
from heparinized blood because of clumping of cells, which persisted even 
after repeated washing with the saponin-saline solution. The “million 
cell unit'’ obviously reflects the errors inherent in leucocyte counts carried 
out in standard hemocytometers, although this error was reduced by dupli- 
cate counting. However, this unit allows conclusions as to the zinc con- 
tent of individual white cells, and is therefore of value in the study of 


Table II 

Unit Values of Zinc Content of Whole Blood j Plasma j Leucocytes^ and Erythrocytes in 
Normal Individual (Case 5S) 


Fifteen consecutive samples. 


Experiment No. 

Date 

Unit content by dithizone extraction 

Whole 

blood 

Plasma 

Leucocytes 

Erythrocytes 






y X iO-s 

7 X /ra 

Zn y cc. 


1947 

y per cc. 

y per cc. 

per 1 X 

per 1 X iO® 

packed red 





ceils 

cells 

cells* 

1 

July 

31 

8.4 

3.3 

1.2 

1.48 

16.7 

2 

Aug 

4 

8.3 

5.2 

2.2 

1.37 

14.5 

3 

(f 

4 

9.3 

6.0 

1.7 

1.63 

17.9 

4 

it 

5 

8.7 

4.4 

2.0 

1.43 

16.0 

5 

it 

6 

7.7 

2.7 

4.2 

1.20 

11.7 

6 

a 

7 

11.1 

4.2 

2.0 

1.77 

18.7 

7 

(( 

8 

9.1 

3.6 

5.1 

1.61 

15.9 

9 

it 

12 

9.9 

4.8 

2.0 

1.40 

15.1 

10 

a 

13 

8.5 

2.8 

2.0 

1.69 

16.4 

11 

(( 

14 

8.4 

2.8 


1.66 

16.5 

12 

i( 

15 

10.2 

5.6 

1.9 

1.66 

17.2 

13 

i( 

18 

9.4 

3.6 

1.5 

1.14 

12,5 

14 

(( 

19 

9.9 

2.6 

3.5 

1.44 

16.6 

17 

i( 

22 

7.6 

1.5 

1.9 

1.19 

12.5 

19 

it 

27 

9.5 

5.0 

3.7 

1.50 

17.1 

Mean 

S.D 


9.1 

± 0.9 

3.9 

± 1.3 

2.5 

± 1.1 

1.47 

± 0.18 

15.5 

±0.6 


^ Corrected for mean corpuscular volume. 


clinical conditions affecting leucopoiesis, and for comparison with cor- 
responding values for erythrocytes. The development of better techniques 
for handling leucocytes is now in progress. 

The use of the million cell unit for erythrocytes also involves the same 
sources of error in about the same degree. However, the calculation of 
unit zinc content of red cells on the basis of hematocrit and red count 
permits comparison of unit zinc concentrations in anemias and other 
disturbances of erythropoiesis with the normal. 
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Inspection of the data in Tables I and II shows that the values for whole 
blood, plasma, leucocytes, and erythrocytes in males, females, and in the 
totals vary over a fairly wide range. The measurements performed on 
one individual (Case 53) are of the same order of magnitude as found 
in the series of normals, though both their range and standard deviation 
are much narrower. They occupy the central region of a hypothetical 
distribution curve plotted for the data obtained from the series. 

The variations and standard deviations of the white blood cell measure- 
ments are greater than those observed in the other categories. This 
could be predicted from the technical limitations imposed by the processing 
of leucocytes, as described above. Furthermore, the total zinc content of a 
leucocyte sample is of necessity small, because of the small number of 
white cells in circulation. 

The larger aliquots of whole blood, plasma, and red cells obtainable for 
routine analysis contain about 5 times as much zinc as is contained in all 
the white cells from 15 cc. of whole blood. Since the percentage error of 
zinc extraction tends to be constant, the absolute error will of necessity 
be greater for w^hite cells than in the case of whole blood, plasma, or red 
cells. 

The distribution curves shown in Fig. 1 graphically express these facts, 
and are plotted from data obtained in normals given in Table III. The 
incidence is plotted for males, females, and total cases. Fig. 1 , A is the 
curve for the directly measured whole blood zinc content. The curve is 
symmetrical and the mode closely approximates the arithmetic mean. 

The distribution curves for plasma, Fig. 1 , 5, for leucocytes, Fig. 1 , C, 
and for erythrocytes, Fig. 1 , D, are plotted, not from the directly meas- 
ured unit values, but from the ‘‘reconstructed^^ value of zinc in 1 cc. 
of whole blood due to the particular component given in Table III. It was 
felt that the latter values more closely represented a fractional analysis of 
blood than did the direct determinations. 

The curve for plasma, though nearly symmetrical, appears to be slightly 
skewed to the left. It will be noted that three of the cases fall well to the 
positive side of the mean. There was a reasonable probability that these 
values may have been high due to accidental contamination with zinc 
but, since the evidence is not conclusive, they are included in the series. 
The inclusion of these three cases raises the mean. If these are omitted, 
the mean falls to 1.53 y per ml., whereas the mode is approximated at 1.25. 
Thus biological significance cannot be attributed to the skewness of the 
curve. 

The curve for leucocytes is grouped aroxmd a mean value of 0.21 7 per ml., 
with a mode of 0.170. Here again the mean is slightly higher due to the 
inclusion of two cases with values much greater than the mean value plus 
twice the standard deviation. It should be stated that the absolute quan- 
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titles of zmc measured in. the samples are extremely small, so that losses in 
processing, which would not show up in samples of whole blood or of the 
other components, could be sufficient to account for the predominantly low 
values found in the majority of cases. 


WHOLE BLOOD PLASMA 



4 S 6 7 8 9 10 II 12 13 14 15 16 0 12 3 4 5 6 7 8 

micrograms per S ml. microgroms per ml. of whole blood 

due to plasma 


LEUCOCYTES 

20-f ' 



0 .05 J .15 .2 .25 .3 ,35 .4 .45 .5 .55 
micrograms per ml. of whole blood 
due to leucocytes 

Fig. 1. Distribution curves of zinc 
and erythrocytes in normals. 


ERYTHROCYTES 

ZOn 



3456789 10 

micrograms per ml. of whole blood 
due to erythrocytes 

of whole blood, plasma, leucocytes, 


The distribution curve for red cells, Fig, 1, D, is symmetrical and shows 
little skewness. 

It is apparent that no significant difference exists between sexes in this 
series. 
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Table III 

Zinc Content of 1 Cc, of Normal Whole Blood Calculated from Unit Values of Plasma, 

Leucocytes, and Erythrocytes 


All Tallies in micrograms. 


Experiment 

No, 

Plasma 

Leucocytes 

Erythrocytes 

Total Zn in i cc. of whole 
blood 

Per cent 
deviations 

( 1 ) 

( 2 ) 

(3) 

(4) 

(5) 

( 6 ) 

Normal males 

234 

1.4 

0.08 

6.2 

7.7 

7.7 

0 

23-2 

1.2 

0.33 

6.8 

8.4 

9.2 

- 8.7 

29-1 

0.7 

0.11 

5.8 

6.6 

7.6 

- 13.2 

34-1 

2.4 

0.20 

6.9 

9.5 

10.5 

- 9.5 

36-1 

1.8 

0.29 

5.6 

7.7 

7.5 

+ 2.7 

73-1 

6.2 

0.22 

5.5 

12.0 

13.7 

- 12.4 

80-1 

1.2 

0.08 

4.0 

5.3 

5.9 

- 10.3 

80-2 

2.3 

0.20 

4.6 

7.1 

8.1 

- 12.3 

84-1 

1.0 

0.15 

5.7 

6.9 

6.3 

+ 9.5 

85-1 

1.5 

0.14 

5.9 

7.5 

7.0 

+ 7.2 

88-1 

2.0 

0.17 

8.9 

11.1 

9.5 

+ 16.9 

88-2 

0.8 

0.19 

7.5 

8.5 

7.9 

+ 7.6 

89-1 

1.6 

0.25 

7.6 

9.4 

8.3 

+ 13.3 

90-1 

2.3 

0.25 

6.4 

9.0 

8.6 

+ 4.7 

99-1 

3.1 

0.12 

5.9 

9.1 , 

9.1 

0 

108-1 

2.1 

0.47 

7,7 

10.3 

9.2 

+ 12.0 

109-1 

4.9 

0.15 

8.4 

13.5 

14.8 

- 8.9 

122-1 

1.4 


6.1 


9.3 


Mean 

2.10 

0.20 

6.4 

8.8 

8.9 

- 0.1 

S.D 

dbl.40 

± 0.095 

± 1.25 

± 2.03 

± 2.0 

± 10.0 


Normal females 


24-1 

1.8 

0.32 

5.6 

7.7 

9.1 

- 15.4 

25-2 

1.8 

0.32 

6.0 

8.1 

8.5 

- 4.7 

25-3 

1.2 

0.18 

6.6 

8.0 

7.9 

+ 1.3 

26-1 

0.9 

0.24 

4.7 

5.8 

8.5 

- 31.8 

28-1 

1.1 

0.19 

6.2 

7.5 

9.1 

- 17.6 

28-2 

0.6 

0.47 

6.0 

7.1 

6.7 

+ 6.0 

31-1 

1.1 

0.23 

6.0 

7.3 

8.7 

- 16.1 

76-1 

1,2 

0.13 

6.4 

7.7 

5.2 

+ 48.2 

774 

0.7 

0.13 

5.7 

6.5 

7.6 

- 14.5 

82-1 1 

2.5 

0.22 

7.4 

10.1 



86-1 

3.1 

0.22 

6.1 

9.4 



86-2 

1.9 

0.14 

5.6 

7.6 1 

8.1 

- 6.2 

86-3 

6.0 

0.17 

6.8 

13.0 

13.2 

- 1.5 

87-1 

2.5 

0.14 

5.3 

7.9 



93-1 

2,5 

0.26 

7.8 

10.0 

11.5 

- 7,8 
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Table III — Concluded 


Experiment 

No. 

Plasma 

Leucocytes 

Erythrocytes 

Total Zn in 1 cc. of whole 
blood 

Per cent 
deviations 

(1) 

(2) 

(3) 

(4) 1 

(5) 

1 «5) 

Normal females — continued 

100-1 

1.4 

0.17 

4.9 

6.5 

7.2 

- 9.7 

1014 

1.7 

0.30 

5.6 

7.6 

8.6 

- 11.7 

1154 

2.4 

0.13 

5,7 

8.2 

9.4 

- 12,8 

116-1 

2.5 

0.30 

7.9 

10.7 

10.4 

+ 2.9 

1234 j 

0.6 


7.0 


8.4 


Mean 

1.80 

0,22 1 

6.2 

8.2 

8.6 

1 -5.7 

S.D 

±1.10 

±0.09 

±0.83 

±1.65 

±1.8 

1 ±16.4 

Total normals 

Mean 

2.05 

0.21 

6.3 

8.5 

8.8 

-2.9 

S.D 

±1.30 

±0.09 

±1.05 

±1.84 

±2.0 

±14.3 


Patients with no blood dysorasias 


304 M. 

1.6 

0.43 

5.9 

7.9 

8.6 

-8.1 

48-1 

2.2 

0.44 

6.6 

9.1 

8.1 

+12.4 

40-1 F. 

2.5 

0.17 

6.1 

8.8 

8.5 

+3,5 

60-1 " 

4.6 

0.21 

7.0 

11.8 

12.3 

-4.1 

61-1 “ 

1.9 

0.13 

6.5 

8.5 

9.6 

-11.5 

Mean 

2,56 

0.28 

6.4 

9.3 

9.4 

-1.7 


Column 1, (Zn per cc. of plasma X 100) — (hematocrit of whole blood); Column 
2, (total zinc in sample) -r (cc. of whole blood from which leucocytes were obtained) ; 
Columns, Zn per million red cells X red cell count of whole blood XIX 10’; Column 
4, sum of Columns 1, 2, and 3; Column 5, zinc content of 1 cc. of whole blood di- 
rectly measured; Column 6, percentage difference between Columns 5 and 4. 

The shapes of the curves for whole blood and the three components 
thereof indicate that the data presented are a measure of a biological norm, 
variable within physiological limits. 

This fact is affirmed by the determinations carried out on the individual 
(Case 53) shown in Table IV. The mean values of the fractions and total 
blood zinc were close to those of the normal series but varied within much 
narrower limits, as indicated by the standard deviation. 

Data on five patients who were suffering from illnesses other than blood 
dyscrasias are included, with their mean values. No standard deviation 
was derived because of the small number of patients involved. It will 
be noted that the unit zinc values lie within the range of values in the 
normal series. 
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The percentage deviation in the reconstructed total ranged from +48.2 
to ”*31.8, averaging ”*2.9, s.d. ±14.3 for the normal series. The range 
for the five patients was +12,4 to -~1L5, averaging —IJ. The range in 
Case 53 was from +20.0 to —17.0, averaging +2.2, s.d, ±11,0, 

For statistical evaluation of the data, we have assumed that the direct 
determination on whole blood represents 100 per cent recovery of zinc. 

Table IV 

Zinc Content of 1 Cc. of Whole Blood Calculated from Unit Values of Plasma^ Leucocytes^ 
and Erythrocytes in Normal Individual 


Case 53, normal 22 year-old male; fifteen consecutive samples; all values in micro- 
grams. 


Experiment No. 

Plasma 

Leucocytes 

Erythrocytes 

Total Zn in 1 cc. of whole 
blood 

Per cent 
deviations 

(1) 

(2) 

(3) 

(4) 

CS) 

(6) 

1 

1,9 

0.10 

6.7 

8,7 

8.4 

+3.6 

2 

2.7 

0.19 

7.0 

9.9 

8.3 

+17.0 

3 

3.3 

0.15 

7.8 

11.2 

9.3 

+20.0 

4 

2.4 

0.19 

6.7 

9.3 

8.7 

+6.9 

5 

1.6 

0.29 

5.2 

7,1 

7.7 

”7.8 

6 

2.4 

0.19 

8,1 

10.7 

11.1 

”3.5 

7 

2.0 

0.35 

7.0 

9.4 

9.1 

+4.4 

9 

2.7 

0.25 

6.6 

9.5 

9.9 

”4.1 

10 

1.6 

0,16 

7.3 

9.1 

8.5 

+7,1 

11 ! 

1.5 


7.4 


8.4 


12 

3.1 

0.15 

7.6 

10.8 

10.2 

+6.9 

13 

1.9 

0.14 

5.8 

7,8 

9.4 

”17.0 

14 

1.4 

0.23 

7.2 

8.8 

9.9 

”11.1 

17 

0.9 

0.17 

5.5 

6.6 

7.6 

”13.2 

19 

2.7 

0.25 

7.8 

10.8 

9,5 

+13,7 

Mean 

S.D 

2.14 

±0.56 

0.20 

=t0.06 

6.9 

±0.88 

9.2 

±1.34 

9.1 

±0.92 

+2.2 

±11.0 


Explanation of columns the same as in Table III. 


The mean of the reconstructed total (Column 4, Table III) is slightly 
lower than the mean of the direct measurements. 

The mean of the reconstructed whole blood zinc in Case 53 is slightly 
higher than the mean of the direct measurements. 

The percentage deviation of Column 4 from Column 5, listed in Column 
6 (Tables III and IV), brings these facts out more clearly. The mean 
percentage deviation of the series is —2.9 ± 14.3, and for Case 53 (Table 
IV), the mean is +2.2 ± 11.0. Therefore the reconstructed whole blood 
zinc level may be stated to fall within about ±15 per cent of the zinc 
concentration found for whole blood by direct measurement. 
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It should be stated that the large range of percentage deviations actually 
represents minute differences in the absolute quantity of zinc present in 
the materials measured. Thus a loss or gain of 0.5 7 from a total of 5 7 
is rblO per cent, whereas the same quantity would constitute only ±5 per' 
cent of the total of 10 7 . This statistical treatment of the data was carried 
through to show the inherent limitations of the technique. In our opinion, 
however, the method appears to be useful in clinical investigation. 

Normally, red blood cell zinc constitutes 75 per cent, white blood cells 
3 per cent, and plasma 22 per cent of total whole blood zinc. The greater 
portion of whole blood zinc is red cell zinc. However, the individual 
leucocyte contains about 25 times as much zinc as the individual erythro- 
cyte. 

The data available at present do not disclose the possible differences in 
the zinc content of the various classes of leucocytes. Such studies must 
await the development of techniques for obtaining pure specimens of the 
lymphoid and myelogenous series of white cells. 

The findings presented suggest that zinc is a physiological constituent of 
blood, and its individual variations in concentration follow the mathemati- 
cal pattern of commonly observed biological distribution phenomena. 

The normal values here reported will serve as a base for comparison of 
the results of studies of blood zinc levels in the blood dyscrasias, now in 
progress. 

Inasmuch as these studies employ the combined use of the chemical 
analyses and a radioactive tracer, Zn®®, the data herein reported will serve 
as a basis for the study of the utilization of zinc in hematopoiesis, and the 
transport and distribution of zinc in the normal state and in disease. 

SUMMABY 

1 . The zinc content of normal human whole blood, plasma, leucocytes, 
and erythrocytes in males and females has been determined. 

2 . Red blood cell zinc constitutes 75 per cent, plasma zinc 22 per cent, 
and white cell zinc 3 per cent of whole blood zinc in normal human blood. 
The individual leucocytes contain about 25 times the amount of zinc found 
in erythrocytes. 

3. Zinc concentration in blood and its components follows the distri- 
bution pattern of physiological norms. 

We wish to acknowledge the technical assistance of Miss Mary L. 
Roney, Miss M, Elizabeth Hickey, and Miss Barbara M. Clapp. 
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THE ACETYL PRECURSOR IN PYRWATE SYNTHESIS 

IN ESCHERICHIA COLP 


Sirs: 

The double function of acyl phosphate as a phosphate and acyl donor 
is indicated by a great variety of experiments.^ Only the phosphate donor 
function, however, has been observed in a chemically well defined com- 
pound as synthetically prepared monoacetylphosphate.-*® Enzymatic acyl 
transfer so far had been found only with acetate plus ATP,^*^ biit not with 
the corresponding acyl phosphate.®*® Nevertheless, a reverse transfer of 
phosphate from ATP to acetate and butyrate had been observed with bac- 
terial extracts It now appears that this reverse reaction is at least par- 
tially not a true reversal. 

A more extensive study of the reaction between ATP and acetate became 
promising with the availability of the hydroxamic acid method for acyl 
phosphate determination.'^ With this method, a rather active phosphoryla- 
tion of acetate with ATP was found in extracts of dried E. coU^ particularly 
with high concentration of acetate. Some differences bet^veen the product 
of this reaction and synthetically prepared acetyl phosphate have been 
described previously.® The product has now been partially purified, and 
fractions were obtained containing equivalent amounts of reactive acetyl 
and labile phosphate but little or no stable phosphate. By short exposure 
to pH 1.5 or less even at room temperature, it becomes indistinguishable 
from synthetic acetyl phosphate. It appears possible that the compound 
is an acetyl phosphate derivative. It is, however, not diacetylphosphate. 

The ATP-acetate reaction product reacts as an acetyl donor in the syn- 
thesis of pyruvate in dialyzed suspensions of dried E. colL Grossly, this 
reaction is the reversal of the phosphoroclastic split of pyruvate to acetyl 
phosphate and formate. Synthetic acetyl phosphate reacts only in the 

* Aided by a grant from the Commonwealth Fund. 

1 Lipmann, F., in Nord, F. F., and Werkman, C. H., Advances in enzymology and 
related subjects, New York, 6, 231 (1946). 

2 Lipmann, F., J. Biol. Chem.^ 165, 55 (1944). 

3 Kaplan, N. 0., and Lipmann, F., Federation Proc., 7, 163 (1948). 

^ Utter, M. F., Lipmann, F., and Werkman, C. H., /. BioL Chem., 158, 521 (1945). 

s Lipmann, F., J. Biol Chem., 160, 173 (1915). 

® Strecker, H., Krampitz, L. 0., and Wood, H. G., Federation Proc., 7, 194 (1948). 

^ Lipmann, F., and Tuttle, L. C., J. BioL Chem,, 159, 21 (1945). 
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presence of ADP, presumably as a phosphate donor (see the table). ATP 
plus acetate with formate present, however, causes an easily measurable 
synthesis of pyruvate. These results confirm earlier observations of Utter, 
Lipmann, and Werkman^ of synthesis of carbonyl-marked pyruvate from 
carboxyl-marked acetate plus ATP. With the isolated reaction product of 

i cc. of dialyzed, 10 per cent dried E. coli suspension, 0.1 cc. of 0.1 m MgCb, and 20 
micromoles of cocarboxjdasc added to each tube. Total volume 4 cc., incubated at 
37° for 30 minutes. Pyruvate was determined by the Friedemann -Haugen method 
(/. Biol, Chem., 147, 415 (1943)). 


Additions 

Micromoles 

added 

Acetate, 

micromoles 

added 

Formate. 

micromoles 

added 

Pyruvate 
formed, 
micromoles 
per cc. of 
e-xtract 

Synthetic diacetyl phosphate ' 

20 

1000 

500 

0 

inonoacetyl phosphate 

25 

1000 

500 

0 

adp 

20 ! 

1000 

500 

1.4 

u 

20 


Synthetic monoacetyl phosphate 

25 

1000 

500 

2.2 

ATP 

25 

1000 

500 

3.9 

le 

25 

1000 

1.0 

ATP -acetate reaction product 

3 

500 

2.8 

6i <c a 

6 


500 

4.8 




ATP and acetate, an almost quantitative synthesis to pyruvate was found 
with excess formate. The preparation used in this experiment was free of 
ATP, and contained only traces of other organic phosphates. The further 
purification and identification of the reaction product are in progress. 

Biochemical Research Laboratory, Massachusetts Nathan 0. Kaplan 

General Hospital , and the Department of Fritz Lipmann 

Biological Chemistry, Harvard 
Medical School 
Boston 


Received for publication, July 26, 1948 



THE CONVERSION OF 16-KETOESTRONE TO ESTRIOL 

IN VIVO* 


Sirs: 

The hypothesis has been advanced that 16-ketoestrone is an intermediate 
in the metabolism of estrone to estrioL^ To gain further knowledge con- 
cerning the metabolic fate of 16-ketoestrone, 600 mg. of this steroid dis- 
solved in propylene glycol were administered intramuscularly in divided 
doses of 10 mg. per cc. to a man. The pooled urines (18.0 liters) were 
collected under toluene and subsequently hydrolyzed by boiling with 10 
volumes per cent of hydrochloric acid for 20 minutes. Aliquots (1.5 liters) 
of the hydrolyzed urine were processed, chromatographed, and assayed by 
previously described methods.^ From the combined ^^estriol” fractions a 
semicrystalline material was obtained which gave a titer of 10.72 and 10.95 
mg. of estriol with the Kober and Bachman reagents respectively. In each 
instance the spectrum was typical of the color product produced by pure 
estriol. Furthermore, 16-ketoestrone gave no characteristic color with 
either of these reagents and 16-keto-a-estradiol gave a characteristic color 
with only one of them (the Kober reagent). The semicrystalline material 
was further purified by solvent partition according to Friedgood and Garst® 
by use of benzene and 0.075 m Na 2 HP 04 , and then separated into cis-oid 
and trans-oid steroidal 16, 17-glycols.^ From the trans-oid portion after 
recrystallization from acetone-cyclohexane and aqueous methanol (char- 
coal), 2.4 mg. of crystals, melting at 267-269'^, uncorrected, were obtained. 
These crystals showed no melting point depression on admixture with 
authentic theelol® (m.p. 268.5--*269.5'', uncorrected). A very careful com- 
parison® of the estrogenic titers of authentic theelol and the isolated crystals 
in the Curtis-Doisy assays (with a total of 120 immature female rats) 

* This work was supported in part by a grant to the Ilees-Stealy Medical Research 
Fund from the American Cancer Society on recomnaendation of the Committee on 
Growth of the National Research Council, and was supported in part by a grant from 
the United States Standard Products Company, Woodworth, Wisconsin. 

1 Huffman, M. N., /. Am. Chem, Soc., 64 , 2235 (1942) , Huffman, M. N., and Groll- 
man, A., Endocrinology^ 41, 12 (1947). 

2 Stimmel, B. F., Biol. Chem., 162, 99 (1946). 

3 Friedgood, H. B., and Garst, J. B., Recent progress in hormone research, New 
York, 2, 31 (1948). 

4 Huffman, M. N., and Lott, M. H., J. Am. Chem. Soc., 69, 1835 (1947). 

® Kindly supplied by Dr. D. W. MacCorquodale of the Abbott Laboratories, North 
Chicago, Illinois. 

® We wish to thank Mr. Clyde J. Newton of the Magnolia Field Research Labora- 
tories, Dallas, for weighing on the microbalance a sample of the isolated estriol for 
assay purposes. 

^ Curtis, J. M., and Doisy, E. A., J. Biol. Chem., 91, 647 (1931), 
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showed identical values. There seems, therefore, no doubt that the human 
organism can convert 16-ketoestrone to estriol. 

Rees-Stealy Medical Research Fund Benjamin F. Stimmel 

San Diego j California 

Deparimenis of Pharmacology ^ Experimental Arthur Grollman 

Medicine f and Biochemistry Max N. Huffman^ 

8ouihwester7i Medical College 
Dallas 

Received for publication, August IS, 1948 


® One of us (M. N. H.) would like to acknowledge the technical assistance of Miss 
Mary Harriet Lott and Mr. James Ashmore. 



ADAPTIVE CONVERSION OF MALATE TO LACTATE AND 
CARBON DIOXIDE BY LACTOBACILLUS ARABINOSUS^ 


Sirs: 

Washed resting cells of L. arabinosus (strain 17-5) evolve little CO 2 from 
Amalie acid anaerobically when harvested from media containing salts, 
vitamins, amino acids, and glucose, but they produce considerable amounts 
when harvested from media containing malic acid in addition to the above 
components. i-Malic acid is quantitatively converted to lactic acid and 
C02.^ This activity is markedly decreased in biotin-deficient cells.^ The 
conclusion that an adaptive enz 3 ane is formed is further supported by (a) 
loss of the acquired power to ferment malate after subculture for 24 hours 
in the absence of this substance and (b) failure to extract from unadapted 
cells an enzyme system active toward malate. 

The enzyme system can be readily extracted from washed, acetone-dried, 
adapted cells with dilute phosphate buffer, pH 7.0, and is fully active after 
extensive dialysis against salt solutions in the absence of phosphate. The 
extracts catalyze both reactions (1) and (2). 

(1) Z-Malate — lactate 4- CO 2 

(2) Oxalacetate = pyruvate + CO 2 

The requirements for full activity are shown in the accompanying table. 
The decarboxylation of oxalacetate is not affected by either DPN or TPN. 
The extracts contain lactic dehydrogenase but little or no malic dehydro- 
genase as tested spectrophotometrically with reduced DPN and pyruvate 
or oxalacetate respectively. 

Although the ratio of activities (1) and (2) remains constant following 
partial purification, lactic dehydrogenase is decreased. This suggests that 
reaction (1) is a DPN-linked dismutation resulting from the combination 
of reactions (3) and (4). 

(3) ^Malate + DPNox. = pyruvate 4- CO 2 + DPNred. (“malic’’ enzyme) 

(4) Pyruvate 4- BPNred. = lactate 4- DPNox. (lactic dehydrogenase) 

The new adaptive enzyme, catalyzing reaction (3), appears to be similar 

Aided by grants from the United States Public Health Service, the American 
Cancer Society (recommended by the Committee on Growth of the National 
Research Council), the Office of Naval Research, and the Lederle Laboratories 
Division, American Cjmnamid Company. The help of Mr. I. Harary and Miss A. del 
Campillo is gratefully acknowledged. 

1 Blanchard, M. L,, Korkes, S., and Ochoa, S., unpublished. 
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to the enzyme of pigeon liver, ^ although strictly DPN- (instead of 

TPN") specific. This coenzyme specificity explains the ready occurrence 
of reaction (1).^ 


Additions 

COs evolved in 10 mm. from 

0,04 M 1-maIate 
(pH 6.0) 

0,03 M oxalacetate 
(pH 4.S) 


c.nm. 

cMm, 

Complete system* i 

146 


No phosphate 

no 

156 

MnCh 

16 

12 

DPN 

20 

165 

TPN instead of DPN 

25 



0.15 M acetate buffer, 0.07 m phosphate buffer, 1.85 X 10“® m MnCh (MgCh is 
much less effective), 1.1 X lO”'^ m DPN, and 0.5 cc. of dialyzed enzyme extract con- 
taining 4.5 mg. of protein. Final volume, 2.7 cc.; gas, air; temperature, 25'". 


Acetone powder extracts of adapted L. arahinosus can be conveniently 
used for the quantitative determination of i-malic acid. 

Department of Pharmacology Seymour Koekes 

New York University College of Medicine Severo Ochoa 

New York 

Received for publication, September 10, 1948 


2 Ochoa, S., Mehler, A. H., and Kornberg, A., J. Biol, Chem., 174, 979 (1948). 

2 Mehler, A. H., Kornberg, A., Grisoiia, S., and Ochoa, S., J. Biol. Chem., 174, 961 
(1948). 



CRYSTALLINE a-AMYLASE FROM BARLEY MALT^ 

Sirs: 

Malted grains are the only rich sources of plant a>amylase that may be 
obtained in quantity. By the following procedurcj we have prepared from 
barley malt a crystalline protein with a high degree of a-amylolytic activity. 
The method applies the unusual stability of the crude enzyme toward heat 
and its highly selective adsorption on raw starch from alcoholic solutions. 
The instability of the enz3rme in the absence of calcium and the advantage 
of rather high temperatures for crystal formation were found to be impor- 
tant conditions. 

A concentrated barley malt extract^ was heated without dilution to 70® 
for 10 to 15 minutes and filtered hot. The filtrate was made 0.45 saturated 
with solid ammonium sulfate, pH being kept at 5.6 to 6.0. The precipitate 
was washed with about 5 times its volume of one-third saturated ammo- 
nium sulfate, made with water saturated with calcium sulfate, and adjusted 
to pH 5.6 to 6.0. The precipitate was then dissolved in 5 to 10 times its 
original volume of cold (+5®) dilute ethyl alcohol (40 per cent by volume) 
containing 2 gm. of CaCh per liter. Precipitated calcium sulfate was 
filtered off in Filter-Cel, and the latter washed with 40 per cent alcohol. 
The alcoholic solution of amylase was then adsorbed on starch, as outlined 
by Schwimmer.2 The starch w^as washed with cold 40 per cent alcohol and 
eluted with water saturated with calcium sulfate. It was found best to 
mix the starch with about an equal weight of Filter-Cel and to suck the 
alcoholic solution of enzyme through a column of the dry mixture. The 
eluate was separated into several portions as it came through the column. 
The portions were tested individually for a-amylase, and only those rich in 
enzyme were used. The enzyme was precipitated at two-thirds saturation 
with ammonium sulfate (pH 6.0), removed by filtration with Filter-Cel, 
washed with more ammonium sulfate solution, and finally extracted from 
the Filter-Cel with as small a volume as convenient of water half saturated 
with calcium sulfate. 

At this stage, the enzyme solution was clear and colorless, and contained 
about 2 mg. per cc. of protein nitrogen. The specific activity of the enzyme 
was about 50 times that of the original malt extract. This solution was 
brought to pH 5.9 to 6.0 (where of-amylase was found to be least soluble in 
dilute ammonium sulfate). Crystals appeared on the addition of ammo- 

* Enzyme Research Laboratory Contribution No. 116. 

1 An experimental product most generously supplied us by Dr. Alexander Frieden 
of the Pabst Brewing Company, Milwaukee, Wisconsin. 

2 Schwimmer, S., VII Cong, internat, ind. Agr., Paris, 1, Q6-D (1948). 
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nium sulfate to this solution at about 30®. It was sometimes necessary to 
remove a fraction precipitated at about 0.2 saturation. The crystalline 
enzyme separated out, for the most part between 0.25 and 0.28 saturation, 
Eecrystailization was made after solution (which is slow) in half saturated 
calcium sulfate water and reprecipitation with ammonium sulfate as before. 
At this point, the specific activities of mother liquor and crystalline mate- 
rial were the same. Crystal formation was not observed below 25°, nor 
below pH 5,6, though neither condition appeared to affect the activity of 
the enzyme. 

Crystal formation has been observed on many occasions, but the yield 
was usually small (1 to 2 per cent of the enzyme originally present). 

Lately, however, yields of 16 per cent of 2 X crystallized enzyme, and 
of 11 per cent of 3 X crystallized (both quite free from visible amorphous 
matter), have been obtained. 

The crystals are hexagonal prisms capped by pyramids. They appear 
to have a high refractive index. The largest obtained were about 13 ix in 
length. They are readily soluble in 40 per cent alcohol. 

Analysis of the twice crystallized material gave 13.4 per cent nitrogen 
(after dialysis). The crystals did not disintegrate rapidly in 0.4 saturated 
ammonium sulfate solution that contained no calcium. Crystals washed 
thoroughly with this solution contained 0.01 per cent P and 0.035 per cent 
Fe. The ash was 0.64 per cent, of which roughly one-fifth consisted of 
Ca.^ 

The a“amylol 3 ^ic activity per unit of protein nitrogen was 67 times that 
of the original extract. The turnover number is of the same order of mag- 
nitude as that of crystalline pancreatic amylase,^ about 10^ bonds per mol- 
ecule per minute (assuming a molecular weight of 100,000). The forma- 
tion of reducing substances from starch appears to follow the same kinetics 
as that observed by Bemfeld and Studer-P4cha with partially purified malt 
oi-amylase acting on amylose.^ This behavior has been regarded as char- 
acteristic of a-amylase action. 

Enzijim Research Laboratory Sigmund Scuwimmeb 

Bureau of Agricult ural and Industrial Chemistry A. K. Balls 

United Btates Department of Agriculture 

Albany y California 

Received for publication, August 30, 1948 


® Determined spectroscopically through the courtesy of Dr. E. J. Eastmond of the 
Western Regional Research Laboratory. 

^ Meyer, Fischer, E. H., and Bernfeld, P., Helv. chim. acta, 30, 64 (1947). 

® Bernfeld, P., and Studer-Pdeha, H., Helv, chim. eda, 30, 1895 (1947). 



LIBERATION OF AMINO ACIDS FROM RAW AND HEATED 
CASEIN BY ACID AND ENZYME HYDROLYSIS* 

By L. V. HANKES, W. H. RIESEN, L. M. HENDERSON, and C. A. ELVEHJEM 

(From the Department o/ Biochemistry, College of Agriculture, University of 
Wisconsin, Madison) 

(Received for publication, June 19, 1948) 

Earlier work showed that the nutritive value of casein was decreased by 
dry heat and that the addition of lysine restored its nutritive value (1). 
The lysine was not damaged materially by the heat treatment, since analy- 
ses of acid hydrolysates of heated casein with lysine decarboxylase (2) and 
chemical isolation as the picrate (3) showed no decrease in the lysine con- 
tent. Eldred and Rodney (2), using the lysine decarboxylase method, and 
Fader, Melnick, and Oser (4), using the Streptococcus faecalis assay, found 
that heating casein in a dry state at 150'' for a few hours decreased the 
quantity of lysine liberated by enzyme hydrolysis in vitro. Block, Jones, 
and Gersdorff (3) reported that the lysine content of casein was not af- 
fected by exposure to dry heat at a temperature at 150°, but that enzy- 
matic liberation of the amino acid was decreased. 

Melnick, Oser, and Weiss (5) pointed out that factors known to increase 
the nutritive value of soy bean protein also increase its in vitro digesti- 
bility. In a recent report, Riesen et al. (6) showed that the degree of 
liberation of the ten essential amino acids from soy bean oil meal by pan- 
creatin was increased when the meal had been autoclaved for 4 minutes at 
15 pounds pressure. When the period of autoclaving was extended to 4 
hours, the liberation of these amino acids was decreased below that ob- 
tained with the raw meal. The amino acid content was unaffected by the 
short autoclaving procedure; after prolonged heat treatment, the lysine, 
arginine, and tryptophan values found by microbiological assay of acid or 
alkaline hydrolysates were decreased. 

To determine whether casein ^vas altered similarly, the effect of heat 
treatment on the amino acid composition and the extent of liberation of 
amino acids by enzymes were measured microbiologically. Since prelim- 
inary experiments indicated that this protein was much more resistant to 
changes in digestibility by moist heat than soy bean protein, the longer 
period of autoclaving was extended from 4 to 20 hours. In this work, the 

Published with the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. Supported in part by grants from Swift and Company, Inc., 
Chicago, and the Research Committee of the Graduate School from funds supplied 
by the Wisconsin Alumni Research Foundation. 

467 



468 


LIBERATION OF AMINO ACIDS 


release of amino acids by successive treatment with a number of mamma- 
lian digestive enzymes was investigated. 

EXPERIMENTAL 

Preparatiofi of Samples — Pyrex trays were filled to a depth of 0.5 inch 
with vitamin test casein (Smaco) and heated in an autoclave at 15 pounds 
pressure (121°) for 4 minutes and for 20 hours. The heated casein was then 
dried in a stream of air at 65° for 24 hours. Moisture and KJeldahl nitro- 
gen determinations were made on each sample. 

Acid and Alkaline Hydrolysis — The conditions of acid hydrolysis which 
released maximum quantities of amino acids from casein, as measured by 
the formol titration, were determined in preliminary experiments. Casein 
was autoclaved with 25 volumes of 3 to 5 n hydrochloric acid at 15 pounds 
pressure for 1| to 18 hours; maximum liberation of amino groups was ob- 
tained with 3 N acid for 10 hours. Since longer periods of hydrolysis 
caused a slight reduction of the formol titration value, the 10 hour period 
with 3 N HCl was adopted for the assay of all amino acids except cystine, 
tryptophan, and tyrosine. 

Riesen (7) found that free cystine was destroyed by the acid hydrol3’’sis 
procedure used for the release of other amino acids and that maximum 
cystine values ivere obtained when the casein was autoclaved with 30 
volumes of 2 n hydrochloric acid for 3 hours. This procedure, used in these 
studies for the hydrolysis for cystine analysis, should give comparable 
values for the three casein samples, though they may be somewhat lower 
than the true cystine content. 

Alkaline hydrolysates for tryptophan and tyrosine assays were prepared 
by autoclaving samples of casein with 20 volumes of 5 N sodium hydroxide 
for 15 hours at 15 pounds pressure. Complete racemization was assumed. 

Enzyme Hydrolysis — In enzyme digestion studies, commercial prepara- 
tions of pancreatic and ereptic enzymes from several sources were assayed 
for their relative proteolytic or peptidase activities by measuring with 
formol titration the amino groups liberated from unheatod casein. For 
proteinase activity determinations, 1 gm. of casein was shaken at 37° for 
4 hours with 20 mg. of the preparation to be tested at pH 8 with 50 ml. of 
carbonate buffer. The substrate for peptidase activity determination was 
prepared by digesting casein for 2 days in this manner with the most active 
pancreatic enzyme preparation tested. For these assays, 20 mg. of the 
crade peptidase preparation w^ere incubated at pH 7 for 4 hours with the 
pancreatic digest of 1 gm. of casein. Pepsin (Difeo), whole pancreas 
(Viobin), and erepsin (Difeo) were selected for this work. By employing 
these enzymes successively for short periods of incubation, the rates of 
the digestion of the raw and heated casein samples were determined with 
periodic a-amino nitrogen and microbiological amino acid determinations. 
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10 gm. each of the raw and the two heated casein samples were placed in 
2 liter Eiienmeyer flasks with 500 ml. of 0.1 n hydrochloric acid and shaken 
at 37° overnight. 10 ml. of enzjmie solution containing 50 mg. of pepsin 
(Difco) were then added to each flask. A fourth flask containing 500 ml. 
of 0.1 N hydrochloric acid and 50 mg. of pepsin, but no substrate, served 
as a blank. After 40, 70, and 100 minutes, pH measurements were made 
and 2 ml. aliquots were removed from each flask for Van Slyke a-amino 
nitrogen determinations, to measure the progress of the digestion. At 100 
minutes, the rate of digestion was decreasing rapidly; therefore, at 120 
minutes a 50 ml . aliquot was removed from each flask. These aliquots were 
heated in a boiling water bath for 15 minutes to inactivate the pepsin, and 
were stored at —4° for amino acid assays. 

Immediately after removal of the 50 ml. aliquots, 8 ml. of 5 n sodium 
hydroxide were added to each digestion flask to neutralize the solutions 
partially and to arrest the peptic activity. The solutions were then ad- 
justed to pH 8.2 with 5 N sodium hydroxide and 10 ml. of toluene added. 
10 ml. of pancreas (Viobin) solution (filtered water extract containing 10 
mg. per ml.) \Yere then pipetted into each flask. The course of the diges- 
tion was again followed with pH measurements and Van Slyke a-amino 
nitrogen determinations; after 1 hour the solutions were readjusted to pH 
8.2. After 2 hours 50 ml. aliquots were removed and treated as before. 

The contents of each flask were then adjusted to pH 7.0 and 10.0 ml. 
of erepsin (Difco, filtered water extract containing 5 mg. per ml.) were im- 
mediately added. The progress of digestion was again determined by 
periodic pH measurements and a-amino nitrogen determinations. After 2 
hours, 50 ml. aliquots were removed and treated as above. The digestion 
■was allowed to continue for 5 days longer, at which time 50 ml. aliquots 
were again removed. 

Amino Acid Assays — Sixteen amino acids were determined microbiolog- 
ically on the acid and enzyme hydrolysates with the following organisms 
for the amino acids indicated: Lactobacillus arahmosus 17-5 for glutamic 
acid, leucine, tryptophan, valine, and phenylalanine; Leuconostoc mesenter- 
oides P-60 for aspartic acid, cystine, glycine, histidine, isoleucine, lysine, 
proline, and tyrosine; Streptococcus faecalis R for methionine and threonine; 
and Lactobacillus ddbrueckii 3 for arginine. All amino acids except cystine 
were determined by the methods of Henderson and Snell (8). Cystine was 
determined with an oxidized peptone medium as described by Riesen et al 
(9). 


RESULTS AND DISCUSSION 

Amino Acid Content of Raw versus Heated Casein — ^The data presented in 
Table I show that, with the exception of cystine, the amino acid content of 
casein as measured microbiologically after acid hydrolysis (alkaline hydroly- 
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^ Tile amino acid figures represent the average of from three to five microbiological assays of two different hydrolysates. The total 
nitrogen in the raw casein was 13.51, 4 minute casein 13.66, and the 20 hour casein 13.50 per cent; the moisture contents were 8.00, 8.14, 
and 6.50 per cent, respectively. 

t See the text for the conditions of hydrolysis. The acid hydrolysis values are expressed as per cent (gin. per 100 gm. of protein) amino 
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LIBERATION OF AMINO ACIDS 


sis for tyrosine and tryptophan) was not affected significantly by auto- 
claving at 15 pounds pressure (121°) for 4 minutes or 20 hours. The c}' stiiie 
value was reduced to one-fourth that of the raw casein by autoclaving for 
20 hours, but Avas unchanged by autoclaving for 4 minutes. 

Liberation of Amino Acids by Digestive Enzymes — -In Fig. I arc shown 
typical hydrolysis curves of raw casein and casein autoclaved for 4 minutes 
and 20 hours at 15 pounds AA’hen subjected to successive digestion with 
pepsin, pancreas enzymes, and erepsin. Heated casein was digested more 



Fig. 1. Release of a-amino nitrogen from raw casein (Curve 1), casein autoclaved 
4 minutes (Curve 2), and casein autoclaved 20 hours (Curve 3) by successive digestion 
with pepsin, pancreas enzymes, and erepsin. The digests were adjusted to pH 1.0 
for peptic digestion, to pH 8.0 for pancreatic digestion, and to pH 6.8 for creptic 
digestion. There were insignificant changes in pH during the course of the digestion, 
except after 1 hour with pancreas enzymes when the raw casein digest was pH 6.4, 
4 minute casein pH 5.9, and the 20 hour casein pH 7.1. The contents were readjusted 
to pH S for the remainder of the pancreatic digestion. 

rapidly in the initial stages by pepsin; the extent of digestion was about the 
same at the end of 2 hours, regardless of the heat treatment. The rate of 
release of a-amino nitrogen during pancreatic and ereptic digestion of casein 
was slightly increased by autoclaving for 4 minutes and decreased by auto- 
claving for 20 hours. A disproportionately large reduction in pH in rela- 
tion to the release of a-amino nitrogen occurred during the 1st hour of 
pancreatic digestion. 

The interpretation of the data on the extent of amino acid li])eration by 
enzymes ivhen measured by microbiological procedures is complicated by 
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the probable utilization of peptides by the microorganisms commonly used 
for the assay of amino acids. Peptides that have been investigated thus 
far show variable activity, ranging from 0 to 100 per cent when assayed 
for the amino acids which they contain (10-13). In view of this variation 
in response of microorganisms to peptides, the term '^microbiologically 
available’’ amino acids will be used in the discussion of Table I, The 
above objection invalidates these values for other than gross comparative 
purposes. 

Pepsin Digestion 

The liberation of c^i-amino nitrogen and microbiologically available amino 
acids from casein by pepsin was unaffected by heat treatment. There was 
considerable variation in the extent of liberation of the individual amino 
acids; a relatively large percentage of the arginine and much lower per- 
centages of glutamic acid, glycine, leucine, methionine, phenylalanine, 
threonine, and tryptophan were released. No significant quantities of the 
other amino acids were liberated. The percentage of arginine that be- 
came microbiologically available was about 8 times as great as the aver- 
age^ percentage of all sixteen amino acids. Half of the a-amino nitrogen 
liberated (measured by the Van Slyke method) could be accounted for by 
microbiologically available amino acids. 

Pepsin Plus Pancreas Digestion 

The liberation of a-amino nitrogen and the ‘^average” liberation of 
mino acids from casein by pepsin followed by pancreas were slightly in- 
creased by autoclaving for 4 minutes and decreased by autoclaving for 
20 hours. All amino acids except proline were released by pancreas en- 
zymes. The extent of liberation of aspartic acid, cystine, histidine, and iso- 
leucine was less than 10 per cent, -while the total amino acid liberation was 
approximately 20 per cent and was equal to the percentage release of a- 
amino nitrogen. 

The percentage of the arginine which became microbiologically available 
was approximately 4 times as great as the average of the other amino acids. 
Hunter and Dauphinee (14) have also reported a rapid cleavage of this 
amino acid from casein and gelatin by trypsin. It is not laiovm, however, 
w’hether arginine is liberated in the form of peptides having high activity 
for Laclobacillus delbrueckii 3 or as free arginine. 

In general the results obtained with pancreas enzymes agree with those 
of other workers. Abderhalden (15) found more rapid liberation of tyrosine 
than of glutamic acid from casein by pancreatin. Hunter (16) found that 
a proline fraction exists in casein which is comparatively resistant to tryptic 


^ See Table I, foot-note fj. 
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digestion. It is possible that the low values obtained in the present study 
with eiiz}une digests are due to the absence of proline-releasing enzymes in 
the preparations used. 

Digestion with Pepsin, Pancreas, and Erepsm 

The extent of liberation of microbiologically available amino acids from 
casein was determined after following the pepsin-pancreatic digests pre- 
pared in the above manner with digestion by erepsin for 2 hours and 5 days. 
The extent of liberation of aspartic acid, cystine, histidine, isoleucine, and 
proline after 2 hours was belo^v 10 per cent, ^vhile the total liberation of 
amino acids was about 40 per cent. Arginine, methionine, and tryptophan 
were nearly entirely liberated. After 5 days, most amino acids were com- 
pletely available to the microorganisms used for assay. The liberation of 
cystine, which had been low throughout the digestion, increased consider- 
ably after 5 days. The release of aspartic acid and proline remained low, 
i.e. 10 to 20 per cent, while the liberation of methionine was approximately 
150 per cent. The latter result could indicate activity of peptides above 
that expected on the basis of methionine content, or destruction of meth- 
ionine during acid hydrolysis. The values for acid hydrolysates reported 
here are lower than those obtained by many other workers, a result which 
supports the latter explanation. In a previous study, an average value of 
2.69 =b 0.26 per cent in the dried, ash-free protein was reported, while six 
values cited from the literature averaged 2.85 ± 0.21. The value for raw 
casein reported in Table I is 2.33 corrected for moisture and ash. 

The amino acid totals exceeded the a-amino nitrogen values after diges- 
tion by erepsin for 2 hours or for 5 days. The average peptide sme at the 
end of 5 days was 2 amino acid residues. 

It should be pointed out that the extent of liberation of glutamic acid 
from proteins by enzymes is not strictly comparable to that obtained on 
acid hydrolysates, since in enzyme hydrolysates any glutamine released 
would have been converted to pyrrolidonecarboxylic acid by the heating 
to inactivate the enzymes, and the subsequent sterilization of the assay 
tubes by autoclaving. According to Hamilton (17) glutamic acid is rela- 
tively stable to acid hydrolysis and to autoclaving, whereas glutamine is 
converted to glutamic acid when heated below pH 3 and to the inactive 
pyrrolidonecarboxylic acid during autoclaving at pH 6.5. Work in this 
laboratory has shown that sterilization of the medium by autoclaving for 
10 minutes at 12 pounds pressure at neutral pH causes complete or nearly 
complete loss of activity of free glutamine for Lactobacillus arahinosus. It 
appears from Table I that glutamic acid was quantitatively liberated by 
enzymes in 5 days or less. This may be accounted for by assuming (a) 
deamidation of the glutamine during enzyme hydrolysis, (5) release of 



HANKES, KIESEN, HENDERSON, AND ELVEHJEM 


475 


glutamine in peptide combinations which are not cyclized by heat, or (c) 
release of peptides of glutamic acid possessing more activity than glutamic 
acid itself, thus compensating for the glutamine destz'oyed during auto- 
claving. 

The liberation of aspartic acid, in contrast to glutamic acid, was low 
throughout the 5 day digestion period. Whereas glutamine is fully as 
active as glutamic acid for Lactobacillus arabinosus (18), asparagine is 
much less active than aspartic acid for Leuconostoc mesenteroides P-60 (19). 
The low values obtained may be due to the liberation in the form of as- 
paragine or peptides. 

Casein appears to be less affected by heat than soy bean protein. Very 
little increase in digestibility was noted after 4 minutes of autoclaving; 
some destructive effects occurred after 20 hours. In both soy bean and 
casein, lysine was among the amino acids whose rate of release by enzymes 
after heat treatment was affected most adversely. 

SUMMARY 

1. Autoclaving casein at 15 pounds pressure for 4 minutes had no effect 
on the amino acid composition as measured by microbiological determina- 
tions after acid hydrolysis. Autoclaving for 20 hours reduced the cystine 
content, but did not affect the amounts of other amino acids. 

2. The rate of release of a-amino nitrogen and of microbiologically avail- 
able amino acids during a 2 hour digestion of casein with a limited quantity 
of pepsin was unaffected by the heat treatments. The release of amino 
acids from the pepsin digests after treatment with desiccated pancreas and 
then with erepsin was higher in the casein autoclaved for 4 minutes and 
lower in casein autoclaved for 20 hours, compared to unheated casein. 

3. The release of amino acids from raw casein by pepsin was 5 per cent 
with 10 per cent liberation of a-amino nitrogen. 40 per cent of the arginine 
became microbiologically available. 

4. Pancreatic digestion for 2 hours released approximately 22 per cent 
of the amino acids and 19 per cent of the oi-amino nitrogen and, after an 
additional 2 hour digestion with erepsin, 39 per cent of the amino acids 
was available to the lactic acid bacteria and 27 per cent of the a-amino 
nitrogen was released. Continued digestion with no additional enzymes 
for 5 days released 50 per cent of the a-amino nitrogen and 77 per cent of 
the amino acids in microbiologically available form. Only small amounts 
of aspartic acid and proline were liberated. 
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THE DISTRIBUTION OF COLLAGEN IN THE GUINEA PIG 
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Denial Clinic, University of Chicago^ Chicago) 

(Received for publication, June 19, 1948) 

Collagen is an extracellular protein found in connective tissue, especially 
in bone, skin, tendon, fascia, and the walls of blood vessels. Similarities 
in respect to biological origin, staining reactions, solubility in alkali, pro- 
duction of gelatin on boiling, etc., appear to justify the assumption generally 
made that collagen is of the same general nature in all the mammalian 
tissues in which it occurs. It has been shown histologically by Wolbach 
and Howe (1) that collagen is formed from precollagenous material in ma- 
turing connective tissue and that this process is interrupted in scurvy. 

The occurrence of collagen in tissues whose primarily mechanical func- 
tion is extended geometrically in growth and maintained in fasting lias 
made it seem desirable to investigate (1) the distribution of collagen in the 
whole animal and in individual tissues, and (2) the variations in collagen 
distribution in fasting and scorbutic animals at different age levels. 

In the following study the collagen method of Spencer, Morgulis, and 
Wilder (2) (which they tested with some care for specificity, and which in 
our hands has yielded more reproducible results with small amounts of 
tissue than did the method of Lowry, Gilligan, and Katersky (3)) has 
been modified to render it applicable to bone, and the precision of the modi- 
fied method has been determined. The collagen nitrogen, expressed 
as per cent of total nitrogen, has been determined in the muscle, connective 
tissue, and bone of normal, scorbutic, and fasted guinea pigs at three age 
levels. An effect of scurvy on this percentage is demonstrable in the bones 
of young animals, the effect being consistent with the histological findings 
mentioned above (Experiment 1). 

Because the increase in the amount of collagen relative to total nitrogen 
in muscle in fasting found with the method of Spencer, Morgulis, and 
Wilder appeared unexpectedly high, the increase was measured by the 
method of Lowry, Gilligan, and Katersky (Experiment 2), The latter 
method was also employed in an approximate analysis of the distribution of 
collagen in a wdiole guinea pig (Experiment 3) . 

EXPERIMENTAL 

Experiment 1 

Methods — The experimental animals consisted of three sets of six guinea 
pigs each. The animals of the first set were 10 da3^s old at the beginning 
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of the experiment, those of the second set 36 days old, and those of the third 
set were adult (at least 72 days old). Of each set, two animals were fed a 
complete diet, two a vitamin C-free diet, and two were given a complete 
diet for 10 to 12 days from the start of the experiment, the procedure being 
designed to bring the fasted animals to about the same weight as the 
scorbutic animals at the end of the experiment. All six animals in each set 
were killed at approximately the same time. All the animals on a scor- 
butic diet manifested losses of weight and (with the exception of Animal 
17) showed the gross appearance and behavior of scorbutic animals, and 
all showed gross lesions characteristic of scurvy in either mandible or tibia. 
The adequate diet consisted of cabbage, carrots, hay, and either Purina 
rabbit chow or vitamin C-free rabbit pellets (Arcady Farms Milling Com- 
pany, Chicago); the scorbutic diet consisted of vitamin C-free rabbit 
pellets. 

From each of the freshly killed animals were removed (1) one gastroc- 
nemius muscle, which was rapidly freed of its ictidons and grossly visible 
fascia^ (2) transparent pieces of fascia about 0.2 sq. cm. in area and free of 
visible vessels, nerves, and fat from beneath the dorsal skin, about eight 
such pieces being pooled in a centrifuge tube containing absolute alcohol 
and two or thi'ee such pooled samples being taken per animal, and (3) the 
femurs. 

Each muscle was immediately ground with a little water to a homogene- 
ous suspension; the suspension was diluted with water to about 20 ml., 
and four 4.00 ml. aliquots were pipetted into 15 ml. centrifuge tubes which 
were immediately heated in the autoclave at 21 pounds pressure for 3 hours, 
cooled, and centrifuged. Each supernatant with two 2.0 ml. washings of 
the corresponding precipitate was transferred to a second 15 ml. centrifuge 
tube and mixed with 6 drops of concentrated HCl and 4.0 ml. of 5 per cent 
tannic acid. After standing overnight at 4° the precipitate was centrifuged 
and the supernatant and two 2,0 mb washings of the precipitate were pooled 
and analyzed for nitrogen (acid-soluble non-collagen nitrogen). The 
washed precipitate from the autoclaving and the washed precipitate from 
the tannic acid precipitation were analyzed, yielding acid-insoluble non- 
collagen nitrogen and collagen nitrogen respectively. 

Each pooled sample of fascia, after removal of the ethanol and suspension 
in 4.0 ml. of water, was analyzed in similar fashion, the ethanol being added 
to the acid-soluble non-collagen nitrogen fraction. 

The femurs were carefully freed of muscle and tendon, left in acetone 
overnight, and dried at 110® for 30 minutes. Each bone was ground until 
the particles passed through a 200 mesh sieve. Accurately weighed sam- 
ples about 50 mg. in weight were placed in 15 ml. centrifuge tubes with 4 
mb of water and autoclaved for 3 hours at 30 pounds pressure. The tubes 
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were cooled and centrifuged and the supernatants poured into 15 ml. 
centrifuge tubes, diluted to about 8 ml., and treated with 6 drops of con- 
centrated HCl and 4 ml. of 5 per cent tannic acid as above. The precipi- 
tates separated from the above supernatants were shaken an hour with S 
ml of 0.5 N HCl, centrifuged, and retreated with 0.5 n HCl. The super- 
natants from both treatments with 0.5 n HCl were joined and precipitated 
with 8 ml. of 5 per cent tannic acid. The tannic acid precipitates, the 
supernatants overlying them after centrifugation, and the material not 
rendered soluble by HCl were treated as were the similar fractions from 
muscle. Other aliquots of the bones were analyzed for total nitrogen. 

The method outlined is a micromodification of the method of Spencer, 
Morgulis, and Wilder (2). The digestion in the nitrogen analyses was 
begun with 2.0 ml. (4.0 ml. for non-collagen nitrogen) of concentrated sul- 
furic acid in a total volume of at least 6 ml. and continued for 12 hours with 
selenized Hengar granules. The distillation and titration were carried out 
according to Ma and Zuazaga (4) . The average total nitrogen in the muscle 
aliquots was about 10 mg. per aliquot, in the pooled fascia samples 0.2 mg. 
per pooled sample, and in the bone aliquots 2 mg. per aliquot. 

Results — Table I includes all results not discarded for known errors in 
technique, except that the separate figures for acid-soluble and acid-in- 
soluble non-collagen nitrogen and bone to-tal nitrogen are not included. 
The average deviation from the mean is about 0.1 mg. of nitrogen in the 
muscle analyses, 0.03 mg. of N in the bone analyses, and 0.01 mg. of N in the 
fascia analyses. The percentage of total nitrogen in the acid-soluble frac- 
tion was relatively constant in all three tissues. Deviations from the mean 
values of 20 per cent for muscle, 24 per cent for fascia, and 14 per cent for 
bone, except for slightly higher values in the youngest animals, lie within 
the range of experimental error. In all three tissues, therefore, the collagen 
nitrogen and acid-insoluble non-collagen nitrogen constitute about 80 to 
85 per cent of the total nitrogen. (For example, the figures for muscle 
collagen nitrogen and acid-insoluble non-collagen nitrogen are 10 and 70 
per cent respectively for Animal 5, and 50 and 30 per cent respectively for 
Animal 11.) 

The sum of the nitrogen in the bone fractions agreed with the total nitro- 
gen determined independently, with an average deviation of 3 per cent and 
no deviation over 8 per cent. An exception was the analysis of Animal 
13, in which a 20 per cent deviation is attributable to an error in the total 
nitrogen analysis, which explains the low collagen nitrogen expressed as 
per cent of dry bone weight when compared with the analysis of Animal 13. 

In Table I the drop from the normal values of bone collagen nitrogen in 
scurvy is marked in the youngest animal and appreciable in the middle 
age group. As there is no effect of fasting in these groups, the effect of 
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Table I 


Varialions in Collagen Distribution {Experiment 1) 


Anim:; ' 
No. 

I Age 

Diet 

Weight during 
experiment 

Collagen N, per ( 
total N 

cent of 

Collagen 
K, per 
cent of 
dry bone 
weight 


\ 

f 

Nature 

Duration 

Initial 

Final 

Muscle 

Fascia 

Bone 


days 


days 

gm. 

gm. 





1 

10 

Adequate 

22 

131 

277 

10 

76 

51 

2.35 







10 

61 









10 

58 








1 

14 




2 

10 

cc 

22 

138 

286 

9 

61 

54 

2.50 



1 




9 

37 

48 








10 


1 








10 




3 

37 


25 1 

302 

472 

13 

60 

64 

2.52 







12 

60 

61 








12 

70 









11 




4 

37 


25 

326 

502 

12 

74 

60 

2.64 







14 

62 

60 








12 

71 









14 




6 

90 

a 

29 

466 

643 

i 

72 

70 

2.62 







11 

61 









9 

54 









10 




6 

90 

11 

29 

459 

631 

10 

50 

68 

2.58 







10 

56 

66 








10 

67 









7 




7* 

10 

a 

15 

116 

120 

55 

57 

52 

2.65 



No food 

7 



53 

48 

48 








53 

58 









53 




8 

10 

Adequate 

15 

127 

152 

57 

39 

i 57.5 

3.16 



No food 

7 



58 

40 

57 








56 

48 









57 




9 

37 

Adequate 

16 

302 

256 

55 

67 

66 i 

2.71 



No food 

9 



73 










66 










67 




10’' 

37 

Adequate 

16 

326 

262 

60 


68 

2.90 



No food 

9 



54 


67 








59 










53 
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Table I — Concluded 


Animal 

No. 

Age 

Diet 

Weight during 
experiment 

Collagen N, per cent of 
total N 

Collagen 
N, per 
cent of 
dry bone 
weight 

Nature ! 

Duration 

Initial 

Final 

Muscle 

Fascia 

Bone 


days 


days 

gw. 

gm. 





11* 

90 

Adequate 

11 

523 

365 

41 

64 

58 

2.3S 



No food 

11 



51 

84 

57 








51 










49 




12 

90 

Adequate 

11 

679 

465 

13 

68 

62 

2.20 



No food 

11 



19 

78 

60 








14 

75 









14 




13 

10 

Scorbutic 

22 

108 

146 

16 

62 

37 

1.77 







17 

66 

32 








13 




13t 








33 

2.01 









33 


14 

10 

a 

.22 

108 

146 

20 

57 









22 

92 









24 

62 









24 




15 

37 

a 

25 

348 

365 

22 

35 

I 54 

2.4^ 







20 

62 

52 








19 

73 









13 




16 

37 

it 

25 

343 

334 

13 

56 

50 

2.35 







15 

62 









18 










18 




17 

90 


29 

598 

577 

16 

72 

73 

2.66. 







18 

72 

74 








19 










15 




IS 

90 

C ( 

29 

610 

420 

11 

68 

68 

2.68 







10 

79 

67 








13 

64 









11 





* Died. 

t Left femur of Animal 13. 


scurvy is not to be ascribed to inanition. The drop is consistent with the 
histological findings in scorbutic bone, an interruption of the conversion of 
precollagenous material to collagen. An increase in the collagen per cent 
with age and a decreased effect of scurvy with age are observable by an 
inspection of the data and are statistically significant. The constancy of 
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the collagen nitrogen expressed as per cent of dry bone weight in normal^ 
fasted, and older scorbutic animals is to be noted. 

In muscle the direction (rise) of the changes in the collagen nitrogen is 
the same in both fasting and scurvy and the rise is greater in fasting. 
Hence the rise in scurvy may be attributed to inanition. 

The fascia analyses are obviously at the lower limit of useful precision 
of the method in its present form. The average collagen values for 
normal, fasting, and scorbutic animals are 62, 61, and 66 per cent respec- 
tively; for the youngest, intermediate, and oldest animals, 58, 64, and 70 
per cent respectively, the probable error being about 2 per cent for each 
average. There is a significant increase in collagen per cent with age. It 


Table II 


Collagen and Total Nitrogen Content of Gastrocnemius {Experiment 2) 


Animal 

No. 

Diet 

Weight during 
experiment 

Gastrocnemii, right and left combined 

Nature 

Dura- 

tion 

Initial 

Final 

Weight 

Colla- 
gen N 

Total 

N 

“r/x- 

Collagen N 

Animal weight 



days 

gm. 

gm. 

gm. 

mg. 

mg. 


mg, per kg. 

A 

Water 

8 

440 

310 

2.30 

12.0 

77.1 

15.6 

38.7 

B 

a 

9 

430 

240 

1.30 

11.4 

45.7 

24.9 

47.5 

C 

Adequate 

9 

400 

440 

2.95 

11.1 

98.3 

11.3 

25.2 

D 

it 

9 

400 

480 

2.69 

11.2 

90.6 

12.4 

23.3 

E 

it 

0 


410 1 

2.42 

8.65 

75.4 

11.5 

21.1 

F 

i 

0 


380 

2.38 

8.62 

75.9 

11.4 

22.7 


is demonstrably improbable that scurvy produces a considerable (5 per cent) 
decrease in collagen percentage at all ages. 

ExT^Timent 2 

Six growing guinea pigs were used. Four were of approximately equal 
weight at the start of the experiment and, of these, two were continued on a 
normal diet and two received water but no food from the start of the ex- 
periment. One of the latter died on the 8th day of the experiment and the 
remaining three, together with two animals having approximately the 
same weight that the original four had at the start of the experiment, were 
killed at the same time, 9 days after the start. From each animal both 
gastrocnemius muscles with tendons and investing fascia were removed and 
weighed. Collagen and total nitrogen were determined by the general 
method of Lowry, Gilligan, and Katersl^q except that nitrogen analyses 
replaced the weighings. The results are given in Table II. 
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Experiment 3 

A 420 gm. guinea pig was rapidly dissected into four fractions: skin, large 
muscles and fascia, bones and adherent muscles and fascia, and organs. 
The four fractions were weighed and analyzed as in Experiment 2, except 
that the ^‘boiie and adherent muscle and fascia’’ fraction was not ground 
fine but extracted for 3 days with 0.1 n NaOH (instead of the usual fine 
grinding and 14 hour extraction). At the end of 3 days the tissue was al- 
most completely colorless. Neutralization and autoclaving of this fraction 
were completed and the undissolved bone and fiber (dry weight, 14.5 gm.) 
were analyzed separately for total nitrogen (188 mg.), this nitrogen being 
assigned arbitrarily half to the collagen and half to the non-collagen nitro- 


Table III 

Disiributioii of Collagen (Experiment 3) 



Weight 

Collagen N 

Total N 


gm. 

mg. 

mg. 

Whole animal 

420 



Skin, shaved 

61 

1243 

3361 

Large muscles, tendon, and fascia 

106 

270 I 

669 

Bones, adherent muscles, and fascia 

78 

942 

2359 

Organs 

80 

88 

1507 

Hair 

15 



Feces 

42 



Shed blood 

35 


1000'^ 

Hairless animal 

360 

2543 

8896 


Total collagen nitrogen == 29 per cent of total nitrogen. 
* Estimated. 


gen of the “bone and adherent muscle and fascia” fraction. Shaved hair 
from the skin, the feces, and the blood shed during the dissection vrere col- 
lected separately, and the nitrogen content of the blood was calculated. 
All nitrogen analyses were done in duplicate and the figures in Table III 
are subject to errors of not greater than 2 or 3 per cent arising from varia- 
tion in the nitrogen analyses. 


DISCUSSION 

The analyses summarized in Table II show that in the fasted animal at 
the growing age collagen continues to be synthesized at about the same rate 
as in the well fed animal. The absolute values for collagen nitrogen esti- 
mated by the different methods employed in Experiments 1 and 2 are not 
more than approximately comparable (3), and the 2-fold increase in colla-. 
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gen nitrogen during fasting, expressed as per cent of total nitrogen observed 
in Animal B, Table II, represents the relative increase in collagen in a 
whole muscle including tendon and investing fascia, while the 4-fold in- 
creases during starvation in Table I occur in samples from which tendon and 
fascia have been removed. The results by the two methods are not there- 
fore necessarily in disagreement. 

The analysis summarized in Table III shows that the fascia contains a 
large fraction of the total collagen of the guinea pig, and the large amount of 
fascia in the thoracic wall was made strikingly apparent when the crudely 
dissected skeleton was stirred with 0.1 n NaOH. The analysis of the whole 
animal has not the precision attained with smaller samples which are more 
carefully ground, but it clearly demonstrates that collagen formation is 
quantitative!};" the most important single reaction leading to the sequestra- 
tion of nitrogen for growth. 

Collagen is localized in tissues which are primarily concerned with the 
maintenance of the body’s gross form against mechanical pressures arising 
within the body {e.g., muscle tonus, blood pressure) and balanced partially 
by forces in the environment (e.g., the pressure of gravity on the muscles, 
tendons, and bones; the atmospheric pressure). The growth of such struc- 
tures is a geometrical extension of the tissues against the pressures exerted 
upon them by the environment and is a characteristically biological evasion 
of the principle of Le Chatelier. The observation of Wolbach and Howe 
(1) that blood vessels fail to grow into wounded areas produced in scorbutic 
guinea pigs may be of interest in this respect. 

SUMMARY 

A micrometliod for the determination of collagen in bone is described. 

The distribution of collagen in the guinea pig and the effect of age and 
fasting on the muscle collagen of guinea pigs has been investigated. 

Collagen nitrogen constitutes a considerable fraction of the iottil body 
nitrogen, and during growth collagen appears to be syntliesized in fasting 
animals at about the same rate as in non-fasting animals. 

We here thank Dr. Friedrich Wassermami and Miss Rcbecc.a Woodson 
for essential assistance in undertaking and in completing this study. 
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Advances in intermediary fat metabolism have been restricted con- 
siderably by the lack of postulated intermediate compounds. Triacetic 
acid (iS,5-diketohexanoic acid) would be the product of multiple alternate 
oxidation of hexanoic acid, and would also be the first product resulting 
from the condensation of acetoacetic acid with acetate by a mechanism 
postulated for fatty acid synthesis (1). Triacetic lactone, loosely referred 
to as 'Triacetic acid” by Breusch and Ulusoy (2, 3), has been used in meta- 
bolic experiments by these investigators, but to the authors’ knowledge 
free triacetic acid has not been isolated or tested for biological activity. 

The compounds under principal consideration are represented in the 
accompanying formulas. 

j O j 

CHg-— CO— CH2— CO— CH2—COOH CH3— C=CH— CO— CH2— CO 

Triacetic acid (|d,5-diketoliexanoic acid) Triacetic lactone (G-methylpsnranone) 

CH3— CO— CH2— CO— CHo— COOCaHfi CH3— CO— CH2— CO— CH3 

Ethyl triacetate Acetyl acetone 

In this paper the synthesis of triacetic acid is described, involving the 
following series of reactions: dehydroacetic acid — > triacetic lactone 
copper ethyl triacetate ethyl triacetate triacetic acid. Triacetic 
lactone was condensed with ethyl alcohol in a sealed tube to break the 
stable enol ring, with formation of ethyl triacetate, and the latter was 
isolated as the stable copper salt by a modification of Sproxton’s procedure 
(4). Isolation of the free acid involved prior study of the conditions of 
esterification to preserve the unstable acid. Properties of the free acid, 
including its color reaction with o-phenylenediamine and its catalytic 

* Journal Paper No. 750, New York State Agricultural Experiment Station, 
Cornell Universitj?-, Geneva, New York. This research was supported by grants from 
the Nutrition Foundation, Inc., the Sugar Research Foundation, Inc., and the Divi- 
sion of Research Grants and Fellowships of the National Institute of Health, United 
States Public Health Service. 

t Present address, School of Medicine and Dentistry, The University of Rochester. 
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decarboxylation with various aromatic amines, arc n^porlecL Anal^iical 
data on the free acid and its 2,4-dinitrophenylhydraziiie derivatives arc 
also given. 


Melhoch 

In order to determine the proper conditions for liydrolysis of 
ester and to compare the properties of triacetic acid with acetoaec4,.ic*. acid, 
catalytic decarboxylation by aromatic amines was empk^ved. In this 
method triacetic ester and lactone are not decarboxylated, while ilu’; free 
acid is readily attacked. Decarboxylation methods with aniline citrate 
(5), aniline acetate-sodium cyanide (6), o- and p-phenylcnediamiiie (!it ra4;es 

(7) , as well as modifications of these methods were variously iise<l. heroin 
3 to 8 micromoles of the /3-keto acids were employed in a 3 ml. volume in 
Warburg flasks, and the catalysts added from the side arm after appropri- 
ate equilibration of the reaction mixtures at 30“^. Tlie flasks fillcKl 
with nitrogen when plienylenediamine catalysts were employiHL 

The o-plienylenediamine color reaction described in the following paper 

(8) was also employed in controlling the isolation of triacaM ic atrid. This 
reaction is given directly by triacetic acid, triacetic ester, and a,cetylaccd:t)ne 

which contain a iS-diketone group ( — CHo-^CO — CH2-“'"d''U4 Clh ")> 

Triacetic lactone does not react directly but can be converted to a,(‘(‘tyl- 
acetone by acid hydrolysis. 

Solutions of acetoacetic acid used in these studies were prepared ac- 
cording to the method of Krebs and Eggleston (5). 

Synthesis of Triacetic Acid 

Triacetic Lactone — Triacetic lactone was prepared from dclpydroaccdic 
acid (Eastman) according to the method described l)y Collie (9). The 
product had a melting point of 186-187° (Collie, 187-188°) and a neutral 
equivalent of 130 (Collie, 130; theoretical 126). 

Copper Ethyl Triacetate — This substance was previously isolatcMl by 
Sproxton (4). A mixture of 7.56 gm. (0.06 mole) of triacetic lactom^ a,nd 
80 to 90 ml. of absolute ethyl alcohol was heated in a dry sealed tubc^ at 
110° for 48 hours. After cooling, the contents were diluted to 100 ml 
with ethyl alcohol and analyzed for diketones (8). Analysis showetl that 
43 per cent of the lactone remained unchanged, and 47 per cent was present 
as ethyl triacetate, a total of 90 per cent of the original lactone being ac- 
counted for. No reaction took place at 100°, and heating for more than 
48 hours did not increase the yield. 

To the alcohol solution were added 0.5 mole of copper acetate and a 
slight excess of ammonia for each mole of ethyl triacetate found (in the 
above case 0.014 mole of copper acetate as a 0.3 m aqueous solution and 
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0.03 mol(3 of aiiinioiiia as concentrated ammonium hydroxide). After 

2 hours standing at room temperature the gray-blue precipitate Avas col- 
[ectedj Avaslied Avitli cold ethyl alcohol, and dried over P2O5 in vacm. The 
yield was 3.3 gm. or 58 per cent of the copper salt calculated to be present 
ill the solution. The melting point was 182.5-183. 5^^. Sproxton (4) re- 
ported 183-184'^. 

No precipitate formed in the absence of ammonia, the yield was lowered 
if a greater excess of ammonia was added, and only a small amount of 
impure product Avas obtained if the mother liquor Avas cooled to 5"^ or 
concentrated in vacuo to a small volume. 

Ethyl Triacetate Sohdion — 200 to 400 mg. of copper ethyl triacetate AA^ere 
finely suspended in 5 ml. of AAmter and H2S passed through the ice-cold 
solution for 6 hours. The mixture was filtered, diluted to 10 ml., and 
aerated t,o remove excess H2S. Diketone analysis indicated a 97 to 100 
per cent yield of ethyl ester. 

Isolaf/km of Triacetic Acid — To the 10 ml. of triacetic ester solution (0.1 
to 0.2 m) resulting from the H2S decomposition of copper ethyl triacetate 
was added 1 n sodium hydroxide in the ratio of 2 moles of alkali for each 
mole of triacetic ester present. After standing at 5° for 24 hours, the 
solution was centrifuged and the clear supernatant liquid acidified to 
Congo red Avith 1 n sulfuric acid. The solution Avas then extracted three 
times with eciual volumes of redistilled ethyl ether, the combined ether 
extracts Avashed with 0.1 volume of water, dried with anhydrous sodium 
sulfate for 1 hour, and finally evaporated in a stream of air. The oily 
residue was placed in a vacuum desiccator over sulfuric acid at 5°. After 

3 to 4 days a light yellow, waxy solid, consisting of rhombic plates, ap- 
peared. The triacetic acid yield was 40 to 50 per cent of the theoretical 
calculated from the copper ethyl triacetate used. 

After recrystalligiation from ethyl ether-petroleum ether, triacetic acid 
had a melting point of 29-31^, a neutral equivalent of 147 (theory for 
CoHsO/i, 144), and a pK of approximately 3.3. The acid gave the follow- 
ing analysis. 

C 6 H 8 O 4 . Caiculated, C 50.0, H 5.55; found, C 49.2, H 5.55 

The 2,4-dinitrophenylhydra2?ine derivatives of triacetic acid were pre- 
pared by the general method of Clift and Cook (10) as follows: To a 
0.04 M solution of triacetic acid was added an equimolar amount of 2,4- 
dinitrophenylhydrazine in 2 n hydrochloric acid. After standing over- 
night at 5®, the precipitate was dissolved in saturated Na2C03. The 
light brown solution was acidified at 5° Avith concentrated HCl, and the 
yellow’ derivative which separated melted at 155-182'^. Upon solution in 
ethyl acetate, this material wms separated into two components by precipi- 
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tatioii with petroleum ether. With 2 volumes of petroleum ether, 3 "ellow 
hexagonal crystals separated which had a melting point of ISh-lOj"’ (with 
gas evolution). 4 volumes of petroleum ether precipitated ycdlow needle- 
like crystals, with a melting point of 149-150'^ (with gas evoluti«)ii). After 
drying the derivatives in vacuo over lioSO^i, their neutral e(|uivaIeniHS were 
determined by the method of Clift and Cook (10). The iiieiliod yic^lded 
theoretical values with acetoacetic acid, with brom-tliymol i)lue a.s ihe 
indicator. Nitrogen analyses by the micro-Dumas method were also 
made, with the following results. 

C 12 H 12 O 7 N 4 . Calculated. N 17.28, neutral equivalent 324 


M.p. 189-191°. Found. 

“ 17.86 

i£ 

£C 

m 

“ 149-150°. ^ 

« 17.74 

u 

a 

324 

C 12 H 10 O 6 N 4 . Calculated. 

“ 18.30 

£(, 

a 

306 

M.p, 189-191°, Found. 

“ 17.86 

il 

{( 

326 

“ 149-150°. 

“ 17.74 

U 

iC 

324 


Both derivatives thus had the same neutral equivalent and nitrogen 
content. Neither gave a Knorr test (11) for the pyrazoline ring after 
reduction with sodium in ethyl alcohol. The neutral equivalent and 
negative Knorr test indicate an open chain 2,4-dinitrophenyiliydrazori<y 
although the nitrogen analysis falls between the theoretical values for an 
open chain compound and a ring structure. 

Properties of Triacetic Ester 

Dilute aqueous solutions (0.02 to 0.1 m) of ethyl triacetate are light 
yellow in color and have a sweet ester-like odor. Based on diketonc con- 
tent, such solutions at pH 4 to 5 are completely stable at for a week, 
and are 10 per cent decomposed in 3 weeks. At 28° ethyl triacetate solu- 
tions (0.005 to 0.01 m) are stable for 16 hours at pH 4.5 but are 35 to 40 
per cent decomposed at pH 7.2. Triacetic acid, triacetic.; lacto,ne, or 
acetoacetic acid did not appear to be products of the decomposition. 

o-Phenylenediamine Reaction — Triacetic ester reacts' direcitly with, 0 - 
phenylenediamine and hence must have a /^-diketonc group. In the direi*t 
reaction Avith o-phenylenediamine the ester yields 80 to 82 per cent of tlu,^ 
color obtained from equimolar amounts of acetylacetone or triacetic acid, 
and an initial lag in color development is noted. After distillation from 
2.5 N H2SO4, the lag in color development is no longer noted and the final 
color intensity is equivalent to that of acetylacetone. 

Saponification of Ethyl Triacetate — For the isolation of triacetic acid, a 
rather extensive preliminary study was necessary to determine the proper 
conditions for the hydrolysis of ethyl triacetate, since id , 5-diketones, in- 
cluding acetylacetone (12), are readily split by alkali. For proper inter- 
pretation of later metabolic experiments it was therefore necessa,ry to rule 
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out the presence of products other than triacetic acid, and to isolate the 
latter ratlier than to assume its presence after hydrolysis, as is commonly 
done with, more stable compounds. 

To evaluate the results of different methods of saponification, both the 
catalytic decarboxylation method and the o-phenyleiiediamiiie color re- 
action w^ere employed. Since the ester is not decarboxylated, the ap- 
pearance of /3-keto acids can be determined by the decarboxylation reac- 
tion, and failure to obtain equivalent amounts of /5,5-diketones by the 
color reaction was assumed to be due to side reactions involving loss of the 
diketoiie group, Acetylacetone gives the color reaction but cannot be 

Table I 

Saponification of Triacetic Ester 

“Free” diketone determined by direct o-phenylenediamine color reaction; “totaP^ 
diketone after acid hydrolysis (S). CO 2 determined by the aniline citrate decarbox- 
ylation method. Aihount of alkali present, 2 moles for each mole of triacetic ester 
used. 


TrUxeeUe 

ester 

(‘‘totar’ 

cliketone) 

Hydrolysis 

tcrriperature 

Hydrolysis 

time 

“Free” dike- 
tone after 
hydrolysis 

Dike tone 
loss 

CO-x 

Ratio 

COa to 
“free” dike- 
tone after 
hydrolysis 

CO 2 to 
initial 
“total” 
diketone 

micromoles 

“C. 

hrs. 

micromoles 

pet cent 

micromoles 



910 

30 

IS 

615 

32 

660 

1.07 

0.73 

91 

30 

IS 

67 

26 

64 

0.96 

0.70 

910 1 

5 

3G 

910 

0 ! 

790 

0.87 

0.87 

91 

5 

30 

91 

0 

75 

0.83 

0.83 

8S0 

5 

24 

816 

7 

710 : 

0.87 

0.81 

1300 

5 

24. 

1240 

5 i 

1060 i 

0.86 

0.82 




49.8* 


40.2 

0.81 



*7.1 mg. or 49.2 micromoles of isolated triacetic acid. 


decarboxylated, while triacetic lactone does not give the direct color 
reaction. 

In TaJ>lc I a;re recorded some typical saponificaiuon results with two 
diffenuit concentrations of triacetic ester at 5° and 30'^. The terms 
and “’free” diketones arc employed, since triacetic ester yields only 80 to 
82 per cent as much color as triacetic acid in the direct color reaction, 
while after a,cid hydrolysis it yields the same amount of color per mole as 
the free acid (8). “Free” diketone is therefore the value obtained by the 
direct reaction, “total” the value obtained after acid hydroly^sis. During 
saponification at 5° the free diketone content rose until it was equal to the 
original “total” diketone, and simultaneously a /3-keto acid was produced 
which with aniline citrate released CO 2 equivalent to 83 to 87 per cent of 
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the final diketoiie content of the solution. Tims there was oo loss of 
diketonej altlioiigii the low CO2 equivalent was puzzling iiiiti! it was found 
that the isolated triacetic acid also yielded only 81 pc‘r cent ol, t!H‘ tln‘orct/ical 
CO2 on catalytic decarboxylation. In contrast, tit 80 " ilierc* is approxi- 
mately a 30 per cent loss of diketone, and the apparent (Hiiiixatlence of Ihc^ 
GO2 released and the diketone content of the solution is (‘vidciitly diic^ i;o 
formation of other /S’dceto acids under these conditions. 

After 36 hours saponification at 5°, 80 per cent of the ackl (a)uld hc^. ex- 
tracted with ethyl ether, and 50 per cent of the acid was recovered after 
evaporation of the solvent and drying. 

Properties of Triacetic Acid 

Triacetic acid is soluble in water, chloroform, ethyl ether, dioxancp a,:nd 
ethyl acetate, but insoluble in petroleum ether and ligroiii. The avid 
gives a red color wiili ferric chloride. The acid ivS l)est storeil al, Ff in 
vacuo over H2SO4. Aqueous solutions of the acid are uiistai>le. 

In 3 hours at 38°, 0.004 m solutions were 30 per cent dccomposiMl over the 
pH range of 4 to 8, and even at 5° in 0.02 m solution there was a .10 tr) 15 
per cent decomposition at pH 8.0. Based on diketone analysis and 
catalytic decarboxylation, this decomposition appears to ho principally a 
spontaneous decarboxylation. Solutions of triacetic acid for metabolic 
experiments are therefore prepared just prior to use. 

In Fig. 1 are recorded the ultraviolet absorption curves of triacetic 
acid and triacetic lactone. It may be noted that the al)sorption maximum 
of the lactone is shifted approximately 5 m/x toward the visible region, and 
that its absorption coefficient is slightly more than twice tluit of the fi'ec? 
acid. 

o-Phenylenedianmie Reaction — ^Triacetic acid reacts directly with 0 - 
phenylenediamine to produce the typical red color. An initial lag in 
color development is noted as compared with acetylacetono, and under 
comparable conditions in the respirometer it is clear that tlie acud undca*- 
goes decarboxylation during the period of color developm(3nt. The 
color value is reached as with acetylacetone. 

Decarboxylation of Triacetic Acid — Studies were made of tlie (xiialytic 
decarboxylation of triacetic acid compared with acetoacctic acid. Tri- 
acetic acid was decarboxylated by aniline citrate (5), aniline acetate (7), 
aniline acetate in the presence of sodium cyanide (6), 0 - and p-phenylciie*" 
diamine citrate (7), and by low concentrations of o-phenylenediamine 
(250 mg. per cent) in dilute H2SO4 (pH 1.3 to 1.5). The decomposition of 
triacetic acid by aniline citrate is considerably slower than that of acetoace- 
tic acid, but the reverse is true with o-phenylenediamine in dilute sulfuric 
acid. With the other amine catalysts the rates were roughly equivalent. 
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After completion of the triacetic acid decarboxylation by aiiiiiiie citrate, 
only 81 to 85 per cent of the theoretical CO 2 had been released, and 86 to 
89 per cent by o-phenylenediamine citrate compared to a 90 to 95 per cent 
yield of CO 2 from acetoacetic acid. After completion of the decomposition 
of triacetic acid with aniline citrate, 90 to 95 per cent of “free” diketone 
was present, indicating that formation of triacetic lactone was not a signif- 
icant side reaction during the decarboxylation. 

Copper sulfate or aluminum chloride, which eatalyticaliy remove one 
carboxyl from dicarboxylic |5-keto acids such as oxalacetic acid or acetone- 



Mp 

Fig. 1. Uli-raviolct absorption spectra of triacetic acid (2 X M, Curve I) 
arid t.riacci-ie lactone (I X m, Curve II) in water. Beckman spec troplio to meter; 
1 cm. cells. 

dicau’boxylic acid (13), does not decarboxylate triacetic acid. On the other 
hand, triacetic ac^id is deijarboxylated by aniline acetate in the presence of 
sodium cyanide; under these (conditions oxalacetic acid is not attacked (6). 

Triacclic Lactono ' — In contrast to the free acid, triacetic lactone is re- 
markahly stable. A 0.04 m solution of the lactone was not affected by 1 
M alkali at 30“^ for IG hours, nor by 0.2 m alkali at 60° for 1 hour. Solu- 
tions so treated gave no direct color reaction with o-phenylenediamine 
and were not decarboxylated with aniline citrate, but gave quantitative 
diketone (acetylacetone) recovery after hydrolysis with sulfuric acid. In 
this connection the analyses of all the salts of triacetic lactone prepared by 
Collie (9) correspond to those of the enol lactone and not to those of the 
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free acid. Oiir studies also indicate that the lactone and free acid are not 
readily iritercoii\’'erbible nor in an equilibrium state in solution, 

SXJMMABY 

Triacctic acid (/Sb 6-dikctohexanoic acid) was synthesizcHl throu,i»;h a 
series of intermediates of which triacetic lactone (0) and (‘upper cdhyl 
triac'ctate (4) have been previously described. Tria(‘et!(‘ is a, liykt^ 
yelloAV, wm;y solid melting at 29-“3b^, soluble in water and several organic 
solvents, and unstable in aqueous solution. Since triacetic acid is d- 
keto [leid, it. is decarboxylated by aromatic amines, and because of it's 
/3-diketC3iie group reacts with a-phenylenediamine to produce a red vohn 
which is used for quantitative estimation of the acid and its d(a‘ivaiives. 
Other properties of triacetic acid, triacetic ester, and tlie lactone ai-e 
recorded. 
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There is a lack both of the intermediates often proposed in fatty acid 
oxidation and synthesis and of methods for their analysis. In the preced- 
ing paper (1) the synthesis of triacetic acid (/5, 5-diketohexaiioic acid) was 
reported; in this paper is described the colorimetric determination of this 
compound and related /3-diketones. The method is sensitive, quite specific, 
and is free from interference by acetoacetic acid and acetone. The color 
reaction involves a condensation of the diketone with o-phenylenediamine 
in acid solution to produce a reddish purple color, a reaction previously 
described (2“4). In the case of acetylacetone, which has served as a con- 
venient standard, the reaction may be written as in the accompanying 
scheme. 


CH;;—C=0 

CH, + 


HCl ^ 


CII.> 

cna-~-c=N/ 

H 


01 - 


2 , 4-Dimctliyl (1 , 5) l^eiizo- 
d i jiz ap i 1 1 0 hy d !“o e 1 1 i « ) r i dr* 


In the reaction with triacetic acid, the acid appears to be deearf)oxylal;ed 
to acetylacetone during the period of color development (1). In case 
of ethyl triacetate the ester itself probably I'eacts with the o-pheiiyiciie- 
diamiiie or at least is only partially h 3 ^drolyzed during color development;, 
since the color yield per mole of ester is less than with acetylacetone or tlie 
free acid. Triacetic lactone 
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I O- 1 

CII;; — C = CH— CO — Clio — CO 

wliicli lacks the /3-diketoiie linkage does not react directly with the reagent 
at room iTTnperatiire, but can be converted to acetylaeetone by hot acid 
liydrolysis, A number of qualitative tests for the identification of the 
purple pigment 2j4-dimethyl(l,5)benzodiazapme are reported, and the ex- 
tent of interference of various substances determined. The recovery of 
acetylaeetone or triacetic lactone added to various biological systems has 
been tested. From 2 to 8 micromoles of diketone are recovered to the 
extent of 95 to 100 per cent. 


EXPERIMENTAL 

Gheniicals and Reagents — Sodium pyruvate was prepared by the method 
of Robertson (5), and oxalacetic acid by the procedure given by Cohen (6). 
Triacetic lactone was prepared from dehydroacetic acid by the method of 
Collie (7). The identification and analysis of this compound are given in 
the preceding paper (1). The usual grades of ethyl acetoacetate had to be 
redistilled twice in vacuo to remove an impurity that forms a reddish purple 
color with o-pheiiylenediamine. 

1. Stock acetylaeetone. 1.00 gm. of acetylaeetone (freshly distilled in 
vacuo) is dissolved in 500 ml. of 0.1 m potassium phosphate buffer of pH 
7.4, and diluted to 1000 ml. This solution keeps for at least 1 month at 5° 
in the dark. 

2. Phos‘phate-siilfu7Hc acid reagent. Dissolve 43.5 gm. of K2HPO4 and 
20 ml. of 5 n phosphoric acid in 500 ml. of 2.4 n sulfuric acid and dilute 
to 1000 ml. 

3. o-P'hcnylcnediainine'reagent. Dissolve 100 mg. of o~phenylenediamine 
in 25 ml, of phosphate-sulfuric acid reagent. This reagent should be pre- 
pared just prior to use. 

Method A ipirect or Diketone) — This method is used to estimate 

acetylaeetone, triacetic acid, or ethyl triacetate. 

To 12 ml. of test solution containing from 2 to 8 micromoles of diketoiie 
add 2 ml, of o-phenylenediamine reagent, mix, and allow to stand at room 
temperature for 30 minutes. Compare the color against a reagent blank 
containing 12 ml. of water and 2 ml. of o-phenylenediamine reagent at 500 
m/x ill a photoelectric colorimeter. 

If the test solution is colored or turbid, a blank should be run containing 
the same amount of test solution and 2 ml. of phosphate-sulfuric acid rea- 
gent, and its color value (read against water) subtracted from that of the 
test solution with o-phenylenediamine. 

Method B {^^TotaV^ Diketone, Triacetic Lactone) — This method is used 
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principally for the analysis of triacetic lactone but is also applicable to 
ethyl triacetate. It involves a conversion uf either compound to acetyl- 
acetone; hence in the determination of either compound a standard acetyl- 
acetone curve may be used. In the direct method for triacetic ester a factor 
must 1)0 employed. Method B may be used to determine '‘'total” diketone 
when triacetic lactone is present with "free” diketones. The difference 
obtained in Methods A and B can be used as a measure of triacetic lactone. 

To the distillation flask of a unit such as that described by Stotz (8) are 
added 13 ml. of test solution containing from 2 to 8 micromoles of diketone, 
1 ml. of concentrated sulfuric acid, and a quartz pebble (a few crystals of 
cholesterol are most useful to prevent foaming during the boiling of filtrates 
of biological material). The flask is placed in a small heated sand bath to 
provide a slow, stead}" boiling so that 10 to 11 ml. of distillate are collected 
during the course of 15 to 20 minutes. A 25 ml. glass-stoppered cylinder 
immersed in an ice bath serves as a convenient receiving vessel. At the 
end of the distillation, the contents of the graduate are diluted to 12 ml, 
2.0 ml. of o-plienylenediamine reagent are added, the solution mixed, and 
the color allowed to develop for 30 minutes as in the direct method, 

Q'ucditalive Tests for Dmethylhenzodiazapine — The following qualitative 
tests for the typical purple pigment may be found convenient to identify 
the reaction. In 10 ml. of the colored reaction mixture obtained in the 
quantitative determination, (1) the color is discharged immediately by the 
addition of 2 ml. of 10 per cent NaOH, and in 20 to 30 minutes by 40 per 
cent formaldehyde, 2 m hydroxylamine hydrochloride, or 0.5 m sodium 
bisulfite, (2) the addition of acid to approximately pH 2.0 restores the color 
of the solution which has been made alkaline, (3) the leuco pigment is ex- 
tracted from alkaline solution with chloroform, and the purple color reap- 
pears when glacial acetic acid is added, and (4) the purple pigment is quan- 
titatively precipitated witii 0.3 ml. of 10 per cent sodium tungstate at pH 
1.3 to 2.0. (An orange precipitate separates with the crotonaldehyde-o- 
phenylenediamine compound, and a white precipitate with the diacetyl-o- 
pheiiylenediamirie compound.) 

Dikelone Color Values — In the direct analytical method for diketones a 
straight line relation was found between color density and concentration of 
the diketone. This is recorded in Table I, along with the relative color 
values obtained with the other diketones in the direct reaction. It is evi- 
dent that triacetic acid yields the same color per mole as acetylacetone, but 
ethyl triacetate has a lower color yield. Nevertheless a straight line rela- 
tionship of density to concentration is still obtained with the ester. 

Effect of pH and o-PJmiylenediamine Concentration — The effects of 
ehanges in the pH and o-phenylenediamine concentration on the color reac- 
tion with acetylacetone are illustrated in Table 11, Acetylacetone (8 
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micromoles) samples were treated with 2 ml. of o-plieiiyieiiediamine of 
various acid strengths and concentrations of diamine. The color density 

Table I 

Belatirc Color Vah/c Obtained in o-Fhcnylenediaminc Reaction, by Different. Dikeionoi 
Color reaction made according to Method A. Two different preparations of t^ri- 
acetic acid gave identical values. The amount of triacctic ester added was meas- 
ured from the ‘‘total” diketone content according to IMethod B. 


Color value found 


added 

Acetylacetone 

1 Triacetic 

1 

acid 

1 Ethyl triacetate 

Triacetic 

lactone 

micromoles 

micromoles* 

raiioj 

micromoles \ 

ratio 

i micromoles 

ratio 


2.0 

2.0i 1 

1.01 

2.00 

1.00 

1.60 

0.83 

0 

4.0 

4.00 : 

1.00 

: 4.04 i 

1.01 

i 3.22 

0.81 

0 

6.0 

6.00 

1.00 

6.10 i 

1.02 

! 4.90 

0.82 

0 

S.O 

7 . 9.5 ; 

0.99 

i s.oo : 

1.00 

6.47 

O.Sl 

0 


As micromoles of acetylacetone determined from the standard curve, 
t Calculated as the micromoles found divided by the micromoles of substances 

added . 


Table II 

Eifcci of o-Phenylencdiojtiine Concentration and pH on Intensity of Color Reaction 


S micromoles of acetylacetone used in ecAh sample. 


pH 

a-Phenylenediamine 

1 Minimum time of color 
i development 

i 

K X 


mg. 

! min. 


1.3 

'[ 2 

60 

7.01 

1.3 

4 

i 20 

7.90 

1.3 

S 

20 

8.35 

0.3 

1 4 

1 10 

6.50 

i.2 

’ 4 

20 

1 7.80 

2.1 

4 

60 

; 7.70 

3.1 

4 

; 90 

! 6.90 

0.3 

1 S 

10 

7 . 00 

1.2 

! 8 

i 20 

8.30 

2.1 

, S 

: 30 

8.30 

3.0 

8 

! 60 

7.70 


K = :;2 — log G'f, 'C, wliere G = the galvanometer reading at 500 iii/i when the 
control tube is set at 100, and C == the molar concentration of acetylacetone. 


was estimated at 10 minute intervals against the appropriate o-phenylene- 
diamine blank. 

With either 4 or 8 mg. of o-plienylenediamine the color density was essexi- 
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tially constant between 1.3 and 2.0 but was decreased w^hen the pH of the 
solution was decreased to 0.3 or increased to 3.0. Thus the pH and dia- 
mine concentration must be controlled, although straight line relations 
were obtained between color density and diketone concentration except 
with the smallest amount of o-phenylenediamine. The conditions chosen 
and described under hlethod A permit the greatest variation in pH and 
time of color development without affecting the color Amliie. 

Hydrolysis and Recovery of Triacetic Lactone — The strength of acid and 
time for distillation i-ecommended in jMethod B are critical for successful 
recovery of triacetic lactone. Only 15 to 20 per cent of the lactone was 

Table III 


Recovery of Triacetic Lactone from Pure Solution 


Cor.-jpoiind added 

Compound recovered 

Lactone j Acetylacetone 

Lactone* 

Acetylacetone! 

micromoles j micromoles 

micromoles 

per ceni 

?nicromoles 

per cent 

2.00 

1.97 

9S 



4.00 I 

3.90 

OS 



S.OI) 

7.70 

96 



4.00 2.00 

3.74i 

94 

1.9S 

99 

2.00 i 5.00 

1.84? 

92 

: 4.95 

09 

2.00 1 2.00 

i 

l.SO? 

90 

2.00 

100 


Delormineil by acid distiilatiun Aletliod B ). 
t Determined b}’ IMethod A. 

t Calculated from the difference in color density of equal aliquots determined by 
iXIethods A and B. 


hydrolyzed Aviien 1 ml. of 10 per cent metaphosphoric acid was used in place 
of 1 ml. of sulfuric acid, and 74 to 78 per cent tvas hydrolyzed when 0.5 mi. 
of sulfuric acid wms employed. About 74 to 88 per cent recovery Avas ob- 
tained if the time of distillation Avas loAA’ered to 8 to 10 minutes; hence the 
fairly sIoav steady distillation recommended is essential. Simultaneous 
separation ox the acetydacetone formed upon hydrolysis of the lactone 
seemed essential,- since separation of the hydrolysis and distillation steps 
did not give satisfactory yields. 

With the conditions recommended, 96 to 98 per cent recoveries of tri- 
acetic lactone liax'e been obtained. Typical results are recorded in Table 
III. In practice, duplicate samples have checked Avitiiin 2 per cent. At 
least some of the loAvered yield in the determination of triacetic lactone is 
probably due to destruction of the acetylacetone liberated in the strong acid 
solution, since a 2 to 5 per cent loss was observed if acetylacetone Avas sub- 
stituted for the lactone. Table III also demonstrates that triacetic lactone 
can be estimated in the presence of acetylacetone, and here the apparently 
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lowered \ielcl of triacetic lactone is evident, owing for the most part to acid 
destnietioii of the free acetylacetone present. 

The distillation procedure be convenient for analjosis of acetylace- 
toiie or triacetic acid if non-volatile interfering substances are known to be 
present. 

Specifxity and Inlerfering Conipoimds — No color was formed with o-plien™ 
yleiiediamine under the conditions of hlethod A wdth 100 micromoles of 
the folloAving compounds: diacetyl, acetoin, acetone, acetaldehyde, succinic 
acid, fumaric acid, acetoacetic acid, oxalacetic acid, levulinic acid, citric 
acid, ethyl acetoacetate, ethyl levulinate, or diethjd acetoneclicarboxylate. 
Since these compounds Avere tested in a concentration over 10 times that 
of the acetylacetone, the color reaction appears to be specific. On the 
other hand the color reaction is inhibited by certain substances. Tungstic 
acid precipitates the pigment at pH 1.3 to 2.0, oxidizing agents such as 
dichromate or peroxide oxidize the o-phenyleiiediamine, and bisulfite, 
hydroxylamine, or semicarbazide inhibits color formation. An inhibition 
of the color reaction of 10 to 15 per cent was observed in the presence of 100 
micromoles of pyruvic acid (used as the purified sodium salt) and a complete 
inhibition occurred with 100 micromoles of diacetyl or formaldehyde. Re- 
duction of pyruvate to 50 micromoles and diacetyl to 10 micromoles results 
in a 93 to 95 per cent color yield with acetylacetone. 100 micromoles of 
c.p. ascorbic acid did not cause an inhibition of color development, but 
some samples of U. S. P. ascorbic acid at a level of 50 micromoles caused a 
10 to 15 per cent inhibition. Glucose in 10 per cent solution or 0.4 M urea 
did not interfere in the direct determination of acetylacetone. 

Crotonaidehyde in amounts of from 10 to 50 micromoles gives an instan- 
taneous yellow to orange color upon addition of o-phenylenediamine. Thus 
when 50 micromoles of crotonaidehyde are present, 2 micromoles of acetyl- 
acetone appear to give a 135 per cent yield, 4 micromoles a 115 per cent 
yield, and 8 micromoles a 105 per cent yield. The crotonaidehyde inter- 
ference can be eliminated by the addition of 2 ml. of 0.05 m sodium bisulfite 
to 10 mi. of the solution after the usual 20 to 30 minutes of color develop- 
ment when the color is read after 15 to 20 minutes against a reagent blank 
containing bisulfite. Bisulfite causes a decrease of 40 per cent in the color 
owing to acetylacetone but a straight line relationship between color density 
and acetylacetone concentration is still observed. 

With certain exceptions the effects of the interfering substances are the 
same in the triacetic lactone distillation procedure as in the direct acetyl- 
acetone method. High concentrations of glucose apparently yield volatile 
split-products during the hot acid distillation which give orange to red 
colors with o-phenylenediamine. Interference is not serious, however, 
until 1 per cent glucose is present. Low recoveries (67 to 70 per cent) of 
triacetic lactone were observed in the presence of 0.4 m urea, a concentra- 
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tioii which may be found in urine. The same effect was observed in the 
distillation of acetylacetone from sulfuric acid solution but not from meta- 
phosphoric acid. Since urea or its distillation products do not interfere 
with the direct color reaction, it appears that urea condenses with acetyl- 
acetone under the hot acid conditions necessar\^ for the hydrolysis of tii- 
acetic lactone, 

iVlthoiigh Elson and Morgan (9) reported a method for the estimation of 
glucosamine based on its condensation with acetylacetone in hot acid solu- 


Table IV 

Recovenj of Acetylacetone and Triacetic Lactone Added to Biological Materials 


1 

Triacetic lactone 

Acetylacetone 

Biological material ' 

i 







Added 

Recovered 

Added 

Recovered 


micro- 

moles 

micro- 

moles 

■per cent 

micro- 

moles 

micro- 

moles 

per cent 

10% kidney mince 

3.20 

3.14 

98 





6.40 

6.10 

95 

4.24 

4.10 

97 





2.14 

2.02 

94 

20% glucose “residual harvest medium” 




2.22 

2.15 

97 





4.22 

4.06 

96 





8.10 

7.90 

98 

8% Fusarium lycopersici suspension 

2.50 

2.40 

96 

2.50 

2.36 

94 

Extract of Fusarium lycopersici 

2.00 

1.90 

95 





6.40 

6.25 

1 98 




Suspension of Escherichia coli 

0.2% peptone “residual harvest medium” 

4.00 

3.75 

94 

4.00 

4.00 

100 

Urine, direct procedure 

i 



5.26 

5.35 

102 


t 

j 



1 9.26 

9.26 

100 

“ distillation procedure without sul- 
furic acid 

1 

i 


i 

8.00 

i 

7. 85 

98 


tion to form pyrrole derivatives, 50 micromoles of glucosamine did not 
interfere in the determination of triacetic lactone. 

Recovery of Dikei ones from Biological Systems — In Table lY are presented 
results in wliich different amounts of acetylacetone or triacetic lactone were 
added to various biological systems. Metaphosphoric acid filtrates were 
preferred for general use, with 2 per cent acid as a final concentration. In 
the acetylacetone determination, if the metaphosphoric acid filtrate was 
obviously turbid or colored, a blank in addition to the o-phenylenediamine 
control was run. In this control, phosphate-sulfuric acid reagent was sub- 
stituted for o-phenyleiiediamine as recommended under iMethod A. An 
internal blank ma}^ be found convenient in some cases by discharging the 
color with 2 ml. of 40 per cent formaldehyde and estimating the residual 
color density. 
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111 none of the biological materials analyzed was there any evidence for 
a measurable amount of acetylacetone, triacetic acid, or triacetic lactone 
occurring naturally. The systems used were representative of the types 
ill which triacetic acid metabolism might be studied, and provided for tlie 
testing of possible interfering materials. The biological systems tested 
included (a) 10 per cent kidney mince, (h) a 10 per cent glucose medium 
(10) from which a high fat mycelial mat of Fiisarium lycopersici (11) had 
been harvested (called “residual harvest medium” in Table IV), (c) an 8 
per cent cell suspension of F. lycopersici, (d) an extract of F, lycopersici pre- 
pared by grinding 5 gm. of lyophilized mold with powdered glass (12) and 
suspending in 100 ml. of water, (e) a suspension of Escherichia coli (20 mg. 
of dry weight per ml.), (/) a peptone medium (13) from which Escherichia 
coll was collected after 48 hours of aerobic growth at 37°, and (g) urine. 
Satisfactory recoveries of both acetylacetoiie and triacetic lactone were 
found with these biological materials. 

SUM]\'L\RY 

hlethods are presented for the colorimetric determination of from 2 to 8 
micromoles of the .d-diketones: acetylacetone, triacetic acid, ethyl triace- 
tate, and triacetic lactone. The lactone is first converted to acet^dacetone 
by acid h^^drolysis and separated distillation. The color reaction de- 
pends on a condensation of the diketones in acid solution with o-phenylene- 
diamine to form the reddish purple dimethylbenzodiazapine. The speci- 
ficity of the reaction has been studied and the limiting concentrations of 
interfering substances determined. Recoveries of acetylacetone and tri- 
acetic lactone added to a variety of biological systems are given. 
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Polyketonic acids have been postulated as intermediates in theories of 
fatty acid oxidation (1“3) and synthesis (4), but direct evidence has been 
generally lacking. The a .y-diketo acid, acetopynivic acid, is apparently 
rapidly metabolized by animal tissues (5, 6), and an enzyme which produces 
p^naivic acid from this compound has been partially purified by Meister 
and Greenstein (7). However, Lehninger (8) found that am'-diketo- 
octanoic acid was onN slow!}’ metabolized by broken cell preparations of 
liver, in contrast to octanoic acid itself, and the stud}" of Weinhoiise and 
coworkers (9) with carboxyl-labeled octanoic acid leave little place for 
a , 7 oxidation as a mechanism for the oxidation of fatty acids with an 
even number of carbon atoms. 

id oxidation is of course the more generally accepted basis for fatty acid 
oxidation. It may be pointed out, however, that none of the existing 
theories of fatty acid oxidation is based on evidence which precludes mul- 
tiple oxidation of the fatty acid before splitting, but that the conflicting 
theories differ mainly in the suggested mode of cleavage of the oxidized 
fatty acids or in subsequent reactions. Polyketonic acids, resulting from 
successive condensations of acetic acid molecules, might also be postulated 
as intermediates in fat synthesis. 

In spite of the probable importance of multiple alternate .d-oxidized fatty 
acids in fat metabolism, representatives of this class of compounds have 
not been available for testing. In the preceding papers (10, 11) the prep- 
aration and determination of triacetic acid (dj^-diketohexanoic acid) have 
been described. In this report it will be shown that triacetic acid is readily 
metabolized by liver tissue in vitro, with the formation of acetoacetic acid 
and acetic acid, a finding which necessitates the consideration of such 
^‘multiple alternate” oxidized fatty acids in theories of fat metabolism. 

During the course of our investigations, Breusch and Uiusoy (12) re- 
ported that the 5-lactone of triacetic acid (referred to by these investigators 
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Sugar Research Foundation, Inc., and the Division of Research Grants and Fellow- 
ships of the National Institute of Health, United States Public Health Service. 
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as “triacetic acid”) was metabolized by liver at sucli a rate as to make it 
possible that this substance is an intermediate in fatty acid oxidation. 
These investigators found that approximately 1.3 moles of acetoacetic acid 
Avere formed from 1 mole of the lactone, a finding which might support 
l3 splitting and recoiidensation of 2-carbon fragments as a mechanism of 
liexanoic acid oxidation. Free acetic acid could not be found as a product 
of the reaction. 

Analytical Meihods^-Bmee the /3-diketones were found to interfere in the 
several methods tested for the determination of acetone, it was first neces- 
sary to develop a procedure for the preliminaiy removal of these compounds. 
This Avas accomplished by precipitation of the colored acetylacetone-o- 
pheiijdenedianiine complex AAuth tungstic acid. Acetone was then deter- 
mined by a modification of the Amnillin method (13) AA’hich seemed to offer 
the greatest specificity. 

Removal of Acetijlacctom Prior to Acetone Analysis — Metapliosphoric 
acid filtrates containing both acetoacetic acid and triacetic acid are distilled, 
and the o-phenylenediamine color reaction for acetylacetone is carried out 
on the filtrate as described previously (11). Acetone present in the filtrate 
does not react AA’itli the o-phenylenediamine reagent. For removal of the 
colored complex, 0.3 ml. of 10 per cent sodium tungstate is then added, and 
the solution alloAved to stand OA^ernight at 5°. After the centrifuged pre- 
cipitate is discarded, 10 ml. of the colorless solution are distilled into 1 ml. 
of Avater contained in a 25 ml. glass-stoppered cylinder placed in an ice 
bath. Approximately 8 ml. of distillate are collected, and the volume 
adjusted to 10 ml. A 1 to 2 ml. portion of this filtrate is used for the Amnil- 
lin reaction to determine acetone, as described beloAv. 

Ill practice both diketones and acetone can be determined on the same 
tissue filtrate by measuring the intensity of the o-phenylenediamine color 
reaction in the distillate, followed removal of the colored complex Avith 
tungstate and estimation of acetone. 

Yamllin Reaction — The following reagents AA^ere employed: (1) potassium 
hydroxide, 100 gm. dissolved in 60 ml. of distilled Avater; (2) 10 per cent 
vanillin (Eastman, practical grade) in acetone-free methyl alcohol, pre- 
pared fresh for use ; (3) acetone stock standard, 0.01 ii acetone, standardized 
by the iodoform reaction; this solution keeps at least for a month at 5°; 
(4) acetone Avorkiiig standard, 0.1 to 0.5 micromole of acetone per ml., 
freshly prepared. 

Procedure — To 2 ml. of acetone solution (0.2 to 1.0 micromole of acetone) 
contained in a test-tube are added 2 ml. of potassium hydroxide, A\fith 
cooling in an ice bath, xkfter the tube is removed from the ice bath, 1 ml. 
of vanillin reagent is added and the tube shaken for thorough mixing. The 
gelatinous precipitate formed dissolves on subsequent heating. A clean 
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rubber stopper is inserted, and the tube heated at 65"^ for 20 minutes. After 
cooling, 10 ml. of water are added, the tube contents mixed, and the color 
allowed to develop for 15 minutes. The color may be estimated by a 
Liimetroii colorimeter with the 515 mju filter or by the Hett-Sumiiierson 
colorimeter with the green filter. A vanillin “controF’ without acetone is 
emplo3md as well as '‘standard^’ tubes containing from 0.2 to 1.0 micromole 
of acetone. 

Under a given set of conditions a linear relation between acetone concen- 
tration and color density is obtained, but standard curves may vaiy as 
much as 10 per cent: hence standards are always employed with a set of 
unknowns, hlethjd ketones other than acetone do not give the vanillin 
reaction, but acetylacetone gives the same color per mole. Acetylacetone 
is apparently converted to acetone b^^ alkali, a reaction previously noted 
(14). Af'ter removal of the colored acetylacetone-o-phenyleaediamine 
complex with tungstic acid, as previous^ described, the distillates from 
such treatments still yield a slight blanlv in the vanillin reaction, equivalent 
to 0.0 to 0.03 micromole of acetone. This blank was regularly deducted 
in experiments involving both diketones and acetone, but always repre- 
sented less than 5 per cent of the acetone present. 

In Table I are presented the results of acetone recovery, alone and in the 
presence of acetjdacetone. 

Triacetic acid, ester, and lactone were determined hy the methods pre- 
viously described (11), total .d-keto acids by the aniline citrate decarboxyla- 
tion method (15), and jd-lwdroxybutjwic acid by a modification of the 
Barnes and Wick method (16). 

Utilization of Triacetic Acid, Ester, and Lactone hj Tissue Homogenates 

Rats were fasted overnight, sacrificed, and tissue homogenates prepared 
b}" grinding 1 part of tissue with 3 parts of isotonic saline at 5° for 5 minutes 
in a mechanical glass homogenize! (17). The usual reaction mixture was 
composed of 0.5 ml. of 0.01 m substrate, 0.2 ml. of 0.1 m sodium phosphate 
buffer (pH 7.4), 0.4 to 0.8 ml. of tissue homogenate, and distilled water to 
make a volume of 1.5 ml. Such mixtures were incubated in stoppered 
tubes at 30^' with shaking. At zero time and at various intervals there- 
after, 6 mi. of 5 per cent metaphosphoric acid were added to stop the reac- 
tion, and the mixture diluted to 15 ml. Analyses were carried out on the 
supernatant fluids. Since a linear relationship was foiind between sub- 
strate disappearance and time of the reaction, it was customaiy to deter- 
mine the substrate concentration at zero time and at two subsequent time 
intervals. The results are reported as micromoles of triacetic compound 
which disappeared per ml. of tissue preparation per hour. Several repre- 
sentative experiments are reported in Table II. 
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Table I 

Recovery of Acetone Alone and in Presence of Acetylaceione 


Acetylacetone added 

■ Acetone 

Added 

Found 

micromoh 

micromole 

micromole 

0 

0.56 

0.56 

0 

0.42 

0.42 

0 

0.2S 

0.30 

0.14 

0,00 

0.01 

0.14 

0.56 

0.54 

0.14 

0.42 

0.42 

0.14 

0.28 

0.30 

0.35 

0.00 ' 

1 0.02 

0.35 

0.56 

^ 0.57 

0.35 

0.42 

0.44 

0.35 

i 

0.28 ^ 

! 0.26 

Table II 


Metabolism of Triaceiic Acid, Ester, and Lactone by Tissue Homogenates 


Tissue 

Time of incubation 

Triacetic substrate 

Activity* 

Ratio t 

Rat litter 

min, 

40 

Acid 

12.1 

0.90 


40 

Ester 

10.8 

0.96 

U' 

SO 

Lactone 

1.3 

0.90 

a u 

45 

Acid 

11.6 

1.00 


45 

Ester 

9.S 

1.05 

a a 

90 

Lactone 

0.9 

0.90 

a a 

45 

Acetylacetone 

0 


ki' 

45 

Acid 


1.00 

ii a 

45 1 

Ester 


0.90 

a 1 

i 

90 : 

Lactone I 

1.3 ■ 

0.95 

li u \ 

30 

Acid 

9.0 

1.00 

iC 

j 

45 

Acetoacetate 

0 


‘‘ kidney 

30 

Acid 

5.9 

1.05 

Beef liver | 

1 60 

ti 

j 3.6 



i 60 

1 Lactone 

0 : 


Rabbit liver 

1 40 

1 Acid 

1 5.9 


a 

1 120 

; Lactone 

O.S 1 


kidney 

I 40 

j Acid 

! 1.1 i 

j 

a a 

1 120 

1 Lactone 

1 0.4 



* Micromoles of substrate which disappeared per ml. of homogenate employed 
per hour. 

t IVlicromoles of acetoacetate formed per micromole of triacetic substrate which 
disappeared. 
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It may be seen that triacetic acid and ester were metabolized by rat liver 
homogenate at approximately the same rate, while triacetic lactone disap- 
peared at onl}" about one-eighth this rate. The rate of disappearance of 
the substrates was not affected by the absence of oxygen, nor by the addi- 
tion of adenosine triphosphate, or diphosphopjTidine luicieotide. 

In connection with these findings, the relative rates of disappearance of 
triacetic acid and hexanoie acid have been compared. Homogenates Avith 
appropriate additions according to Lehninger (18) caused a triacetic acid 
disappearance about l.o times as rapid as that of hexanoie acid. 

Triacetic acid Avas not metabolized by rat heart, skeletal muscle, spleen, 
or pancreas. 

Formation of Acetoacetic and Acetic Acids from Triacetic Acid in Rat Liver 
Hofnogenates — X determination of the acetoacetic acid formed during the 
metabolism of triacetic compounds in Ih^er was also made on the same reac- 
tion mixture. These results are also recorded in Table II. 

1 mole of acetoacetic acid AA’as regularly formed from 1 mole of triacetic 
acid, ester, or lactone. This aa^s true whether 50 per cent or 90 per cent 
of the triacetic acid had disappeared. Added acetoacetic acid or acetylace- 
tone did not disappear from the reaction mixture, nor Avas am^ ,d-h3''droxA'- 
biityric acid formed from triacetic acid. The same ratio of acetoacetic 
acid formed to the triacetic compound Avhicli disappeared vvas observed in 
the presence of adenosine triphosphate, and cytochrome c, condi- 

tions AA’hich proA’ided for an active oxidation of hexanoie acid with aceto- 
acetate formation. 

There seemed to be no alternatiA^e than acetic acid for the other product 
of triacetic acid breakdown, according to the equation, CH3COCH2COCH2- 
COOH + H2O CH3COCH2COOH + CH3COOH. 

The formation of acetic acid was obseiwed in experiments conducted on 
a scale larger than usual, as follows: 4.0 ml. of 0.1 m phosphate buffer (pH 
7.4), 16 ml. of 25 per cent rat Ihmr homogenate, and 10 ml. of 0.02 u tri- 
acetic acid were incubated at 30 for 90 minutes. Simultaneous controls 
measured the formation of volatile acid in the absence of triacetic acid, and 
the recoA'ery of added acetic acid. IMetaphosphoric acid filtrates were pre- 
pared. The A^olatile fatt^’" acids AA^ei'e distilled after addition of 25 gm. of 
magnesium sulfate (19) to 100 ml. of metaphosphoric acid filtrate, and the 
distillation continued until crystallization of the residue in the distilling 
flask Avas obseiwed. The distillate AA^as boiled for 3 to 5 minutes Avitli almost 
complete remoAml of acetylacetone foimed from the residual triacetic acid. 
The solution was then titrated with 0.01 m alkali. Xeither acetoacetic 
acid nor acetylacetone interfered AAith the determination as described at 
the concentrations Avhich occurred in these experiments. Chloride and 
sulfate tests on the distillates Avere negatwe. 
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In a typical experiment 184 micromoles of triacetic acid disappeared in 
90 iiimiites; 164 micromoles of acetoacetic acid and 169 micromoles of 
volatile fatty acid were recovered. The yield of volatile fatty acid was 
corrected for an So per cent recovery of acetic acid from a liver homogenate 
and for "'eiidogenoiis’' fatty acids equivalent to about 8 per cent of the acid 
found ill the experimental sample. Similar recoveries of acetic acid have 
been reported bv other workers under similar analvtical conditions (20, 
21 ). 

For the identification of the volatile fatty acid as acetic acid, the solution 
after alkali titration was evaporated to a small volume, acidified, and redis- 
tilled. The Duclaux number of the volatile fatty acid was determined 
parallel with samples prepared in the same way after addition of equivalent 
quantities of acetic acid to liver homogenates. The data in Table III show 
that the Duclaux number of the unknown acid is very similar if not identical 


Table III 

Dudaiix Consianis of Acid Produced from Triacetic Acid in Liver Homogenates 


Acid 



Per cent distilled 

Total acid 
distilled 

Fraction 1 

Fraction 2 

Fraction 3 





per cent 

Unknown 

22.4 

25.3 

34.9 

82 

Acetic acid added to homogenate 

21.6 

24.6 

33.2 

79 

Acetic acid 

20.8 ! 

24.6 

; 33.2 

79 

Propionic acid 

37. S 

1 33.2 i 

1 26.5 

97.5 


with that of acetic acid, and readily distinguished, for example, from that 
of propionic acid. A positive lanthanum nitrate test (22) for acetic acid 
was also obtained on the volatile fatty acid fraction. 

Tnaceiic Add Splitting ivith Purified Liver Enzyme — B\' means of frac- 
tional alcohol precipitation and selective heat denaturation, a 100-fold 
purified enzyme was prepared from beef liver which catalyzed the conver- 
sion ot 1 mole of triacetic acid to 2 moles of acid.^ Acid production was 
followed manomet lie ally in the Warburg apparatus with bicarbonate buffer 
and a gas atmosphere of 95 per cent X 2-5 per cent CO 2 at 30°, pH 7.4. The 
results are recorded in Table lY. 

For each mole of triacetic acid which disappeared, 1 mole of acetoacetic 
acid and an extra mole of another acid were formed. The acetoacetic acid 
was determined both by the colorimetric method and the manometric 
decarboxylation procedure. Acetic acid was indicated here as the other 

^ Tbe purification and properties of this enzyme will be the subject of a later 

coniiniirjieatiori. 
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acid formed by a positive lanthanum nitrate test on the volatile fatty acid 
fraction from the reaction mixture. 

The purified enz3?’me did not attack acetylacetone, triacetic ester, tri- 
acetic lactone, /S-ketohexanoic acid, or acetoacetic acid. 

Ethyl Triacetate Metabolism — In tracing the mechanism involved in the 
disappearance of triacetic ester from rat liver homogenates, the analytical 
problem was to determine the triacetic ester, free triacetic acid, and aceto- 
acetic acid in the same reaction mixture. The total /3-diketones (ester and 
acid) were estimated by the o-phenylenediamine procedure, and acetoacetic 
acid the vanillin reaction after j(3-diketone removal. Total /3-keto acids 
(acetoacetic plus triacetic) were determined the manometric decarboxyl- 
ation procedure, and from these values the triacetic ester could be calcu- 
lated. 


Table IV 

Splitting of Triacetic Acid hy Purified Liver Enzyme 


10 micromoles of triacetic acid in 3.3 ml. volume in Warburg fiasks. Bicarbon- 
ate buffer, pH 7.4; temperature 30®. 


Enzyme 

Time of incubation 

Triacetic acid disap- 
peared (chemical 
analysis) 

Acetoacetic acid 
formed 

E.-ctra acid formed 
(manometric 
determination) 

ml. 

min. 

micromoUs 

micromoles 

micromoles 

0.2 

40 

3.6 

4.0 

3.4 

0.4 

40 

8.0 

8.0 i 

7.0 

0.6 

40 

9.2 

9.3 1 

1 8.9 

0.5 

1 30 i 

9.2 

9.4 1 

1 8.4 

0.5 

1 30 

8.1 

7.9 1 

7.2 


Experiments were conducted with liver homogenates, purified liver 
esterase,^ and purified triacetic acid enzyme. The results recorded in Table 
V make it clear that the utilization of triacetic ester involves a preliminar}" 
hydrolysis of the ester liver esterase, with subsequent splitting of the 
liberated triacetic acid. In crude liver hopiogenates the accumulation of 
the free triacetic acid can be demonstrated with malonate, since this sub- 
stance has been found to inhibit greatty the splitting of triacetic acid in 
such homogenates. 

Triacetic Lactone Metabolism — As recorded previously, triacetic lactone 
is metabolized more slowly than the free acid hj rat liver homogenate, with 
the formation of 1 mole of acetoacetic acid from 1 mole of triacetic acid. 
The latter point is in disagreement with the results of Breusch and Ulusoy 
(12) who found approximately 1.3 moles of acetoacetic acid formed from 

2 Dr. A. L. Bounce and coworkers in this laboratory have prepared a highly* puri- 
fied liver esterase. 
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1 mole of triacetic lactone. They concluded that this was sufficiently close 
to a theoretical 1.5 moles to support a 8 oxidation-recondensatioii type of 
metabolism for this compound. The reason for the difference in results 
obtained is not clear, but probably rests in the specificity and accuracy of 
the analytical methods emplo 3 md. 

In an}" event it is felt that the free acid is the more likely diketone metab- 
olite if such compounds occur in fat metabolism, and this is supported l')y 
its niiicli greater rate of metabolism. Furthermore the lactone of triacetic 
acid cannot be considered as being in simple chemical equilibrium with the 
free acid. This was pointed out in a previous paper (10) and is further 
emphasized b}" the finding that the purified triacetic acid enzyme does not 
affect the lactone. It seems probable that the formation of acetoacetic 

Table V 

Meiabolisni of Efhijl Triacetate hij Liver Enzymes 
Iiicabatioii at 3.3 ml.; bicarbonate buffer, pH 7.4; temperature 30°; malonate 

0.01 V. 


Conversion of ester to 


Ensyme 

j Malonate 

: i 

; ! 

Time 

Triacetic add 

. . _ 

.\cetoacetic 

acid 

Liver homoa^enate 

u 

i _i_ i 

min. 

20 

20 

per cent 

87 

58 

58 

per cent 

0 

37 

U ii 

' ’ i i 

60 

25 

a 

"i -1 1 

60 

0 

90 

Triacetic acid enzviiie 

■ ■ I i 

! _ ; 

55 

1 ^ 

' 86 

0 

Esterase. 

"i - i 

55 

-f triacetic acid enzyme. . . . , 

i I 

55 

1 

1 92 


acid from triacetic lactone involves a preliminary formation of the free tri- 
acetic acid, but this point has not been thoroughly investigated. In this 
connection Breiisch and Ulusoy found that the en 2 r^nne in liver homogenate 
which acts on the lactone was destro^md b}" heating for o minutes at 55°, a 
condition which we have found does not destroy the triacetic acid enzyme. 

DISCUSSION 

The data presented have demonstrated the cleavage of triacetic acid into 
acetoacetic and acetic acids by liver homogenates and b}" an enz^’-me iso- 
lated from liver, according to the equation CH3COCH2COCH2COOH 
CH3COCH2COOH + CH3COOH. This is the first demonstration of the 
biological activity of an open chain polyketonic acid which could be formed 
by “multiple alternate’’ ^ oxidationof afattyacid. In conjunction with the 
fact that this postulated intermediate is metabolized at least as fast as the 
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corresponding fatty acid, it w^ould appear necessary to accommodate this 
type of compound in theories of fat metabolism. 

In postulating triacetic acid as an intermediate of hexanoic acid oxida- 
tion, the acetoacetate yield from lower fatty acids demands consideration, 
since triacetic acid yields onl}" 1 mole of acetoacetate. Either or d cleav- 
age of triacetic acid is indicated with no recondensation of the resulting 
2-carbon fragments. At least in the case of octanoic acid, (3 oxidation and 
cleavage with recondensation of 2-carbon units are indicated as the prin- 
cipal mode of acetoacetate production (9, 23). In the case of hexanoic 
acid, however, experiments on acetoacetate yield in vitro are somewhat at 
variance. 

Leloir and Aluhoz (24) and Jowett and Quastel (2) find the yield of aceto- 
acetate from hexanoic acid greater than from butyric acid. On the other 
hand, calculations from Cohen's data (25) indicate the production of 1 mole 
of acetoacetate from hexanoic acid. The isotope experiments of ]\Iorehouse 
and Deuel (26) with hexanoic acid favor 6 cleavage of a multiple '‘alternate 
oxidized” intermediate. It is of course possible that the mode of oxidation 
and cleavage of hexanoic and octanoic acids differs, and further experiments 
on the oxidation of hexanoic acid in vitro are in progress in this laboratory. 

Successive condensation of acetic acid molecules of 2-carboa residues 
from carbohydrate catabolism is indicated in the biological synthesis of 
fatty acids (27). The pyruvate — > acetoacetate reaction (28) and the 
acetate-acetoacetate conversion (21, 29) offer possibilities for the initial 
stages of fatty acid synthesis. Further stages are obscure, although the 
isotope experiments of Rittenberg, Schoenheimer, and Evans (30) do not 
favor butyric and hexanoic acids as intermediates in the synthesis. Fur- 
ther condensation of acetoacetate with acetate would yield triacetic acid, 
the intermediate under consideration in this paper. Thus polyketonic 
acids are implicated in fatty acid s 3 mthesis as well as catabolism. 

1. A method for the determination of acetoacetic acid in the presence of 
triacetic acid and related compounds has been described. 

2. Triacetic acid is rapidR metabolized hj rat liver homogenate and an 
enz^'me isolated from liver, ^fielding in both cases 1 mole of acetoacetate 
and 1 of acetate. 

3. Triacetic ester is rapidR metabolized b^r liver through the successive 
action of an esterase and the triacetic acid enzyme. Triacetic lactone is 
metabolized hj rat liver at about one-eighth the rate of the free acid. 

4. The implications of these findings to studies of fat metabolism are 
discussed. 
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The stable isotope of nitrogen, N^^ has been employed extensivel}^ as a 
tracer in studies of nitrogen transformations in animals and bacteria, and 
its use has jdelded much information diflBcult or impossible to obtain other- 
wise. The extension of this method to studies involving the higher plants, 
however, has been very limited, Hevesy and coworkers (1) studied the 
absorption of ammonium ions labeled with N^^ in the sunflower and showed 
that there was a definite replacement of the nitrogen present in the mature 
leaf. Vickery and others (2) employed tobacco and buckwheat and found 
at the end of 72 and 47 hours, respectively, incorporation of N^® from 
N^°H 4 C 1 into the principal nitrogenous fractions of the plants. 

The absorption, translocation, and utilization of inorganic nitrogen by 
plants has been extensively investigated by means of traditional methods. 
The demonstration in animals of a rapid and continuous interchange be- 
tween the various forms of nitrogen (3), how'ever, raises serious doubt con- 
cerning the interpretation of some of these earlier findings. Studies of the 
metabolic pathways for the incorporation of inorganic nitrogen into tissue 
protein and other nitrogenous constituents of higher plants have therefore 
been begun vith the stable isotope of nitrogen as a tracer. This communi- 
cation presents certain limited observations of nitrogen metabolism in 
tomato plants. 


EXPEKIMENTAL 

Materials and Methods 

Tomato plants {Lijcopersicon esculentum Miller, var. John Baer) were 
used throughout this study. Young seedlings, sprouted in soil, were trans- 
ferred to silica sand in 10 inch varnished clay pots. A complete nutrient 
solution (4) containing both ammonium and nitrate nitrogen was supplied. 
The plants were grovui under normal greenhouse conditions of light and 
temperature, the latter ranging from 24-29'^ during the day and held near 
18"^ during the night. 

* Publisbed with the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. 

t Present address, Department of Agricultural Chemistry Research, Oklahoma 
Agricultural Experiment Station, Stillwater. 
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Experiment I — ^Seedlings 6 weeks old Tvere employed in this study. 14 
days before the administration of the labeled isotope, the pots were thor- 
oughly leached and during the ensuing period supplied a nutrient solution 
without nitrogen. At the end of this period of deprivation, distinct symp- 
toms of nitrogen deficiency had appeared. At 9.00 a.m. 15 mg. of ammo- 
nium nitrogen as (N^^H 4 ) 2 S 04 containing 30 atom per cent excess were 
supplied each pot. The drain was closed with a stopper and distilled water 
added to saturation. The greenhouse temperature was near 27° and 
transpiration was rapid. 4 hours later the plants were harvested, separated 
into tops and roots, and the latter thoroughly washed in tap water to remove 
adhering salts. The plant parts were rapidly heated in a steam- jacketed 
oven to approximately 65° and then transferred to a forced draft oven main- 
tained at 60° for 8 hours. After an additional 18 hours in an ordinary 60° 
oven, the tissues were weighed, the adhering sand removed from the roots, 
and the parts ground in a mortar to pass a 40 mesh sieve. In this manner 
10.5 gm. of dry leaf plus stem tissue and 4.1 gm. of dry root tissue were ob- 
tained. Nitrogen fractionation was performed upon these dry materials, 

Experment II — This experiment was essentially a repetition of Experi- 
ment I, but slightly larger seedlings, about 2 months old, were used. Nitro- 
gen deficiency was induced by omission of nitrogen from the nutrient 
solution from March 15 to 27, 1946. On the last day 15 mg. of ammonium 
nitrogen as (N^^H 4 ) 2 S 04 containing 30 atom per cent N^^ excess were sup- 
plied at 7.00 a.m. After 12 hours of conditions conducive to a high trans- 
piration rate (temperature, 24-27°, light intensity, 850 to 950 foot candles 
at the bench surface) the plants were harvested, heated, and dried as before. 
The tissues were ground in a Wiley mill and stored for analysis. 

Nitrogen Fractionation Procedures — The nitrogen fractionation procedures 
employed were essentiall}?- those of A^ckery and coworkers (5), and consisted 
of ethanol extraction in a continuous drip extractor for 12 hours (ethanol- 
soluble fraction) followed by repeated extraction with small portions of 
boiling water, centrifugation, and filtration through a small plug of glass 
wool (water-soluble fraction). The hot water-insoluble nitrogen has been 
shovm to consist ahnost wholly of proteins (protein fraction). This latter 
material wasthenh^’-drolyzed with8 N H 2 SO 4 under a reflux for 24 hours, the 
hiimin filtered off (humiii nitrogen), the sulfate ions removed with Ba(OH) 2 , 
and the free amino acids precipitated at approximately pH 8 by mercuric 
acetate followed the addition of alcohol to a final concentration of 30 per 
cent. The insoluble material (Neuberg precipitate) was separated from 
the liquid (Neuberg filtrate) by centrifugation. Mercury was removed 
from the acidified Neuberg precipitate as the sulfide; the basic amino acids 
were precipitated from the resulting solution by the addition of pliospho- 
tungstic acid (PTA precipitate and PTA filtrate). In Experiment II, 
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following the precipitation of the amino acids and similar compounds by the 
Neiiberg procedure, various amino acids or amino acid groups were isolated. 
The methods employed were essentially those described b}" SclioenJieinaer, ■ 
Ratner, and Rittenberg (6). 

Meamremmi of Isotope Concentration — The concentnitioii of in the 
various fractions and compounds was determined by Kjeldahl digestion, 
distillation of XHs from alkaline solution, and subsequent conversion to X 2 
by alkaline hypobromite. Measurement of isotope concentration in the 
N 2 was made with a mass spectrometer of the Nier type; the error of the 
determinations was less than ±0.05 atom per cent. Isotope concentration 
is expressed as atom per cent excess. 

Table I 

Isotope Concentraiion of Various Nitrogen Fractions of Tomato Leaf, Stem, and Root 
Tisstie Supplied (N^^H^'j^SOi for 4 Hours 


The results are expressed as atom per cent excess. 


Nitrogen fraction 

Isotope concentration 

Root tissue 

Leaf and stem tissue 

Total nitrogen 

2.42 

0.33 

Water-soluble i 

7.09 

0.71 

Ammonia i 

12.06 

1.15 

Amide 1 

2.17 

0.10 

Remaining water-soluble i 

l.S<) 

0.63 

Humin of hydrolysate i 

1 0.45 

0.06 

Neuberg filtrate 

1 O.hS 

0.25 

“ ppt 

1 0.27 

0.08 

PTA filtrate i 

j 0.24 

1 0.08 

“ ppt 

0.31 

1 0.08 


Results 

The isotope concentrations of various nitrogenous fractions of the rapidl}" 
growing tomato plants from Experiment I arc presented in Table I. Ex^ 
amination of the data reveals that during the 4 hour period rapid assimila- 
tion of the labeled ammonium ion occurred; the total nitrogen of root and 
top attained values of 2.42 and 0.33 atom per cent excess, respectively. 
The ammonia fraction of root tissue contained 12.06 atom per cent 
excess; thus, the absorbed ammonia nitrogen representt^d some 40 per cent 
of the total ammonia nitrogen present in the roots aft-er 4 hours. 

The data obtained in Experiment II are presented in Table II. It will 
be noted that in these larger, more mature plants the concentration of iso- 
topic nitrogen attained in 12 hours in the roots was considerably less than 
that attained in the roots of the younger plants (Experiment I) in 4 hours. 
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However, tlie 12 hour period permitted more extensive translocation and 
assimilation of in the tops than did the 4 hour treatment. Considerable 
difficulty was experienced in isolating the amino acids from the small 
amount of protein from the root tissue. Several additional amino acids 
were obtained, but not in sufficient ^deld to permit satisfactory purification. 
Likewise in the leaf tissue protein hydrolysates, the small quantity of total 
amino acid nitrogen did not permit a separation of the individual amino 

Table II 

Isoto'pe Concentration of Amino Acids and Amino Acid Fractions of Tomato Leaf, Stem, 
and Root Tissue Supplied (N^^H 4 ) 2 SOi for 12 Hours 


The results are expressed as atom per cent excess. 


Fraction 

Isotope concentration 

Root tissue 

Leaf and stem tissue 

Total nitrogen 

1.13 

1.02 

Ethanol -soluble 

3.89 

1.74 

Water-soluble 

0.77 

0.49 

Protein fractions 

Hydrolysate 

0.79 

0.58 

Huiiiin 

0.45 

0.21 

Neuberg ppt 

0.56 

0.64 

“ filtrate 

0.68 

0.25 

NHs 4- amide 

PTA ppt 

0.38 

0.72 

0.56 

filtrate 


0.82 

Water -insoluble copper salts 


0.71 

Methanol-soluble “ 


0.84 

Arginine 

j 

; 0.77 

Glutamic acid 

1.15 

4.16 

Aspartic 

0.75 

0.94 

Histidine 

i 0.21 

Lysine 


! 0.07 

1 




acids present in the copper salts fractions. According to Town (7) the 
principal amino acids found in the various copper salt fractions are as fol- 
lows: water-insoluble copper salts, leucine, phenylalanine, cystine, methio- 
nine, and any tyrosine or aspartic acid not previously removed; methyl 
alcohol-soluble copper salts, proline, hydroxyproline, isoleucine, and valine. 

DISCUSSION 

The speed with which rapidly growing seedlings absorb, translocate, and 
utilize inorganic nitrogen is clearly shovm from the data of Experiment I. 
During a period of 4 hours, the amount of nitrogen taken into and retained 
by tomato roots was roughly 8 per cent of the total assimilated by the roots 
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ill tlieir entire growth. During the same period the tops accumulated 
N^^-labeled nitrogen equivalent to about 1.1 per cent of their total nitrogen. 
This rapid absorption was probably accentuated by the nitrogen-deficient 
state of the plants. Conditions for rapid translocation also existed during 
this period and likely promoted rapid upward carriage of the absorbed ions. 

Subsequent to the addition of N^^-enriched ammonia the was iiicor- 
porated into amino acids and tissue proteins. The data do not reveal how 
much of the X^^ of the proteins was incorporated by total s}ti thesis of the 
proteins and how much hy exchange of amino acids with the amino acids of 
preformed proteins. Although the total nitrogen assimilated in the tops 
was quantitatively greater than in the roots, the percentage of most nitrog- 
enous fractions formed during the period of treatment ivas greater in the 
roots, as attested by their higher atom per cent X^^ excess. 

Glutamine and asparagine, produced in quantity by certain plants during 
their early growth, are depleted as the plants mature. The amide nitrogen 
apparently is used in the synthesis of amino acids and proteins in the matur- 
ing plant. The young plants of Experiment I accumulated a rather high 
concentration of ammonia in their roots and in response to this abundant 
supply of ammonia sjmthesized amides in consideralile amounts. The 
lowur supply of ammonia to the tops was reflected in a much less \figorous 
amide s^mthesis there. The older plants of Experiment II accumulated less 
ammonia and s^mthesized a lower concentration of amides (analyzed in 
the protein fraction) than did the young plants, but during the 12 hour 
period of treatment there was a higher percentage increase of amides in 
their tops than in their roots from the ammonia supplied. The X^^ con- 
centration of the amide fraction in the roots of the young plants (Experi- 
ment I) is high relative to the other fractions, but this \Yas not true for 
the amides elsewhere. Apparently their importance "was largely confined 
to young root tissue high in ammonia nitrogen. The amide fractions are 
not as clear cut as might be desired, for the treatment of the tissue Avas 
such that partial hydrolysis may have occurred ; the amide and ammonia 
fractions in Experiment II were not separated and Avere determined in the 
protein fractions only. 

The dicarboxylic amino acids, glutamic and aspartic, contained high 
concentrations of X^“, indicating their rapid s^mthesis or turn over. In 
the leaf and stem tissue protein (Table II) glutamic acid Avas found to have 
an X^^ concentration 7 times the average for the AA^hole protein. A similar 
high order of reactivity of these two amino acids has been observed in the 
tissues of rats fed isotopicaliy labeled ammonium citrate (8) and in tobacco 
plants furnished the ammonium ion (2). These data also shoAV a lower 
order of reactiAuty for aspartic acid in tomato, of interest in view of the 
dominance of glutamine over asparagine in this species (9). The probable 
importance of oxalacetate and a-ketoglutarate in carbohydrate trans- 
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iomiatioiis in the higiier plants is now generally recognized. The rapid 
formation from ammonium nitrogen of the corresponding amino acids 
supports the suggestions of Chibnall (10) and Vickery and Pucher (11) 
concerning the importance of those a-keto acids in nitrogen metabolism. 

Histidine was found to ('ontain relatively less (0.21 atom per cent 
excess) than most of the other amino acids or fractions. Lysine showed 
a particiilaii}' low order of reacti^dty as indicated })y an isotope content of 
only 0.07 atom per cent excess. An intermediate concentration of was 
found in arginine, indicating that this amino acid is relatively more active 
meta])olically than the other ].)asic amino acids. The isotope concentra- 
tion of the phosphotiingstic acid filtrate, containing principally the mono- 
amino monocarboxylie amino acids, was also intermediate. Two copper 
salt fractions were isolated and similar isotope concentrations found in 
each. 


SUMMARY 

Tomato plants were supplied for a short time with (Nhl 4 ) 2 S 04 labeled 
vdth Various nitrogenous fractions and amino acids were then iso- 
lated and analyzed for their concentration of Rapid absorption, 

translocation, and utilization of the ammonium ion were found to haxe 
occurred after 4 and 12 hours. All nitrogenous fractions or amino acids 
isolated contained significant excesses of Among the amino acids 

and amino acid fractions separated, glutamic acid had an outstandingly 
high concentration of aspartic acid also had a high level of In 
young plants the distribution of indicated a considerable synthesis of 
amides, particularly in the roots where much ammonia was present. Of 
the compoimds isolated the basic amino acids, histidine and lysine, had 
the lowest concentration. 
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ANTAGONISM OF AMINO ACIDS IN THE GROWTH OF LACTIC 

ACID BACTERIA^^ 


By W. L. ERICKSON, L. M. HENDERSON, I. SOLHJELL,t and C. A. ELVEIiJEM 

(From the Department of Biochemistry, College of A grimiliure^ University of 
Wisconsin, Madison) 

(Received for publication, July 16, 1948) 

Inhibition of microbial growth by compounds closely related to essential 
metabolites has been demonstrated by many investigators (1-3). Early 
workers (4-7) showed that inhibitory effects of single amino acids could be 
reversed by altering the concentration of structural!}^ related amino acids. 
Gladstone (8), using Bacillus anthracis, showed such a relationship among 
leucine, valine, and isoleucine and between threonine and serine. Threo- 
nine exerts an antagonistic action on the utilization of serine by Lacto- 
bacillus arabmosus (9). Using Laclobacilhis casei, Feeney and Strong (10) 
demonstrated an inhibitory effect of aspartic acid, reA^ersible by glutamine, 
glutamic acid, or asparagine. 

\Wiile investigating a uniform medium for the microbiological determina- 
tion of amino acids (11), certain difficulties Avere encountered with the 
glutamic acid and isoleucine assays with Laciohacillus arahimsus. A 
lag in the growth response curve was observed at the lower concentrations 
of these amino acids. The tubes containing samples, particularly in the 
case of isoleiicine assays, did not shoAV this lag to the same extent as the 
standard curves, resulting in marked doAAiiward drift of assay values. To 
allcAuate the lag in the glutamic acid curve and to give a valid assay, a 
heavy inoculum and adjustment of the medium to pH 6 have been used 
(12). While this proAuded a satisfactory assay for glutamic acid, further 
Avork on the fundamental defect AA-as indicated. As in previous studies 
(13, 12, 14, 15), Avhen glutamic acid standard was replaced by glutamine 
(sterilized by filtration) the lag aaus absent. This indicated, as suggested 
previously (12, 14), that glutamic acid is utilized through glutamine and 
that the lag is the result of partial or complete failure of the small amounts 
of glutamic acid present to be amidated to glutamine. 

In this study the mutual antagonism of the members of two groups of 

* Published with the approval of the Director of the Wisconsin Alumni Research 
Foundation. Supported in part by grants from the Abbott Laboratories, North 
Chicago, Illinois, the Nutrition Foundation, Inc., New York, and the Research 
Committee of the Graduate School from funds supplied by the Wisconsin Alumni 
Research Foundation. 

t Present address, Oslo, Norway. 
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amino acids in tlie growth of Ladohacillus arabmosiis 17-5 and Leuconosfoc 
mesen-tewides P~60 was investigated. 

EXPEEIMENTAL 

The cultures and assay techniques used w'ere the same as described 
previously (11), except that light inocuia were used. To accentuate the 
lag in groAvth, the inocuia were diluted until no turbidity was perceptible. 
In later experiments, the inocuia Avere carefully standardized to a soiiaeAAhat 
greater dilution than this by suspending the cells in sufficient sterile AAxiter 
to give a reading of 50 in an Evelyn colorimeter, with standard Evelyn 
tubes, and a 660 m,u filter against a AA'ater blanlv. 1 ml. of this suspension 
was then diluted to 200 ml. AAith sterile, distilled Avater and 1 drop aa^is used 
to inoculate each 2 ml. of culture medium. 

In most studies, 2 mi. volumes in 18 X 150 mm. culture tubes AA'ere used. 
In some of the glutamic acid experiments early groAAih in 10 ml. \mlumes, 
in EatIvii colorimeter tubes, AA-as measured tiirbidimetrically against an 
iiiiinoculated blank. In other Avork AAhere a number of solutions had to 
be sterilized by filtration 0.2 ml. volumes Avere used. They were titrated 
electrometrically (16) after 60 to 72 hours of incubation. 

Results 

Effect of Other Ammo Acids on Isolcvcine Requirement — Inhibition 
indices (3) were determined for Lactobacillus arabiuosus and Lcuconostoc 
mesenteroides AAith isoleucine as the metabolite and leucine and valine as 
the antagonists. Typical results are shoAAUi in Table I. The inhibition 
indices were not constant, but Avere of the same general magnitude over AA'ide 
concentration ranges. In all cases increasing the concentration of the 
metabolite reversed the inhibition, indicating that it is competitiA^e. dl- 
Valine and L-leiicine AA'ere additiA^e in antagonizing the growth of Lado- 
hacillus arabinosus wffien isoleucine aa^s the limiting amino acid, dl- 
Leiicine AAms approximately half as effective as L-leucine as an antagonist 
of isoleiicine, indicating that only the l isomer is inAmIved; D-leucine was 
not tested. Decreasing the concentration of DL-vffiine and L-leucine in the 
basal medium from the normal level of 400 and 200 7 per 2 ml. tube to 100 
and 50 7 , respectiA'ely, eliminated the lag. 

ExcessiA^e amounts of methionine inliibited the groAAdh of Lactobacillus 
arabinosus AAffien isoleiicine Avas the limiting amino acid. 10 mg. per tube 
of DL-methionine completely suppressed the groAAth of Lactobacillus ara- 
binosus in the presence of 30 7 of DL-isoleucine. Alanine at 30 mg., or 
DL-serine or DL-threoniiie at 50 mg. per tube, caused no inhibition, indicat- 
ing that the antagonism is not general for all amino acids (Table II). 
That these relationships are not peculiar to the medium being used in these 
studies AAms indicated by parallel experiments in AA’hich a medium typical 
of those currently emplo 3 "ed by many other workers (17) was used. 
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Table I 

Results of Typical Experiment Shoicing Effect of Valine and Leucine As Antagonists 

of Isoleucine for Lactobacillus arabinosiis 


DL-Isoleucine 

DL- Valine 

L-Leucine 

Titer 

Molar inhibition 
index* 

7 per tube 

30 

7 per tube 

500 

7 per tube 

50 

S2 


30 

1,000 

50 

72 


30 

1,500 

50 

54 


30 

2,000 

50 

6 

45-60 

200 

15,000 

50 

192 


200 

20,000 

50 

ISl 


200 

25,000 

50 

102 


200 

30,000 

50 

67 


200 

1 45,000 

50 1 

13 1 


2000 

: 15,000 

50 ' 

195 1 


2000 

: 75,000 

1 50 I 

! 

1 179 

135-200 

6 

' 100 i 

1 100 

1 9 


6 

’ 100 

500 

1 5 1 


30 

100 

200 

1 105 i 


30 

' 100 i 

400 

I 87 1 


30 

! 100 1 

SOO 

1 53 ! 


30 ! 

1 100 ! 

! 1 

1000 

J 14 i 

27-33 

i 


Based on concentrations of l forms of amino acids. 


Table II 

Sunifnary of Results of Studies of Antagonis?n of A?7imo Acids* 


Limiting amino acid 

Inhibiting amino acid 

Molar inhibition index 

L, arahimsm 

L.mesenleroides 

Isoleucine 

DL-Valine 

45-60 

500-1000 


L-Leucine 

30-40 

75-250 


DL-Leuciae 

40-50 

Not determined 


DL-Methionine 

100-200 



DL-Serine 

None at 4500 

is ic 


DL-Threonine 

‘‘ 3500 

cc a 


DL-Alanine 

» “ 1400 

CS IS 

Leucine 

DL-Isoieucine 

450 

None at 3000 


DL-Vaiine 

2000 



DL-Methionine 

None at 1500 

! Not determined 


DL-Threonine 

: 5500 j 

££ ££ 


DL-Serine 

“ 6200 ! 

£S ££ 

Valine i 

L-Leucine 

360 i 

None at ISOO 


DL-Isoleucine 

20-40 i 

700 


DL-]\Iethioaine 

<300 

Not determined 


* All based on concentrations of the l isomers. 
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When fiiT organisms were used to determine isoleucine in acid-hydrolyzed 
casein, all except Laclohacillus arabmosus gave nearly identical values, with 
no drii‘t. With L. arabinosus high values at the lower levels and low values 
in the upper part of the standard curve, i.e. a drift domivnrd, were en- 
countered. Thus, for example, values of 6.1 per cent vitli Slreplococciis 
faecalis R, 6.0 per cent with Leiiconosfoc mesenteroides, 6.0 per cent with 
L. delbruccJcti-dy and 6.1 per cent with L. casei were obtained. Values 
L, arabinosus drifted from 10 to 5.6 per cent, indicating that the standard 
curve Avas beloAv the ‘^sample cmwe” at Ioav leA^els and above it at the higher 
levels. 


Table III 

Effect of Regular and Low Leucine and Valine Concentrations in Medium on Iso- 
leucine Assay of Casein HydrolysaiC’^ 


Sample weigiit 

L. 7nesenleroides 

1 L. arabinosus 

1 

Low 

Regular 

! Low ' 

Regular 

mg. 

0.1 

6.4 

.,5 

6.5 

15.7 

0.2 

6.S 1 

1 7.3 1 

1 4.6 1 

^ 9.3 

0.3 

1 6.0 i 

1 6.4 

oo 

CO 

7.4 

0.4 

1 6.0 1 

! 6.2 

^ 3.7 

0.2 

0.5 

6.3 1 

1 6,0 

3.3 

5.7” 

Average 

6.3 

7.1 

4.4 

1 

S.9 


* Regular levels were DLwaline 0.4 mg. per 2 ml. tube and L-ieucine 0.2 mg. per 
2 ml. tube. Low leA’els were one-fourth of the regular concentrations. 


The effect of loAvering the leA^el of leucine and Amline in the medium for 
the determination of isoleucine in another protein hj^drolysate is shoAVii in 
Table III. With regular concentrations of leucine and valine in the medium, 
there AA’as drift in the values, particiiiarty Avith Lactobacillus arabinosus. 
Decreasing the leA'el of these amino acids eliminated the slight drift for 
Lcuconosfoc mescnicroides^ gmng assay A^alues AA'hich compare well Avitli 
those obtained AAitli L. delbniecIdi-Z (6.6 per cent). Wien L. arabinosus 
Avas the test organism, the diift was not eliminated by loAvering the con- 
centrations of leucine and valine in the medium, and much lov'er A’aliies 
were obtained. With Lenconosioc mescjiferoides, inhibition of groAvth oc- 
curred in the loAver portion of the cuiwe AAiien regular levels of leucine and 
A^aline AA'ere present in the medium, but the upper portion of the curve coin- 
cided vith that obtained AAith low* levels of these tAvo amino acids (Curves 2 
and 3, Fig. 1). With L. arabinosus, Ioav levels of leucine and valine gaA^e a 
standard eiuwe elevated above that obtained AA'ith a medium containing 
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regular concentrations of leucine and valine, at all levels of isoleiicine 
(Curves 1 and 4, Fig. 1). This indicated utilization of the d isomer of 
isoleiicine by L, arabmosiis at low levels of leucine and valine. To verify 
the variable utilization of n-isoleucine by this organism, when regular and 
low levels of leucine and valine were used, standard curves with l- and dl- 
isoleuciiie were prepared. With regular levels of leucine and valine the 
L and DL standard curves (Curves 1 and 2, Fig. 2) nearly coincided, except 



Fig. 1. Effect of leucine and valine concentrations on isoleucine standard curves. 
Curves 1 and 2, n-leucine 0.05 mg. and DL-valine 0.1 mg. per 2 ml. tube; Curves 3 and 
4, regular levels, L-leucine 0.2 mg. and UL-valine 0.4 mg. per 2 ml. tube. Curves 
1 and 4, Lactohacillus arabinosus; Curves 2 and 3, Leuconosioc inesenieroides . 

in the upper portion. In this portion, the ratio of the concentrations of 
leucine and valine to isoleucine was less than in the lower portion of the 
curve, resulting in greater utilization of the d isomer. With low levels of 
leucine and valine present in the medium, the l and bl curves were not 
Biiperimposable. The DL-isoleiicine standard curve (Curve 4, Fig. 2) 
diverged upward from the L-isoleucine standard curve (Curve 3, Fig. 2), 
indicating that the d isomer was being utilized at nearly all concentrations 
of isoleucine. When n-isoleuciiie was added in increasing concentrations 
to a medium containing the n isomer at a level sufficient for half maximum 
growth (7.5 7 per tube), the titration values increased, indicating 10 per 
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cent activity at 10 7 per tubej and 19 per cent activity at 30 7 per tube. 
When D-isolencine was used alone for preparing a standard curve, it showed 
no growth-promoting activity. 



fig. of L-ISOMER 

Fig. 2. Effect of regular and low leucine and valine on response of Lactohacillus 
arabinosus to l- and DL-isoleucine. Curve 1, L-isoleucine, regular leucine and valine; 
Curve 2, DL-isoleucine, regular leucine and valine; Curve 3, L-isoleucine, low leucine 
and valine; and Curve 4, DL-isoleucine, low leucine and valine. 

During these studies the contamination of DL-isoleucine (Merck), pre- 
sumably with alloisoleucine, was noted. The activit}" for Leuconostoc 
mesenteroides and L. delbniechti-3 of this DL-isoleucine, as compared to a 
pure sample of L-isoleiicine,^ was only 39.5 per cent, instead of the 50 per 
cent expected for pure DL-isoleucine. This was also observed by Mr. F. A. 
Wacher of Merck and Company, Inc., and was reported by Smith and 
Greene (18). 

^ Kindly supplied by Dr. D. G. Doherty of this laboratory. 
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E;^ect Of Other Amino Acids on Leucine and Valine Requirements — With 
leucine limiting, the concentrations of either DL-valine or DL-isoIeiicine re- 
quired to inhibit growth of Laclohacillus arabinosiis were nearly the same. 
The inhibition indices (Table II) indicate that this organism i>s less sensi- 
tive to these antagonisms when leucine is limiting than when isoleiiciiie is 
the limiting nutrient, ilethionine, threonine, and serine did not show the 
antagonism at the high concentrations used. 

When valine was the limiting amino acid for the growth of this organism, 
DL-isoleiicine caused inhibition at lower concentrations than did L-leucine. 
From Table II it is evident that leucine is antagonized less by isoleueine 
and valine than is valine by isoleucine and leucine. These differences 
account for the occasional slight lag in the valine standard curves vith this 
medium and this organism and the absence of such lags in the leucine curves 
with similar assay conditions. The presence or absence of a lag from one 
valine assay to another is probably a result of slight variations in the weight 
and age of the inoculum. Methionine antagonized the utilization of limit- 
ing quantities of valine. 

An antagonizing action by isoleucine for Leuconostoc mesentemides with 
low concentrations of leucine could not be shovm. Growth could be in- 
hibited, however, by large amounts of isoleucine when the valine level was 
limiting. The relatively lower susceptibility of Leuconostoc mesenteroides 
to these imbalances is probably one reason why this organism is now so 
widely used for amino acid assays. 

Glutamic Acid-Aspartic Add Relationship — The general lag in the 
growth of Lactobacillus arahinosus when glutamic acid was limiting was 
evidenced in the lower portion of the standard curve, but occasionally ex- 
tended over one-half of the range. Adjustment of the medium to pH 6 
together with the use of a heavy inoculum (12) was a practical solution. 
Lyman et al. (14) added small amounts of glutamine to prevent this lag. 
Replacement of aspartic acid by asparagine has been reported by Baum- 
garten et al. (15) to relieve the lag, but when asparagine was added to our 
medium already containing aspartic acid, the lag was accentuated. This 
suggested that aspartic acid or asparagine might be the active substance 
causing the lag in the growth curve. When the concentration of aspartic 
acid in the medium was progressively lowered, the lag was diminished until 
it vras completely eliminated at 40 y per tube (Fig. 3). A 10- to 20-fold 
greater concentration of asparagine than aspartic acid was necessary to 
elicit an equivalent lag in growth. Table IV shows the effect of asparagine 
and aspartic acid on the metabolism of glutamic acid by L. arabimsus. 
These data show an inhibition index of 400 for asparagine and approxi- 
mately 20 for L-aspartic acid. Asparagine exerts a stimulator}^ effect on 
the growth of this organism (Table IV) as show by slightly higher titrations 
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Table IV 

Fffcti of Ai^paragi/ie and Aspartic Acid oji Metabolism of Glutamic Acid for Lacio- 

bacillus arabinosus'^ 


Concentration of 

No aspartic acid 

Concentration 

glutamic acid 

L-Asparagine, 

2 mg. 

DL-Asparagine, 

2 mg. 

L Aspartic acid, 

2 rag. 

DL-Aspartic acid, 

2 mg. 

7 

0 

3 

3 

4 

5 

5 

5 

20 


4 

5 

4 

10 

30 

25 

20 

5 

5 

25 

43 

56 

1 56 

5 

5 

SO 

86 

102 

: 98 

5 

5 

100 

96 

lOS 

101 

11 

72 


* Final pH of media after autoclaving 7.1. Each count represents 0.05 ml. of 
0.04 N NaOH. 



0 10 20 30 40 50 


pg. L-GLUTAMIC ACID 

Fig. 3. The effect of L-aspartic acid and L-asparagine concentration on the re- 
sponse of Lactohacillus arabinosus to glutamic acid. 
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for the mediimi containing added asparagine. Three different samples of 
asparagine (one of racemate and two of the n form) were used, at the same 
concentration, to test the possibility that the lag was due to aspartic acid as 
a contaminant of the asparagine. All samples gave the same degree of lag 
in groT^i^h. It is unlikety that three different samples would contain equal 
amounts of aspartic acid. From these data, it appears that the antagonistic 
action is due to the asparagine yer se. 

With aspartic acid limiting, high glutamic acid concentrations had no 
effect on the growth of Leuconostoc mesenieroides. 

Table Y 


Inhibition of Groivth of Lactobacillus arabinosus by Bicarbonate and i.~Aspariic Acid 
in Presence of 04'25 X 10~^ m Glutamic Acid or Glutamine 


NaHCOs 

L-.\spartic acid 

Glutamic 

acid* 

Molar inhi- 
bition index 

Glutamine* 

Molar inhi- 
bition index 

0 

0 

137 


120 


10.9 X 10~3 

0 

133 


114 


23. S X 10-s 

0 

22 

56 

35 

56 

35.6 X 10-s 

0 

2 

83 

1 

S3 

47.6 X 10-3 

0 

0 


0 


59.0 X 10-3 1 

0 1 

0 


i 0 


0 1 

0 

147 


130 


0 1 

X 

o 

1 

21 

19 

135 


0 1 

15. 0 X 10-3 

8 

35 

135 


0 i 

22.5 X 10-3 

8 


i 136 ' 


0 1 

30.0 X 10-3 

t 


1 136 


0 j 

37.7 X 10-3 

i 


; 137 



The values represent titration counts, each count equivalent to 0.05 nil. of 
0.04 X NaOH. 


During these studies, Waelsch et aL (13) reported inhibition of the growth 
of L. arabinosus by oxalacetate and sodium bicarbonate. To determine 
whether these antagonisms had a common basis, inhibition indices were 
determined for L-aspartic acid and sodium bicarbonate. Table V shows 
the results of one such experiment. Although inhibition by aspartic acid 
was not observed when glutamine was present, glutamine had no effect on 
the bicarbonate inliibition. The molar inhibition index for aspartic acid 
Avas considerably lower than that for sodium bicarbonate. 

DISCUSSION 

The amino acid requirements of many lactic acid organisms have been 
studied extensively in the search for more specific and reliable assays, but 
little has been reported on the effect of high concentrations of amino acids. 
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Tiie polic}^ has been to add an excess of all required nutrients, with the 
exception of the one being assayed. The results reported here and those 
of I\Ieiiike and Holland (9) indicate that the amino acids should also be 
present in correct proportions to avoid imbalances. Addition of an in- 
hibiting amino acid with the sample might result in growth suppression in 
the sain,ple tubes not encountered in the standard tubes, with resulting 
drift and invalidation of the assajn This might dictate a medium contain- 
ing little more of such amino acids than the bacteria need for maximum 
growth. When such a medium is used, however, the percentage difference 
in concentration in sample tubes and standard tubes is very much greater 
and might prove quite significant when proteins of other than average com- 
position are assayed, A safer procedure appears to be that of maintaining 
moderately high concentrations of all constituents, so that the percentage 
change in composition of the fermentation liquid is affected only slightly 
by addition of the sample. In cases in which difficulties arise, as evidenced 
by lag, driir in assay values, poor recoveiy of added amino acid, or in- 
consistent values, other organisms less sensitive to such imbalances should 
be employed. The use of l standards is advisable to eliminate possible 
activity of the d isomer. 

With an isoleiicineless strain of Neurospora crassa, it has been demon- 
strated that f5-niethyl-oi-ketovaleric acid, the keto derivative of isoleucine, 
inhibits the conversion of the keto acid analogue of valine to valine (19). 
This may be due to saturation of the surface of the enzyme which reduc- 
tively animates this keto acid to valine by the structurally related isoleucine 
derivative. A similar mechanism may account for the relationships 
described here. Isoleucine may be utilized as a peptide or a similar deriva- 
tive and its incorporation into such an active intermediate may be medi- 
ated b3?’ an enz^^me which is effectively blocked by the homologous or 
isomeric amino acids. 

Lyman ct at (20) have recently reported that the d isomer of isoleucine 
is utilized b}" Lactohacillus arahinosus when vitamin B& is present in the 
form of pyridoxamine; utilization was greater when leucine was present at 
0.4 mg. than at 2.0 mg. per 10 ml. tube. The concentration of leucine 
used in our studies (11) is one-half the level reported to inhibit utilization 
of D'isoleiiciiie. The low levels used in these studies are comparable to 
those found b}' Lyman et at (20) to enhance utilization of the b form. The 
anomalous results obtained in assaying samples, with a medium containing 
high concentrations of valine and leucine and in the presence of pyridoxal, 
when DL-isoleucine was used for the standard curve, can largely be ex- 
plained b}’' a combination of the antagonism described here and the variable 
availabilit}' of B-isoleiicine for Lactohacillus arahinosus shown by Lyman 
daL(20). 
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When aspartic acid-gkitamic acid ratios were calculated for the data of 
Hac et at (12), inhibition indices ranged from 30 to 200, depending on pH, 
weight of inoculum, length of incubation, and whether ammonium salts 
were present. The inhibition indices found here essentially confirm their 
work, 

W' aelsch et aL (13), using a 20 hour turbidimetric assay, found that at a 
concentration of 0.82 X 10~^ m glutamic acid, 24 X 10"® m oxalacetate at 
pH 5.7 or 9.5 X 10"® m NaHCOs at pH 7.4 wmuld inhibit completely the 
growth of Laciohacilhis arabinosus. The inhibition due to oxalacetate 
could be reversed by a 4-fold increase in concentration of glutamic acid or 
by 7.0 X 10"'' M glutamine while NaHCOs inhibition was reversed by a 3- 
fold increase of glutamic acid or by 2.7 X 10 ~® m glutamine. They at- 
tributed the inhibition to carbon dioxide, which appeared to prevent the 
amidation of glutamic acid to glutamine. The competitive aspartic acid- 
glutamic acid growth inhibition obtained with L. arabinosus appears to be 
a function of the enzyme system which converts glutamic acid to glutamine. 
Aspartic acid or asparagine maj" inhibit this reaction by competing with 
glutamic acid for the enzyme catalyzing this conversion. In our studies, 
glutamine reversed aspartic acid inliibition, but failed to overcome bicar- 
bonate inhibition. From these results, it appears that these inhibitors do 
not act by a common mechanism. Aspartic acid is a more effective in- 
hibitor than sodium bicarbonate. Interpretation of the data of Waelsch 
et al. (13) is complicated by the presence of aspartic acid in the medium. 
Calculation of the inhibition indices showed that asparagine, methionine 
sulfoxide (21), NaHGOs (13), oxalacetate (13), and aspartic acid were 200 
to 400, 75, 30, 30, and 20, respectively. In these studies, the index for 
sodium bicarbonate was approximately 50 . 

By replacing the aspartic acid in the uniform medium (11) for amino acid 
assays by one-half as much n- or DL-asparagine, a dose-response curve to 
glutamic acid is obtained which is much more nearly linear and whose slope 
is largely independent of the size of the inoculum. Such a modified me- 
dium has proved highly satisfactory for the determination of glutamic 
acid. 


SLWIMARY 

1. The metabolism of Lactobacillus arabinosus is affected by the balance 
of concentrations of leucine, isoleucine, valine, and methionine present in 
the medium. 

2. \^Tien isoleucine was the limiting amino acid, high concentrations of 
leucine, valine, and methionine in decreasing order of effectiveness caused 
inhibition of growth. Alanine, threonine, and serine did not cause in- 
hibition when added at high levels, indicating reaction specificity. 



528 


AMINO ACID ANTAGONISM 


3. Wlien leucine was limiting, isoleiicine inhibited growth more than 
valine and when valine was limiting, isoleucine inhibited growth more than 
leucine. 

4. The growth of Leuconostoc mesenieroides P-60 was also affected by im- 
balances of these amino acids. However, the concentrations necessaiy to 
inhibit this organism were approximately 5 times greater than those required 
to inhibit Lactobacillus arahinosus, 

5. The growth of Lactobacillus arahinosus, with glutamic acid limiting, 
was inhibited aspartic acid or asparagine; the former was the more 
effective antagonist. It appears that these amino acids inhibit by pre- 
venting the small amounts of glutamic acid present from being amidated 
to glutamine. This organism is much less sensitive to this inhibition below 
pH 7. 

6. The uniform medium of Henderson and Snell (11) should be modified 
for the glutamic acid assay when Lactobacillus arabinosus is used by re- 
placing the aspartic acid vdth asparagine at a lower concentration. 
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When solutions of 2?^rf-naphthindan-2,3,4-trione hydrate (1) (II) and 
ascorbic acid (I), rediictone, or dihydroxymaleic acid are mixed at a con- 
stant temperature of 45"^ for about 6 hours, or heated on a boiling water 
bath for 3 minutes and then cooled, definite silky red crystalline precipi- 
tates are formed. These precipitates, which proved to be dihydroxy-pcn- 
naphthindenone (III), are similar to the compound prepared by Errera (2), 
using the action of hydrogen sulfide on perf-naphthindan-2,3,4-trione hy- 
drate, and have the same melting point; the mixed melting point was not 
depressed on addition of an authentic specimen. The same characteristic 
deep blue coloration is also obtained when the substance is treated with 
sodium hydroxide solution. 

/-Ascorbic acid, rediictone, and dihydroxymaleic acid belong, according 
to their structures and properties, to the class of ‘'"rediictones,” which are 
characterized by the following constitution: 

R-~C==C---C— Ri 

i I II 

OH OH O 

The formulae of these compounds contain a common grouping with that 
of reductone, which explains their similar behavior, and all compounds of 
this class form reversible oxidation-reduction systems. 

oxidation 

R— C=C— C— Ri ■ "■ R— C— C— C— El 

5 [ ji reduction |j i| jj 

OH OH O 0 0 0 

It follows from these facts that the oxidation of /-ascorbic acid by pcri- 
naphthindan-2,3,4-trione hydrate stops at the stage of dehydro-/-ascorbic 
acid (IV), since a mixture of dehydro-Z-ascorbic acid and pcrf-naphthindan- 
2,3,4-trione hydrate gives no precipitate of dihydroxy-pcrz-naphthin- 
denone. During this reaction and the period of heating at about 45°, 
there is evolution of carbon dioxide. This is due to decarboxylation of the 
dehydro-Z-ascorbic acid after hydrolysis of the lactone bridge, forming /- 
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\3io-2^,3-(iiketoliexonic acid (V) as an intermediate product and finally 
/-xyiosone (VI) (cf. West and Rinehart (3), Koppanyi, ViviiiOj and 
Veitcli (4)). 

In the case of reductone, the stage of oxidation stops at the formation 
of iiiesoxalaldehAYlej which is identified in the form of its diphenylh^rdra- 
20110 . Dih^^droxymaleic acid is oxidized to diketotartaric acidj which is 
identified in the form of its osazone. 

0=C 


HO—C ! O 



CHOH 0 


GlhOH 

(I) (ID 

0=C 1 

Loi 

i o 

c=o 

1 HOH 

CH ^ 

i 

CHOH 

j 

CH.OH 
(IV) 

COOH CHO 


+ 


(III) 


c==o 

I 


c==o 

1 

i 

c==o 

-CO2 



1 

CHOH 

CHOH 


CHOH 

1 

i 

CHOH 

1 


1 

CH2OH 

1 

CH2OH 

(V) 


(VI) 


The chemistiy of dehydro-i-ascorbic acid, the primary reversible oxi- 
dation product of vitamin C, has hitherto been mainly investigated by 
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utilizing solutions of the freshi}" oxidized vitamin. The labile nature of 
this substance has, however, prevented its isolation hitherto in a pure state, 
although Karrer, Salomon, and Schopp (5) and Crook and hlorgan (6) have 
prepared it in a pure but amorphous form. Kenyon and Aliinro (7) found 
recently that when the solid product obtained by the method of Hirst and 
Woodward is intensively dried and dissolved in ethanol at room temper- 
ature the solution on standing deposits a ciystalline colorless compound 
which has the characteristics of anhydrous dehydro-^ascorbic acid. 

During the action of pcrf-naphthindan-2,3 ,4-trione hydrate (II) on 
freshty crystallized Z-ascorbic acid (I) in aqueous solutions at 20° for 1 hour, 
it has been found that after separation of dih^^droxy-pcri-naphthindenone 
(III) and concentration of the filtrate to dryness, followed by treatment 
with ethanol at 0°, anh 3 ’-drous dehydro-Z-ascorbic acid (IV) is isolated in a 
crystalline state. 

It has also been found in vitro that dehydro-Z-ascorbic acid reacts on 
Qf-amino acids at the boiling point of water -with the formation of ammonia, 
carbon dioxide, and the corresponding aldehydes with 1 carbon atom less 
(qf. von Euler, Karrer, and Zehender (8), Abderhalden (9)). This degra- 
dation reaction has been carried out under physiological conditions of tem- 
perature and pH. According to this evidence, it appears reasonable to 
believe that vitamin C deficiencies which occur quite often may be due to 
intestinal destruction of the vitamin, partially by hydrolysis followed by 
decarboxylation of the dehydro-Z-ascorbic acid and partially to its action 
on the a-amino acids. This will explain among other reasons the relatively 
high requirements of this vitamin on the weight basis compared to the 
daily needs of man and animals for the other vitamins. 

Reaction of peri-N a'pMhindan~2 ,S j44Tione Hydrate with I- Ascorbic Acid — 
0.5 gm. of ascorbic acid mixed with 0.6 gm. of pulverized pcrZ-naphthindaii- 
2,3,4-trione hydrate in 25 cc. of water is heated in a boiling water bath 
for 3 minutes and quicldy cooled; a red silky crystalline precipitate is ob- 
tained, which is filtered off, washed several times with cold water, and then 
dried; m.p. 258°; yield 0.42 gm. This substance proved to be dihydroxy- 
pcrZ-naphthindenone by mixed melting point with an authentic specimen 
prepared according to Errera (1, 2) and also by the characteristic intense 
blue color which is obtained on treatment with sodium hydroxide solution. 

CioHiiOs. Calculated, C 73.5, H 3.7; found, C 73.6, H 3.8 

Reaction of peri-Naphthindan-^ ,3 ,4-4rione Hydrate with I- Ascorbic Acid 
at 0.5 gni. of Z-ascorbic acid is dissolved in 10 cc. of water and mixed 
with 0.6 gm. of pulverized pcrZ-naphthindan-2,3,4-trione hydrate dis- 
solved in 15 ec. of water. The vessel containing the mixture is arranged 
so that a continual current of pure h 3 ^drogen is passed through it, and it is 



532 


per {- naphthixdan-2 , 3 , 4-trione hydrate 


placed on a constant bath of 40° for 10 hours. It is connected to a bubbler 
coiitaiiiing barium hydroxide to provide for titration of the amount of 
carbon dioxide. From 0.5 gm. of ascorbic acid treated with 0.6 gm. of 
pen-naphthmdan-2j334-trione hydi'ate at 45°, 0.5 gm. of carbon dioxide 
was evolved in 6 hours. The solid dihj^droxy-pen^-naphthindenone is sepa- 
rated by filtration and the clear filtrate is concentrated in vacuo to a 
syrupy liquid. This is treated with a phenylhydrazine mixture (0,4 gm. 
of phenylhydrazine hydrochloride mixed with 0.6 gm. of sodium acetate 
and 4 cc. of distilled water). Z-Xylosazone has been obtained in delicate 
yellow needles and melts at 164°, with decomposition. This is proved by 
the melting point and mixed melting point of the osazone. 

Reaction of peri-Naphihindan-2 ,8 y^-trione Hydrate with Dehydro-l-as- 
corbic Acid — 0.5 gm. of ascorbic acid dissolved in 10 cc. of distilled water is 
treated with iodine-potassium iodide solution (1.4 gm. of iodine in 2.5 gm. 
of potassium iodide dissolved in 10 cc. of water) until it is transformed 
into dehydro-Z-ascorbic acid. The hydrogen iodide is removed by the ad- 
dition of silver carbonate and filtration. 0.6 gm. of pulverized perf-naph- 
thindan-2,3 , 4-trione hydrate is added with 25 cc. of water and heated in a 
boiling water bath for 3 minutes and then cooled; no reaction takes place. 
The whole solution is concentrated in vacuo and then allowed to cool, 
when a yellowish crystalline precipitate is obtained, which proved to be 
perZ-naphthindan-2 ,3 , 4-trione hydrate by melting point, 273° with decom- 
position, and mixed melting point determinations and by color tests with 
sodium hydroxide solution. The same experiment has been repeated with 
the same amounts in the presence of a current of pure hydrogen. The re- 
action mass was placed at 45° for about 6 hours and the amount of CO 2 
has been calculated as above and found to correspond to 0.4 gm. 

Actio?i of peri-Naphthindan-2 ,8 ,4Arione Hydrate loifh Reducl07ie—0.Z gm. 
of reductone (cf, von Euler and Martins) (10)) with 0.6 gm. of pulverized 
pen-naphthmdan-2, 3 , 4-trione hydrate in 25 cc. of distilled water is heated 
over a flame for 3 minutes and cooled; a red silky crystalline precipitate is 
obtained which is filtered off and reciystallized from ethyl alcohol; the 
melting point, 258°, and mixed melting point determinations with an au- 
thentic specimen proved the compound to be dihydroxy-perZ-naphthin- 
denone. Yield, 0.35 gm. The filtrate is concentrated m vacuo and 
treated with the phenylhydrazine mixture. The red substance which sepa- 
rates is reciystallized from methyl alcohol to give a red crystalline sub- 
stance melting at 176° ; the substance proved to be the diphenylhydrazone of 
mesoxalaldehyde by melting point and mixed melting point determinations 
with material prepared according to Pechmann (11). 

Action of peri-Naphihi?id<an-8 ,8 ,4^trionG Hydrate with Dihydroxymaleic 
Acid — ^0.4 gm. of diliydrox 3 mialeic acid (12) is mixed with 0.6 gm. of pul- 
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verized pen-naphtliindan-2j3,4"trione hydrate in 25 cc. of distilled water 
and heated over a Vv'ater bath at 45° for some hours and then cooled. A 
red, silkyj ciystalline precipitate obtained was filtered off and recrystal- 
lized from ethyl alcohol, forming red needles of melting point 258° which 
was not depressed when the substance was mixed with dilwdroT^’’-pcn- 
naphthindenone. Yield, 0.2 gm. The mother liquor of the reaction mass 
after separation of the red substance was concentrated in vacuo to a syrupy 
liquid which was chilled in ice for 24 hours. A colorless ciystalline sub- 
stance "was obtained, melting at 114°; the mixed melting point was not 
depressed on admixture with diketotartaric acid. When this was treated 
with the phenylhydrazine mixture, orange crystals contaminated with impu- 
rities were obtained. By fractional crystallization uniform orange needles 
were separated, m.p. 200°. This osazone has been identified as the phenyl- 
hydrazone of diketotartaric acid by melting point and mixed melting point 
determinations (cf. Ziegler and Lacher (13)). The yield was very poor. 
This is due to the partial decomposition of dihydi’oxymaleic acid at 50-60°, 
with liberation of carbon dioxide and the formation of glycolaldehyde (cf. 
Fenton (14)). 

Isolation of Dehydro-l-ascorhic Acid {IV) — 3 gm. of pure J-ascorbic acid 
(I) dissolved in 25 cc. of distilled water were shaken with 3.5 gm. of peri- 
naphthindan-2,3,4-trione hydrate (II) in 150 cc. of distilled water at 20° 
for 1 hour. A reddish color first formed, followed by precipitation of red, 
silky, crystalline needles of dihydroxy-pert-naphthindenone (III). The 
whole mass was cooled at 0° and filtered off. YTien the filtrate was con- 
centrated at 30° and 4 mm., a viscous yellowish syrup was obtained; this 
was dried in vacuo at 50° for 20 minutes. The resultant glassy substance 
was then left under a vacuum for some hours until of constant weight. 
This solid mass was powdered and shaken with 10 cc. of absolute alcohol 
and kept at 0° for 24 hours; anhydrous dehydro-?-ascorbic acid (IV) was 
obtained in fine colorless crystalline needles, m.p. 220° with decomposition, 
which were identified by mixed melting point determinations with an au- 
thentic sample prepared according to Kenyon and Munro (7). Yield, 
0.8 gm. 

Actmi of Dehydro-l-ascorhic Acid on Phenylaminoacetic Acid under Phys- 
iological GonditioJis of Temperature and pH — Dehydroascorbic acid (0.5 
gm.), prepared by the method mentioned above, and phenylamino- 
acetic acid (0.3 gm.) are placed with water (75 cc.) in a flask fixed in a 
thermostat adjusted at 37°. The flask is provided with a deliver}^ tube 
dipping into a solution of phenylhydrazine hydrochloride (0.4 gm. in 30 cc. 
of alcohol). After 72 hours, the contents of the reaction flask which had 
a strong odor of benzaldehyde are subjected to distillation under reduced 
pressure, carbon dioxide being bubbled through. The distillation is 
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controlled in such a way that a thermometer dipping into the reaction 
mixture does not rise over 37^; the receiver is cooled in an ice-salt mixture 
and connected to a trap containing the phenylhydrazine mixture mentioned 
above to retain any benzaldehyde which might have escaped. The dis- 
tillate (about 50 cc.) is treated with the same phenylhydraziiie mixture. 
Benzaldehyde phenylhydrazone was obtained which melted at 158° and 
showed no depression in the mixed melting point when mixed with an au- 
thentic specimen. Yield, 0.1 gm. 

SUMIVIARY 

L Ascorbic acid, rediictone, and dihj^droxymaleic acid react with pen- 
naphthindan-2,3 ,4-trione hydrate at 45° for a long time, giving dihydroxy- 
peri-naphthindenone . 

2. Ascorbic acid is oxidized to dehydroascorbic acid, followed by hy- 
drol 3 ^sis and decarboxylation with the formation of i-xylosone. 

3. Pteductone and dili^^droxymaleic acid give respectively mesoxalalde- 
hyde and diketotartaric acid, identified by their phenylhydrazone deriva- 
tives. 

4. Dehydroascorbic acid has been isolated in a pure crystalline state. 

5. Dehydroascorbic acid has been found to undergo Strecker degradation 
under physiological conditions of temperature and pH. 
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The intact rat metabolizes the hepatic carcinogen 4-dimethylaminoazo- 
benzene in several ways. Small amounts of the ingested dye and two 
demethylated derivatives, 4-monomethylaminoazobenzene and 4>amiiio- 
azobenzene, have been found in the liver and excreta (1). The latter two 
dyes and an unidentified aminoazo dye also occur in the liver firmlj^ com- 
bined with protein; these bound dyes appear to be intimately associated 
with the carcinogenic process induced by the parent dye (2). Other 
tissues contain only 4-aminoazobenzene; this is also the only dye detect- 
able in the blood and it is found entirely in the sedimented blood cehs (1). 
In the urine approximately 50 per cent of the ingested dye can be accounted 
for in the form of two conjugated amines, p-phenylenediamine and p- 
aminophenol; small amounts of several other monophenylamines and 
demethylated hydroxyazo dyes are also present (3, 4). Thus 4-dimethyl- 
aminoazobenzene is subject to at least three metabolic reactions in the 
rat: demethylation of the dimeth^damino group, hydroxylation, principally 
at the 4' position, and reductive cleavage of the azo linkage. The exact 
sequence of these reactions and the extent to which each occurs are un- 
known. 

The only previously published work on the metabolism of 4-dimethyl- 
aminoazobenzene by tissue in vitro demonstrated that this dye is destroyed 
by surviving rat liver slices (5) ; no metabolites of the dye were found in 
these reactions. The present communication deals with the metabolism 
of this carcinogen in fortified rat liver homogenates. In these reaction 
mixtures it has been possible to demonstrate that stepwise demethylation 
of the dye also occurs in vitro and that a new metabolite, 4''-hydroxy-4- 
dimetliAdaminoazobenzene, is formed by hydroxjdation of the parent dye. 
The participation of several cell constituents, particularly diphospliopyri- 
dine nucleotide (DPN), in these reactions has also been studied. 

Methods 

Young adult Spragiie-Dawley rats maintained on a grain diet were 
killed by decapitation and liver samples transferred immediately to ice- 

* This work was supported by grants from the National Cancer Institute and the 
Jane Coffin Childs Fund for Medical Research. 

f Finney -Howell Fellow, 1947-48. 
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cold isotonic KCL In later experiments it was found that higher activity 
and substrate response were obtained with a preliminary fasting period of 
18 to 24 hours. 10 per cent homogenates were prepared in isotonic IvCl 
containing 8.0 ml. of 0.02 m KoCOs per liter ( 6 ). All reactants were main- 
tained at 0° prior to incubation. 

A typical reaction mixture contained the following ingredients, each 
adjusted to pH 7.4 in a final volume of 3 ml.: 0.2 to 0.4 ml. of 10 per cent 
homogenate, 0.4 ml. of 0.03 m hexose diphosphate,^ 0.1 ml. of 1 per cent 
dipliosphopyridine nucleotide^ (65 per cent assay), 0.2 ml. of 0.6 m nicotin- 
amide, 0.1 ml. of 0.1 M MgCh, 0.4 ml. of 0.5 m KCl, and 0.5 ml. of 0.1 m 
K2HPO4-KH2PO4 buffer at pH 7.4. The 4-dimethylaminoazobenzene (20 
to 50 7 ) was customarily added last in 0.1 ml. of aldehyde-free 95 per cent 
ethanol. The most accurate addition and best dispersion of the dye were 
obtained by discharging the dye solution from a micro blow pipette. The 
mixtures were incubated in open 25 ml. Erlenmeyer flasks with mechanical 
shaking in a water bath held at 37.5°. 

Estimation of Over- All Destruction of Dye — ^A rapid estimation of the re- 
sidual dyes in the reaction mixtures was made by adding 3 ml. of a 20 per 
cent solution of trichloroacetic acid in 1 : 1 acetone-ethanol. This reagent 
precipitated the protein, extracted the adsorbed dyes, and developed the 
characteristic acid color (7, 8 ) of the dyes. The dye solutions were diluted 
to the proper optical density with equal parts of the trichloroacetic acid 
reagent and water. After light centrifugation the optical density of the 
solutions was determined at 520 in a Cenco-Sheard spectrophotelometer 
adapted to the use of matched 13 mm. X 100 mm. Pyrex culture tubes. 
The solutions obeyed Beer’s law up to at least 2.9 7 per ml. The tissue 
blanks, which were of low optical density, were deducted and the residual 
dyes expressed as equivalents of 4-dimethylaminoazobenzene. This rapid 
method gave reproducible results at the low tissue concentrations used (20 
to 50 mg, per 3.0 ml. of reaction mixture). 

Fractionation and Estimation of Possible Azo Metabolites of 4-Di7nethyF 
amimazobenzeme — Methods were devised by which the basic dyes, 4 -di- 
meth 3 daminoazobenzene, 4 -monometh 3 daminoazobenzene, 4-aminoazoben- 
zene, and the 4 '-hydrox 3 ?' derivatives of these d 3 "es could be separately 
determined in the reaction mixtures. Recrystallized and chromatographi- 
cally pure samples of the d 3 ’'es prepared in this laboratory ( 9 ) were used. 
For fractionation of these possible metabolites the volume of the reaction 
mixture was doubled and incubated in open 50 ml. Eiienme 3 ^er flasks. The 
reactions were stopped by the addition of approximately 0.5 gm. of solid 
BaClo and 6.0 ml. of acetone. After standing for 20 to 40 minutes to com- 

^ The hexose diphosphate, DPN, and ATP were generously supplied by Dr. G. 
A. LePage. 
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plete the extraction of the dyes from the precipitate, 8.0 ml. of benzene were 
added and the mixture shaken vigorously for | to 1 minute. The basic and 
hydroxy dyes were thus extracted quantitatively into the acetone-benzene 
phase. Any emulsions that formed were broken by centrifugation in 
stoppered tubes and a 5 ml. aliquot of the upper phase was taken for 
analysis. This aliquot represented 41 per cent of the dyes in the reaction 
mixture. For uniformity of expression, the results are reported as the dye 
present in 3.0 ml. of reaction media. 

The basic dyes were measured in the extract by removing the solvent 
in vacuo and redissolving the residue in Skellysolve B.^ The dyes were 
separated from one another by chromatographing this solution on a 4 mm. 
X 100 mm. column of activated alumina. Each dye was separately eluted 
and determined by its color in strong acid as previously described (7). 

Since the hydroxy dyes were adsorbed on the top of the alumina column 
and could not be quantitatively eluted, a separate 5 ml. aliquot of the 
initial extract was used for the estimation of these dyes. The solvent was 
removed in vacuo and the residue taken up in 5 ml. of Skellysolve B; this 
addition was followed by 5 to 10 ml. of 7 x HCl. The mixture was stirred 
mechanically for 1 minute to transfer all of the azo dyes to the acidic phase. 
The supernatant layer of Skellysolve B containing interfering tissue mate- 
rial was then decanted and a second extraction with this solvent per- 
formed. The residual solvent was removed under reduced pressure and the 
contents neutralized to approximately pH 3.0 and buffered by the addition 
of 1 ml. of 3 M KH2PO4 at pH 3.0. Exactly 6.0 ml. of benzene were added 
and the contents shaken for | to 1 minute or until no acid color was visible 
in the aqueous phase. A 5 ml. aliquot of the extract, representing 34 per 
cent of the hydroxy dyes, was taken to dr^mess, redissolved in 0.1 to 0.2 
ml. of benzene, and diluted with 2 ml. of Skellysolve B; this solution was re- 
solved by chromatographic adsorption. 

Hj^'fio Super-Cel (Johns-Manville) which had been washed with methanol 
and dried at 37*^ for 12 to 15 hours proved to be an excellent adsorbent for 
the chromatographic separation of the h3"drox;vdated dyes. The basic dyes 
present in the extracts were readily eluted with Skellysolve B, and the 
hydroxy dyes formed slowly moving zones which were eluted successively 
with Skellysolve B containing 0.3 per cent of isopropanoL The dyes elute 
in an order similar to that of the basic dyes from alumina: 4'-hydrox3^-4- 
dimethylaminoazobenzene > d'-hydroxA^-monomethylaminoazobenzene 
> 4'-hydroxy-4“aminoazobenzene. The N-methyl hydroxj^ dyes were ex- 
tracted into 2 X HCl and jnelded purple solutions with absorption maxima 
at 545 m/i and 535 m/x respectively for the dimethyl and monomethyi com- 
pounds. The 4'-hydrox3"-4-aminoazobenzene was extracted into 7 n HCl 

2 A commercial petroleum ether, b.p. 66-68°. 
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and yielded a yellow solution with an absorption at 465 mii. 

Experiments with 1 7 of either methjiated proved that reco^vxaies of 
90 to 93 per cent from tissue could be consistently achieved. Due to the 
higher water solubility of 4'-hydroxy-4-aminoazobenzene, the recoveries 
of 2 7 quantities of this dye averaged 70 per cent. Ail of these dyes 
obeyed Beer’s law- in acid solution. 

Attempts to use adsorption on Super-Cel to effect an initial separation 
of the hydroxy dyes from the basic dyes failed, since poor recoveries of the 
twm basic dyes, 4-monomethylaminoazobenzene and 4-aminoazobenzene, 
occurred during the extraction of the dyes from acid solution at pH 3 with 
benzene. These conditions wxre required for the efficient extraction of the 
amphoteric hydroxyaminoazo dyes. 

Table I 

Effect of Fiimarate and Tissue Extract on Destruction of 4‘Dimethylammoazobenzene 

by Rat Liver Homogenates 


200 of rat liver homogenate (unfasted rat), 0.5 ml. of 0.1 M K 2 HPO 4 , pH 7A» 
0.5 ml. of 0.0125 m fumarate, 1.0 ml. of rat muscle extract, 14.8 7 of dye in 0.1 ml. of 
ethanol, and w’ater to a final volume of 3.0 ml. Incubated for 30 minutes. 


Factors added 

Over-all destruction 
of dye 

Homogenate 

Muscle extract 

Fumarate 




per cent 

+ 

— 

— 

39 

-f 

1 + 


54 

+ 

1 

1 

4- 

63 

-f 

+ 

-h 

89 

- 

+ 

4- 

3 


Results 

In preliminary experiments only slight or no destruction of 4-dimethyl- 
aminoazobenzene w^as obtained even with 400 mg. of unfortified liver 
homogenate. By observing cold temperature precautions, the activity of 
the homogenate wms improved. The addition of 1.0 ml. of 4 : 1 muscle ex- 
tract ( 10 ) and 0.002 m fumarate enables much less homogenate to destroy a 
considerable qiiantit}^ of dye (Table I). The requirements of the system 
for optimum ability" to destroy" dye wxre then studied. 

The data, in Table II demonstrate that DPN is essential for the destruc- 
tion of dye, although the rate of destruction falls off rapidly with the coen- 
zynie alone. The addition of 0.2 ml . of 0.6 m nicotinamide optimally 
decreased or eliminated the requirement for added DPX. Howxver, as a 
precaution against variation in the preservation of the DPX in the homo- 
genates, 1.0 mg. of DPX assaying 65 per cent, or its equivalent, was al- 
wviys added. No destruction of azo dye could be demonstrated in three 
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experiments when reduced DPN was employed in the absence of liver 
homogenate. For example, 790 7 of DPN (90 per cent reduced), pre- 
pared according to Green and Dewan ( 11 ), failed to react with 21 7 of 4- 
dimethylaniinoazobenzene when incubated mth or without nicotinamide, 
MgCb, and isotonic IvCI buffered at pH 7.4 with KH2PO4. 

Table II 

Effect of DPNj Nicotinamide, and ATP on Destruction of 4-Dime thylarfiinoazohenzene 

by Rat Liver Homogenates 

Systems as under “Methods’’ with 26.3 y dye and 0.4 ml. of homogenate (un- 
fasted rat) per 3.0 mi. of reaction mixture incubated for 20 minutes. The molarity 
of the factor is the final concentration in the reaction mixture. 



Factors added 


Over-ail destruction 
of dye 

DPN, 0.00023 M 

Nicotinamide, 0.04 

.A.TP, 0.0003 M 




per cent 

4 

■b 


— 

35 

4 . 

4- ! 

-- 

1 63 

+ 

4* 1 

: + 

I 60 

4- i 

- 1 

‘ 4- 

1 37 

— 

— 

4- 

i 13 

I 

1 + 1 

- 1 

58 

— 

1 + 1 

4- i 

57 


Table III 

Effect of Oxidizdble Substrates on Destruction of 4-Dimethylamtnoazobenze?ie by Rat 

Liver Homogenates 

Systems as under “Methods” with 45.07 of dye and 0.3 ml. of homogenate (fasted 
rat) incubated for 20 minutes. The molarity is the final concentration in the reac- 
tion mixture. 


Substrate added (0,004 m) 

Over-all destruction of dye 


per cent 

None 

5 

He.xose diphosphate 

; 47 

Succinate j 

1 30 

Malate i 

i 

i 34 

! 


A greater destruction of dye occurred when an oxidizable substrate was 
added. Malate, fumarate, succinate, a-ketogliitarate, and hexose diphos- 
phate, each at a final concentration of 0.004 m, increased the over-all 
destruction of dye. In experiments comparing hexose diphosphate, mal- 
ate, and succinate, the best response was obtained with hexose diphosphate 
(Table III). Oxalacetate occasionally stimulated the rate of destruction, 
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but its effect was variable. No dye was destroyed when succinatej malate, 
or liexose diphosphate was added in the absence of DPN and nicotinamide. 

Magnesium ions were necessary for maximum activity. A final concen- 
tration of 0.003 M MgCh increased the dye destruction by 25 per cent. 

A requirement for adenosine triphosphate (ATP)^ could not be demon- 
strated in the presence of DPN and nicotinamide (Table II), and only a 
slight stimulation occasionally occurred when ATP was added alone. If 

Table IV 

Effect of Various Enzyme Inhibitors on Destruction of 4-Di'meihylaminoazobenzene by 

Rat Liver Homogenates 

Systems as under “Methods’* with 28.6 y of dye and 0.4 ml. of homogenate (un^ 
fasted rat) incubated for 20 minutes. The molarity of the inhibitor is the final con- 
centration in the reaction mixture. ATP at a final concentration of 0.0003 m was 
present in the mixtures under Experiment 3. 


Experiment No. 

Inhibitor added 

Concentration 

Over-all destruction 
of dye 

1 

None 

M 

per cent 

48 


Potassium iodoacetate 

0.001 

42 


Sodium azide 

0.01 

29 


p-Aminophenol 

0.001 

32 


Potassium fluoride 

0.01 

48 

2 

None 


67 


Potassium malonate 

0.01 

63 


Hydroxylamine 

0.01 

43 


Sodium cyanide 

0.01 

27 

3 

None 1 


55 


1 Guanidinoacetic acid 

0.003 

55 


DL-lMethionine 

0.003 

55 

i 

Potassium benzoate 

0.003 

53 


Atabrine 

0.001 

37 


high energy phosphate is involved in this system, the needs are apparently 
supplied by the tissue and added reactants. 

Heating the liver homogenates for 1 minute in a boiling water bath com- 
pletely inactivated the sj^stem. The effect of adding various enzyme 
inhibitors to the system is presented in Table IV. Definite inhibition was 
produced by iodoacetate, p-aminophenol, hydi’oxylamine, CA^anide, azide, 
and atabrine. Fluoride, semicarbazide, and malonate were without effect 
at the concentrations tried. The addition of DL-methionine, benzoate, or 
guanidinoacetic acid in the presence of ATP also did not alter the reaction 
rate or the final distribution of the metabolites of the dye. 

During the reaction appreciable quantities of 4-monomethykminoazo- 
benzene, 4-aiidnoazobenzene, and 4'-hydroxy-4-dimethylaminoazobenzene 
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were formed from the added 4-dimethylamiiioazobeiizeiie. Generally the 
levels of the latter two metabolites increased with the length of the incuba- 
tion period, whereas 4-moiiomethylaminoazobenzene was freciiiently present 

Table Y 

Distribution of Azo Metabolites of 4~^ijneihylaminoazobenzene in Fortified Eat Liver 
Homogenates Incubated with This Dye 


Systems as under “Methods” with 0.4 ml. of homogenate (unfasted rat). The 
figures are micrograms of dye in 3.0 mi. of the reaction mixture. 


Added dye or its 
metabolite* 

DPX and nicotinainide 
omitted 

Xicotinamide omitted 

Whole system 

0 

min. 

io 

min. 

20 j 30 
min. j min. 

0 1 10 
min. i min. 

1 

20 

min. 

30 

min. 

0 I 10 

min. i min. 

20 

min. 

30 

min. 

DAB 

27.8 

26.8 

26.0 26.4 

27.8 20.2 

19.2 

20.1 

27.8 il2.0 

4.1 

1,3 

MAB 


0.6 

1.2 1 1.1 

1.1 

1.4 

1.6 

1 1.3 

0.6 

0.3 

AB 



0.2 I 0.2 

! 0.4 

0.4 

0.5 

! 0.7 

l.i 

1.0 

4GHO-DAB 



1 i 

i ! 

^ i 1.2 i 

i 1 

1.2 

i 1.1 

! ; 2.4i 

1 2.6^ 

2.9 


* DAB == 4-dimethylaminoazobenzene, MAB = 4-m.onomethylaminoazobenzene, 
and AB == 4-aminoazobenzene. 



Fig. 1. The absorption spectra of 4'-hydroxy-4-dimethylamiiioazobenzene (solid 
lines) and the acidic metabolite of 4-dimethyiaminoazobenzeae (broken lines) in 
1.0 N and 7.0 N HCl. The concentration of the authentic dye was 7.5 t and 1.11 7 
per ml. respectively. Cell thickness ~ 1 cm. The curves were drawn so that the 
densities at 545 mju (1.0 n HCl) and 465 mju (7.0 n HCl) coincided, 

in highest concentration after the first 5 to 10 minutes (Table V). Traces 
of a dye similar in its adsorption properties on Super-Cel to those of 4^- 
hydrox3"-4-inonomethylaniinoazobenzene were frequently observed; how- 
ever, no evidence for the presence of any 4'-hydroxy-4-aminoazobenzene 
was found. 

The identities of the two basic dyes formed from the added dye were es- 
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tablished b}'' tlieir absorption spectra in acid and by mixed chromatograms 
with the Imora dyeSj as previously described (1). 

The identity of the acidic dye from the reaction mixture with 4^“hydroxy“ 
4-dimethylaininoazobenzeiie was established in several ways. Firsts the 
absorption spectra of the metabolite in strong and w'^eak acid corresponded 
closely with the spectra of the authentic compound (Fig. 1). Second, 
mixed chromatograms of the reaction product with the known dye gave only 



Fig. 2. The absorption spectra of the Schiff bases of the aromatic amines resulting 
from the reductive cleavage of 4'-hydroxy-4-dimethylaiiiinoazobenzene (solid lines) 
and the acidic metabolite of 4-dimethylaminoazobenzeiie (broken lines). Curves 
a ~ Schiff bases of N, N-dimethyl-p-phenylenediamine in benzene; Curves h = Schiff 
bases of p-amiiiophenol in amyl acetate. Cell thickness = 1 cm. The curves were 
drawn so that the densities at 590 mu (Curves a) and 4S5 iiiji: (Curves h) coincided. 

a single zone with no evidence of resolution. Finally, the metabolite \vas 
rediictively cleaved with Na 2 S 204 in acid solution and the amines formed 
w'ere allow'ed to react with sodium /3-naphthoquinone sulfonate at pH 7 (3). 
Two Schiff bases w^ere formed, one extractable by benzene and the other 
subsequently extractable with amyl acetate. These properties and the 
absorption spectra of the bases (Fig. 2) in these solvents demonstrated that 
the amines were N,X-dimethyl-p-phenylenediamine and p-aminophenok 
respectively. Approximately equimolar amounts of these amines were 
produced upon reduction of the acidic dye. 

DISCUSSION 

The enz^miatic nature of the destruction of 4-dimethylaminoazobenzene 
by fortified rat liver homogenates is indicated by the observation that the 
system is inactivated by heat and requires the presence of DPN for activity. 
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The need of added substrate for maximum activity and the inability of 
reduced DPN to reduce the dye directly are further evidence that the reac- 
tions are catalyzed enzymatically. It is of interest that the livers of rats 
fed the dye contain less DPN than do livers of normal rats (12), and that 
the enz^unatic destruction of testosterone (13) and a-estradiol ( 14 ) by rat 
liver minces also require DPN. 

Presumably the reactions involved in the stepwise demethylation of 
4-dimethylaminoazobenzene in vivo ( 1 ) are identical with those concerned 
in vitro. These may be oxidative demethylations similar to that involved 
ill the enzymatic degradation of N-methylglycine to glycine and formalde- 
hyde by liver mince (15). The stepwise oxidative demethylation of 4- 
dimethylaminoazobenzene occurs slowly in autoxidizing linoleic acid (16), 
but it is milmo^vn to what extent a reaction of this type could account for 
the demethylations occurring in the liver homogenates. If it does occur^ 
it must be catalyzed enzymatically. Transfer of the methyl groups seem& 
unlikely, since the ability to donate methyl groups in the body is possessed 
by only a few of the naturally occurring methylated substances (17). Fur- 
themiore, it has not been possible to alter the carcinogenicity of either 
4-dimethylaminoazobenzene or 4-monomethyiaminoazobenzene by diets 
high in methyl donors or acceptors (18-20). 

Since riboflavin is a potent inhibitor of the carcinogenic action of 4-di- 
methylaminoazobenzene (20-22), it is of interest that Kensler (23) recently 
reported that liver slices from rats fed high levels of this vitamin destroy 
the dye faster than liver slices from rats deficient in this factor. These 
facts suggest the possibility that demethjdase, a riboflavin enz 3 .Tiie which 
oxidativety demetliylates certain N-methyl-L-amino acids (24), may be 
involved in the demethylation of the azo dye in the rat liver. Similarly, 
the riboflavin enzyme quinine oxidase (25) which hydroxyiates quinine 
might be involved in the hydroxylation of the azo d 3 ^e. 

No resolution of the demeth^dation and hydroxjdation reactions in the 
liver homogenates has been achieved so far. It is apparent that a large 
fraction of the added dj^e that disappeared in these reactions w^as not re- 
covered in the form of the several azo d 3 ^es tested for; this decrease ma}?' 
well result from the reductive cleavage of the azo linkages in these d 3 "es. 
These reductions occur readil 3 ' in vivo (3, 4). 

Tlhiile it is iinlaiown to what extent the enz 3 miatic h 3 'drox 3 ’'latioii of 
4-dimetli3^amiiioazobenzene in the 4' position proceeds in vivo, this reaction 
may be of significance, since the hydroxy d 3 ^e is non-carcinogenic (9). 
This is in contrast to the stepwise demeth 3 dation of the dye' in which the 
first deiiieth 3 dated product is as carcinogenic as the parent d 3 "e (IS). Thus 
ail of the available evidence still points to an azo dye veiy closel 3 ^ related 
to 4-dimeth3daminoazobenzene as being the primary carcinogen when the.- 
d 3 ’e is fed (2, 9). 
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SUMMABY 

Methods are described by which the hepatic carcinogen 4-dimetliyl- 
aminoazobenzene, its deniethylated derivatives 4-monomethylamiiioazO" 
benzene and 4-aminoazobenzene, and the 4'-hydroxy derivatives of these 
three dyes can be determined in tissue extracts. With the aid of these 
methods rat liver homogenates fortified with diphosphopyridine nucleotide^ 
nicotinamide, magnesium ion, and hexose diphosphate have been found to 
demethylate added 4-dimethylammoazobenzene and to hydroxylate this 
dye to form a new metabolite, 4'-hydroxy-4“dimethylaminoazobenzene. 
More dye disappeared in these reaction mixtures than could be accounted 
for by the azo metabolites found. 
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The importance of mucin as a constituent of gastric mucus and of acid 
gastric juice has been generally recognized (2). Numerous methods for 
the quantitative determination of mucin have been described, the estima- 
tion of the reducing power having been the method almost universall}^ 
used. The viscosity, acid-combining power, nitrogen content, and iodine- 
combining poAver have each been considered as a measure of mucin con- 
centration; methods based on these properties have been applied to the 
Avhole gastric secretion or its contents or to various fractions isolated by 
ultrafiltration, electrodialysis, and the use of various protein precipitants 
(3-8). HoAvever, none of these methods has gained general acceptance (2), 

Alucoitinsulfuric acid is regarded as a characteristic prosthetic group of 
gastric mucin and many other mucoproteins (9). It has been isolated 
from hog gastric mucus (10-13) and from pure canine gastric juice (14). 
Hexuronic acid (12) or, more specifically, glucuronic acid (9, 13) has been 
established as one of the four components of this polysaccharide. Since 
(giuc)uronic acid appears to be the most characteristic component of 
gastric mucin and several reliable methods for its estimation are available, 
Ave investigated the possibility of utilizing the estimation of glucuronic 
acid as a measure of the concentration of mucin in gastric juice. We have 
found that a modification of Tollens’ naphthoresorcinol reaction for glu- 
curonic acid (15) results in a consistent recovery of uronic acid from gastric 
mucin, mucoitinsulfuric acid, and AA^hole canine gastric juice or mucus. 

EXPERIMENTAL 

The conclusions and opinions expressed in these studies are based on the 
results of more than 2800 determinations made in experiments of various 
types over a period of more than 2 years. The experiments presented here 
in the form of various tables and figures AA^ere selected on the basis of their 
illustrative value. 


Preliminary Experiments 

In our preliminary experiments Ave used the procedure outlined by 
Maughan, Evelyn, and Browme (16) for the determination of glucuronic 

This paper was read at the Fifty-sixth animal meeting of the American Phys- 
iological Society in Chicago, May, 1947 (1) . 
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acid derivatives in urine as being the least complicated quantitative 
procedure ' of- * the reported modifications of Tollens’ naphtlioresorciiiol 
reaction, W-heri applied to gastric mucin, mucoitinsiilfuric acid, and 
pure canine gastric juice, it produced a color characterized by the maximal 
absorption of light transmitted b}" Rubicon Filter 565. It is well known, 
however, particular!}" from the studies of Levene and his associates (9), 
that rather prolonged hydrolysis with strong acid is required for complete 
degradation of miicoitinsulfuric acids. Therefore it was necessary to 
establish, conditions, of hydrolysis which would result in the optimal re- 
covery .of , iironic acid from mucin. Boiling for varying lengths of time 
with ;approximateIy 3 n hydrochloric acid in the presence of naphthoresor- 
cino! was :pse.cl by many .investigators for the colorimetric estimation of 
uronic -acids: and,; their various derivatives (17-19). Similarly, boiling 
with compai'able concentrations of hydrochloric acid was found to be 
successful, in effecting hydrolysis of mucoitinsulfuric acid and chondroitin- 
sulfiiric . acid ,;vvith the liberation of their monosaccharide components. 
Accordingly, .it. was desirable to establish the optimal conditions for the 
hydrolysis , of mucin compatible with the optimal development of color 
with naphthoresorcinol. 

The sources of various preparations employed in this study were as 
follows:. ' 

The glucuronic acid was obtained from the A. D. ilackay Company, 
New York, and had a warranted purity of less than 5 per cent lactose and 
a melting point of 146^ (iincorrected). 

The menthylglucuronic acid was isolated from the urine of menthol-fed 
rabbits by the; method of Williams (20). After the material had been 
purified by crystallizing it thrice, the melting point was 92.1° (uncorrected). 

The gastric mucin was a preparation previously described by one of us 
(14). It was isolated from 15.4 liters of pure gastric juice obtained from 
dogs equipped with a gastric fistula and esophagotomy. The ash content 
was 0.50 per cent, and the elementary composition calculated for the ash- 
free substance was C 52.68 per cent, H 7.00 per cent, N (Dumas) 14.02 per 
cent, S (in the form of ethereal sulfate) 0.372 per cent, and P 0.00 per cent. 
The reducing power (Hagedorn-Jensen method after hydrolysis with n 
HCl for 6 hours at 100° in a sealed tube) was equivalent to 14.67 per cent 
glucose. The barium salt of mucoitinsulfuric acid was isolated in a high 
state of purity in a yield of 4.32 per cent. In all the experiments the 
preparation of gastric mucin mentioned above was dissolved in 0.02 n 
sodium hydroxide. 

The mucoitinsulfuric acid (acid sodium salt) was isolated from Wilson’s 
“gastric mucin” by the method of Levene and Lopez-Suarez (11) and had 
an ash content of 4.97 per cent. The elementary composition (calculated 
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for the asli-free substance) was C 41.23 per cent, H G.20 per cent, X (Du- 
mas) 5.31 per cent, S (in the foim of ethereal sulfate) 1.65 per cent, and 
P 0.00 per cent. The reducing power (Hagedorn- Jensen method after 
liydroXsis with x HCl for 6 hours at 100^ in a sealed tube) was^eqiiivaient 
to 61,8 per cent of glucose. 'WTiile this preparation was not of a high 
degree of purity, it compared favorably with those described- by Levene 
(9). Aqueous solutions of this substance were used in all the experiments. 

First we studied the effect of extended boiling without otherwise modify- 
ing the procedure of iMaughan et aL Some of these results are illustrated 
ill Fig. 1 (section A). If the boiling was continued for 4| hours, the optical 
density of the chromogen when measured with Filter 565 increased in a 
rather regular manner in the case of all the substances investigated, but 
there was a definite lag in the color development in the case of mucoitiii- 
siilfiiric acid as compared with glucuronic acid. That there was a relative 
lag also Avith mucin is evident from the fact that, while the optical density 
after 30 minutes of boiling ivas practically identical ivitli that for giuciironic 
acid, there was a far greater development of color vith mucin than with 
glucuronic acid or menthyl glucuronide. Ail ciiiwes tended to level off 
when boiling AAms continued for 3| to 4| hours. In a number of other 
experiments in which boiling was limited to | to 1 hour, the lag in the 
color deAmlopmeiit with mucin was even more pronounced than in the 
experiments illustrated in Fig. 1. This phenomenon is unquestionably due 
to the fact that glucuronic acid as such is immediately available for the 
formation of chromogen, but when it is a constituent of mucin it must 
first be liberated in a free state. The behavior of menthyl glucuronide 
Avas very similar to that of glucuronic acid probably because it may be 
hydrolysed with relative ease. The leveling off of the color development, 
observed AAith all the above substances when boiling is extended for 3| 
hours or more, can be explained by the fact that the chromogen formed 
with glucuronic acid and naphthoresorcinol under the conditions of our 
experiments reaches its maximum at about 4 hours. In this respect our 
observations confirm the earlier observations of Ivapp (17) and Hanson 
et aL (19). Therefore it might be expected that with a sufficiently ex- 
tended boiling time there should be no material difference in chromogen 
formation regardless of Avhether the glucuronic acid is available immedi- 
ately as in the case of free glucuronic acid or AA,^hether it is only gradually 
liberated from mucin, provided the latter process is accomplished in a 
relatively short period of time. 

The practical conclusions to be dravm from the above observations are 
that true recoveries of glucuronic acid may be expected with the procedure 
of Maughan et aL if boiling is extended to 4 hours or more, or that a shorter 
procedure might perhaps be developed if a certain degree of preliminary 
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hydrolysis of niiicin preceded the ^^coupling’^ with naphthoresorcinoL In 
order to study the latter possibility, another series of experiments was 
carried out, in which the aforementioned substances were subjected to 
preliminary hydrolysis with 3 n HCl in a boiling winter bath for 270 min- 
utes, this being followed by '^coupling’' with naphthoresorcinol for a 
fixed period of 30 minutes. This procedure will be further referred to as 
''separate” hydrolysis and coupling, as distinct from the term "simultane- 
ous” hydrolysis and coupling referred to in the experiments already de- 
scribed. The results of the "separate” hydrolysis and coupling experi- 



Fig. 1. Color development in the naphthoresorcinol reaction under various condi- 
tions of hydrolysis and coupling. Curve 1, gastric mucin (100 mg. per 100 ml.); 
Curve 2, glucuronic acid (1 mg. per 100 ml.); Curve 3, menthylglucuronic acid (2 mg. 
per 100 ml.); Curve 4, mucoitinsulfuric acid (10 mg. per 100 ml.). In B, the time 
includes 30 minutes coupling. 

ments are illustrated in Tig. 1 (section J3). A progressive fall in color 
intensity -with glucuronic acid and menthjd glucuronide occurred in these 
experiments, as was to be expected in view of the well known fact that 
glucuronic acid is rather easily destroyed by boiling with strong hydro- 
chloric acid. Similar relations occurred with mucoitinsulfuric acid, while 
the curve for mucin tended to rise till the end of 60 minutes and then to 
remain more or less constant. 

When the recovery of glucuronic acid from mucin and mucoitinsulfuric 
acid was calculated from the light densities in each of the experiments 
graphically illustrated in Fig. 1, the following results were obtained. In 
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''simiiltaneoiis” hydrolysis and coupling experiments tlie recovery of 
glucuronic acid from mucin was considerably higher with 60 minutes than 
with 30 minutes boiling, and there was some tendency to a further increase 
if heating was extended further. The recovery of iironic acid from mu- 
coitinsulfuric acid after 30 minutes of “simultaneous” hydrolysis and 
coupling was not uniform, but after 60 minutes it was uniform and not 
materially increased when the time of h\^drolysis was extended. In ex- 
periments in which mucin and mucoitinsulfuric acid were subjected to 
preliminary “separate” hydrolysis, there was a steep increase in glucuronic 
acid recovery, especially from mucin. However, this should be regarded 
as only an apparent effect, due to the more rapid destruction of free glu- 
curonic acid in the standards than in uronic acid, which is gradually 
liberated from mucin. 


Table I 

Estimates of Glucuronic Acid Content {Per Cent) in Mucoitinsulfuric Acid and 
Mucin under Various Conditions of Hydrolysis and Coupling 


! Simultaneous hydrolysis and coupling, Filter 565 

30 min. hydrolysis followed by 30 
min. coupling 

i 30 min. 

60 min. 

240 min. 

Filter 565 

Filters 565 and 
400 

Mucoitinsul- 11.6 =b 0.6* 

9.4 ± 0.4 

6.94 ±: 1.08 

11.0 =b 0.2 

12,8 ± O.S 

furic acid 

Mucin 1 l.OS ± 0.04' 

1.21 ± 0 . 06 : 

1.63 ± 0 . 36 ' 

1.34 dz 0.04 

1.28 ± 0.03 


The above figures in each case represent the results of six determinations which 
were started simultaneously with the same solutions. 

^ Standard deviation = Az^/’Zd-f^n — 1) (Fisher). 


These experiments therefore indicated that extended “separate” hydrol- 
ysis could not well be emplo^md because of the deterioration of the stand- 
ards. The highest recoveries of glucuronic acid from mucin and mucoitin- 
siilfuric acid were obtained with the 30, 60, and 240 minute “simultaneous” 
procedure and also with the 30 minute preliminary “separate” hydrolysis. 
These procedures were subjected to more detailed study in order to deter- 
mine more exactly the magnitude and also the reproducibility of the uronic 
acid recovery. 

The results of a representative experiment are shovm in Table 1. The 
highest mean recovery of glucuronic acid from mucin was obtained with 
the “simultaneous” procedure of 4 hours duration, but the recoveries were 
not consistent (coefficient of variation 22 per cent). The next highest 
recoveries which were at the same time coincident with the smallest devia- 
tions (coefficient of variation 4 per cent) occurred when the mucin solu- 
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tions were subjected to separate hydrolysis for 30 minutes prior to the 30 
minutes “coupling.” 

This method, as will be demonstrated below", produced reliable results 
when applied to gastric mucin and pure canine gastric juice, but wms found 
to be less satisfactory when applied to alkaline or neutral mucus. The 
hydrolysis of alkaline or neutral mucus wdth hydrochloric acid gave rise to 
large amounts of furfural, w"hich interfered wdth the development of color 
with naphthoresorcinoL Howwer, furfural and glucuronic acid produce 
entirely different colors, as may be seen from the absorption spectra (Fig, 
5). Maximum absorption in the visible spectrum in the case of furfural 
takes place in the range of light transmitted by Rubicon Filter 400 and in 
the case of glucuronic acid in the band transmitted by Filter 565. Straight 
line calibration curves w"ere obtained for the light densities measured at 
these two wave-lengths for both of these substances. Therefore condi- 
tions are present which permit corrections for extraneous furfural by ap- 
plication of the principles suggested by Knudson et al. (21) for a twm- 
component color system. With calculations based on this principle, 
described below under “Method,” more satisfactory recoveries were ob- 
tained from alkaline mucus and from gastric juice containing considerable 
proportions of mucus. 

Method 

Reagents — 

1. Hydrochloric acid. Reagent grade, concentrated, sp. gr. 1.19. 

Naphthoresorcinol} 0.2 per cent filtered (No. 42 Whatman filter 
paper) aqueous solution; must be prepared immediately before analysis. 

3. Ether. Merck, reagent, treated \vith 1 per cent ferrous sulfate to 
remove peroxides, washed with wmter until sulfate-free, and stored over 
anhydrous sodium sulfate. 

4. Ethyl alcohol. 95 per cent. 

5. Standard solutions of menthyl glucuronic acid and glucuronic acid. A 
stock standard solution of menth^d glucuronic acid is prepared so as to 
contain 4 mg. per ml., wdiich may be kept in the refrigerator for not more 
than a month. A dilute standard solution (1 : 100) is made up at the time 
of analysis. The standard solution of glucuronic acid, containing 0.02 
mg. per ml., must be prepared immediately before analysis. 

Procedure 

Hydrolysis — A sample of material (gastric juice or solution of mucin), 
containing 0.01 to 0.6 mg. of uronic acid (2 ml. for histamine gastric juice, 

^ Naphthoresorcinoi was obtained from the Schwarz Laboratories, Inc., 202 Fast 
44th Street, New York 17, New York. 
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1 ml for sham feeding juicej and 0.2 ml. for mucus), is pipetted into special 
calibrated colorimeter tubes," and the volume is adjusted with distilled 
water to 2 ml. Tubes with 2 ml. of a standard solution and 2 ml. of water 
(blank) are set up simultaneously, 1 ml. of concentrated hydrochloric 
acid is added, the contents being thoroughly mixed, and each tube is 
covered with a glass marble and placed in a boiling water bath for 30 
minutes. 

Coupling — The tubes are removed from the water bath, 2 ml. of naph- 
thoresorcinol solution are added to each, and the tubes are thoroughly 
shaken. 1 ml. of concentrated hydrochloric acid is added. The contents 
of the tubes are mixed and the tubes are covered and placed again in the 
boiling water bath for a further period of 30 minutes, 

Chfomogen Extraction — The tubes are withdrawn and cooled in an ice 
bath for 10 minutes. 2 ml. of ethyl alcohol are added to the contents 
and mixed, followed by 15 ml. of ether. The tubes are stoppered with 
rubber stoppers^ and shaken well by continuous, vigorous inversions for 
30 seconds. The contents of the tubes are allowed to settle for 10 minutes, 
and the upper purplish colored layer is read in a special tube holder in the 
Evelyn colorimeter, with Filter 565 for the single filter procedure and 
Filters 565 and 400 for the two-filter procedure, after the blank (reagent) 
tube has been set at 100. The center setting should be no higher than 78. 
If it is any higher, the experiment must be discarded. As a rule the ex- 
cessive color is due to deterioration of the naphthoresorcinol. 

Calculations — For the one-filter procedure, L 5 @ 5 /L|j 55 = mg. of glucuronic 
acid per 100 ml. of material if 0.02 mg. of glucuronic acid is used as standard 
and 2 ml. of material are taken. 

For the two-filter procedure, 


* L\dQ — KCm • 1 j “565 ^ 100 

Jl ^565 *11^400 — i^ToO* I 


mg. glucuronic acid per 100 mi. material 


where V == ml. of material taken, or 


0.86 '^^*400 2.70 -LVo 

- 11.8 


X 50 = mg. glucuronic acid per 100 ml. material 


2 Special tube holder, No. 4626, of the Eubicon Company, Philadelphia 32, Penn- 
sylvania. 

® These stoppers must be first thoroughly washed with acetone until the washings 
are colorless . Before and after each set of determinations they are adequately rinsed 
with ether. These stoppers are used for these determinations exclusively. The 
suitability of any particular batch of stoppers is best indicated by the “center set- 
ting” of the blanks and the reproducibility of the calibration constants of the stand- 
ard solutions. 
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if 2 ml. of material are taken and the calibration constants given below 
are used. 


L^Uoo = optical density of unknovv^ with Filter 400 
L^o5 = “ 565 

L %5 = “ standard 565 

Calibratmi Co7isfants — K — (optical density) /'(^ng. per aliquot). With 
Filter 565, Km = 0.86 for furfural and Jises = 4.72 for glucuronic acid. 
With Filter 400, /1400 = 2.70 for furfural and Kioo = 1.09 for glucuronic 
acid. 


Table II 

Reproducibility of Calibraiion Constants arid Estimates of Glucuronic Acid 
Content in Various Substances with Proposed Procedures 


Filter No. 

Substance 

» 

Calibration constants’*' 

Glucuronic acid 

K 

S.D. 

Coeffi- 
cient of 
vari- 
ation 

Per cent 

S.D. 

Coeffi- 
cient of 
vari- 
ation 

565 

Glucuronic acid 

22 

5.30 

0.45 

8,5 





Menthylglucuronic acid I 

1 218 

2.82 

0.15 

5.3 

102. Of 

4.5 

4.4 


Mucoitinsulfuric acid | 

45 

0.69 

0.09 

13.0 

13.3 

1.7 

12.8 


Mucin 1 

29 

0.067 

0.006 

8.8 

1.37 

0.09 

6.6 


Canine gastric juice j 

ISf 

0.30 

0.02 

6.0 

2.63 

0.02 

0.8 

565 and I 

Mucoitinsulfuric acid j 

45 




‘ 13.6 

1.2 

8.8 

400 1 

Mucin j 

29 




1.22 

0.09 

7.4 


* F: = (optical density)/(mg. or nil. per aliquot); s . d . == ±\/2dy(ji - 1); coef- 
ficient of variation = ( s . d . /mean) X 100. 

t From twenty-two determinations. 

t Triplicate determinations of six dilutions of the same specimen, obtained after 
sham feeding from a dog with a gastric fistula and esophagotoniy. 

Since no preparations of gastric mucin of generally accepted purity, 
which could be employed as a standard, were described, the conversion of 
glucuronic acid values to those of mucin cannot be Justified. However, 
in some of our studies ( 22 ), when such a conversion was deemed necessary 
for clarity of presentation, a conversion factor derived from the mean 
values of glucui’onic acid content in our best preparation of mucin pre- 
sented in Table II was used. 

AbsorpUo7i Spectra and Recovery Curves 

Using the procedure described above, we have compared the absorption 
spectra of gastric mucin, mucoitinsulfuric acid, glucuronic acid, menthyl- 
glucuronic acid, furfural, and gastric juice of different degrees of purity. 
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From Fig. 2 it may be seen that the absorption curves for glucuronic acid 
and its derivatives and for pure canine gastric juice, such as that obtained, 
for example, at the height of the secretion produced by sham feeding, are 
identical, maximum absorption with Filter 565 , while the curve for furfural 
(Fig. 5) is utterly different. These observations justify the use of single 
Filter 565 for pure gastric juice. The color development of the above 
reference substances and pure gastric juice follows Beer’s law for optical 
densities measured with Filter 565 (Fig. 3 ). Straight line curves for 
glucuronic acid recovery for gastric mucin and miicoitinsulfiiric acid were 



— niter number 


Fig. 2. Light absorption curves. Curve 1, pure gastric juice, sixth 15 minute 
fraction after sham feeding, pH 0.91, chlorides 162 miliiequivaients per liter, pepsin 
77 hlett units; Curve 2, barium salt of mucoitinsulfuric acid (10 mg. per 100 ml.); 
Curve 3, glucuronic acid (6 mg. per 100 ml.); Curve 4, gastric mucin (100 mg, per 
100 ml.) ; Curve 5, menthylglucuronic acid (10 mg. per 100 ml.) . 

always obtained with the one-filter procedure, as illustrated by Fig. 4. 
The recovery of glucuronic acid in the experiments in which mucin was 
added to canine gastric juice was equally satisfactory. 

Reliability of Method 

The reproducibility of the one-filter procedure ma}" be considered ade- 
quate in view of the values for standard deviations and coefficients of 
variation (Table II), In experiments performed over a period of 2 years 
in a routine manner with different batches of reagents and with a wide 
range of concentrations of all the substances studied, the coefficient of 
variation ranged from 5.6 to 12.8 per cent. jMuch greater uniformity was 
obtained in individual experiments even on a very large scale, as may be 
seen from Table I (last section), where the coefficients of variation for 
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Fig. 3. Calibration curves with one-filter procedure in terms of optical densities 




H. SIPLET5 S, A. KOISIA-ROY, AXD H. SHAY 


555 


oiir routine procedure were only 1.8 per cent for miicoitinsiilfiiric acid and 
3*0 per cent for mucin. 

The absorption curves obtained with gastric juice w’hicii is not quite 
pure^ particularly if mixed with mucus, have characteristics common to 
both glucuronic acid and furfural (Fig. 5). IMany specimens of mucus 
(Fig. 5, Curve 5), especially those obtained from rats, and the first speci- 
mens of acid gastric juice collected in experiments on gastric fistula dogs 
(Fig. 5, Curve 4), which alwa 3 ^s contain a considerable amount of admixed 
mucus, give absorption curves closely resembling those of furfural. It 
was for such specimens that we found it necessary to use our two-filter 
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Fig. 5. Comparison of the light absorption curves of various types of gastric 
secretion with those of glucuronic acid and furfural. 


procedure. With mucin and mucoitinsulfuric acid, the reproducibility of 
the two-filter procedure was comparable to that obtained vith the one- 
filter modification, as may be seen from the values for standard deviations 
and coefficients of variation in Table II. There was a slight difference in 
the magnitude of glucuronic acid recovery, but this does not seem to be 
significant. Straight line glucuronic acid recovery curves for mucin and 
mucoitinsulfuric acid resulted with both modifications (Fig. 4). Com- 
parable recoveries with both modifications were obtained in experiments 
in which known amounts of mucin were added to canine gastric juice. 
However, the available evidence seems to indicate that truer recoveries 
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of miiein are obtained from alkaline gastric mucin and from not quite 
pure gastric juice with the two-filter than with the one-filter procedure. 
However, this evidence is not conclusive and further stiid}^ is necessary. 

Source of Uronic Acid in Gastric Juice 

IMiicoproteiii should in all probability be regarded as practically the 
only source of the uronic acid that is liberated on acid hydrolysis of pure 
canine gastric juice. This is evident from the results of experiments in 
which uronic acid was determined in the filtrates after the removal of 
protein by several procedures; viz,, precipitation with acetone, basic lead 
acetate, and aluminum hydroxide. Acetone, under the experimental 
conditions obtaining, has been shown to precipitate all protein from freshly 
secreted canine gastric juice (23); precipitation with lead acetate at pH 
6.4 to 6.S has been generally regarded as one of the few specific precipita- 
tion procedures for mucoproteins, and we have found that aluminum 
hydroxide precipitates both the pepsin and the mucin of gastric juice 
quantitatively. Results obtained with gastric juice secreted in response 
to sham feeding are shown in Table III. Not more than 15 per cent, and 
in the majority of these experiments only 2 to 5 per cent, of the total 
glucuronic acid was recovered from these filtrates. Virtually all the 
giiicuronic acid of the gastric juice (with a mean of 98.4 per cent) was re- 
covered after the crystalloids had been removed by overnight dialysis. 
Similar results were obtained in several dialysis experiments with alkaline 
mucus collected from dogs with a gastric fistula and esophagotomy. 

It is kiiowTi that pepsin in an acid medium slowiy digests mucoproteins, 
and peptic digestion has in fact been extensively used in the past as a 
preliminary step in isolating the carbohydrate complex of mucoproteins, 
especially chondroitinsulfuric acid. In our experiments with protein 
precipitants, the specimens of gastric juice W'Cre subjected to analysis not 
immediately after collection but after standing at 5"^ for 3 to 24 hours. 
Some degree of Iiydroh- sis may therefore have taken place with the splitting 
off of miicoitmsulfuric acid and its derivatives, and this may account for 
the small amounts of glucuronic acid found in the deproteinized filtrates. 
Therefore it is justifiable to conclude that the uronic acid of the gastric 
juice is derived predominantly or perhaps even exclusively from its protein 
constituents. 

Jluein Content of Gastric Secretion under Different Conditions 
of Stimulation 

The method described above was instrumental in establishing several 
physiologically important facts concerning the quantitative aspects of 
mucin secretion in relation to the nature of the stimulation. This part of 
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the study will be published in detail elsewhere (24). However, several 
observations should be stressed here. Table IV shows that there were 
exceedingly wide variations in the mucin concentration of different types 


Table III 

Partition of Uranic Acid Derivatives in Canine Gastric Juice 


specimen 

No, 

pH 

Chloride 

Pepsin, 

Mett 

units 

Total 

glucuronic 

add 

Non- 

dialyzable 

fraction* 

In filtrates* after precipitation with 

Lead sub- 
acetate 

Aluminum 

hydroxide 

Acetone 



m,eg. perl. 


mg. per 
100 ml. 





1 

0.78 

160 

85 

2.90 

89 (S) 

5 (2) 



2 

0.96 

154 

31 

1.56 


10 (2) 

6 (4) 


3 

0.91 

167 

92 

1.44 


2 (2) 

2 (12) 

8 (2) 

4 

0.90 

164 

98 

1.35 

99 (12) 

9 (2) 


10 (2) 

5 

0.98 

165 

117 

0.98 

115 (4) 

5 (2) 

5 (S) 

15 (2) 

6 

0.94 

171 

41 

0.68 



7 (12) 


7 

1.00 

172 

23 

0.61 


0 (2) 

10 (2) 



* Expressed in percentage of total glucuronic acid. 

The figures in parentheses represent the number of experiments with respective 
specimens. 

Gastric juice or mucus was introduced into cellophane tubing (NTojax, Visking 
Corporation) and allowed to dialyze against tap water, distilled water, or physio- 
logical saline. 

For precipitation with lead subacetate (Merck) the ‘Tree” acid in the gastric juice 
was neutralized with a calculated amount of 1.0 n NaOH, and 0.1 N NaOH was added 
to make the pH 6.8 to 7,0. 10 per cent lead subacetate was then added from a burette 
until no further precipitation was obtained. After standing in the refrigerator over- 
night, the sample was centrifuged and filtered. The pH of the filtrate ranged from 
6.4 to 6.8. 

For precipitation -with colloidal aluminum hydroxide two procedures were used 
which gave comparable results. (1) The “free” acidity of the aliquot of gastric 
juice was neutralized with a calculated amou at of n NaOH, and 0.1 to 0.2 volume of 
colloidal aluminum hydroxide was added. The solution was left in the refrigerator 
overnight and the supernatant was then filtered through No. 40 Whatman filter paper. 
(2) 0.25 volume of 10 per cent alumiimm chloride was added to gastric juice and the 
necessary amount of NaOH to make the pH 5.8 to 6.9 (as previously determined in a 
separate sample) ^vas added rapidly with vigorous mixing. After the solution had 
stood overnight in the refrigerator, the supernatant was filtered through No. 40 
Whatman filter paper. 

Precipitation with acetone w^as carried out as previously described (23). 

of gastric secretion tvliich were equivalent to 0.06 to 28.6 mg. per cent of 
glucuronic acid. The lowest concentrations were found in the secretion 
following histamine administration, the highest in pure alkaline mucus 
secreted by the stomach of a fasting animal, tvhile those for gastric juice 
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obtained after sham feeding were in the middle range. These wide varia- 
tions are important methodologically, since (a) they should be considered 
in selecting the size of the aliquots to be taken for mucin determination, 
and (b) they indicate that the magnitude of error inherent in the method 
described is sufficiently small not to jeopardize its value in physiological 
studies. 


Table IV 


Concentraiion (As Glucuronic Acid) in Gastric Secretion under 
Various Conditions of Stimulation 


No.of es- 
periments 

j 

Dog 1 Type of secretion 

Rate 

pH 

Pepsin, 

Mett 

units 

Glucuronic acid 



ml. per hr. 
per kg. 



mg. per 
100 ml. 

mg. per hr. 
per kg. 

During 

A 

Fasting 

0.53 

8.02 

0 

14.1 

0.07 

same 

Sham feeding 

12.5 

l.OS 

58 

2.6=^ 

0.32 

experi- 

“ and his- 

12.5 

0.94 

3 

0.34* 

0.04 

ment 

taniine 






5 

Spontaneous mucus 

0.52 

8.20 

0 

7.56 

0.04 

4 ■ 

Sham feeding, total se- 

9.3 

1.03 

33 

1.84* 

0.18 


cretion 






1 i 

Sham feeding, height of 

10.2 

1 0.93 

31 

0.61* 

0-06 



secretion 






2 


After histamine 

14.0 1 

0.92 

<1 

0.06 

<0.01 

5 

B 

Sham feeding, total se- 

>8.8 

0.92 

85 

1.50* 

>0.13 



cretion 






2 


Spontaneous mucus 

0.26 

7.80 

0 

6.75 

0.02 

1 

1 -r atropine 

0.14 

8.30 

0 

1 28.6 

0.04 

2 

After sodium dodecyl sul- 

4.6 

7.70 

0 

13.4 

0.62 


: fate 






1 ! 

+ atropine 

6.6 1 

8.70 

1 

0 

23.5 

1.55 


* Mucin in solution. 


DISCUSSION 

Glucuronic acid is regarded as a component of miicoitinsiilfiiric acid, the 
characteristic prosthetic group of gastric mucin (9, 13). Consequently we 
selected glucuronic acid or menthyl glucuronide or both as reference sub- 
stances and expressed the results of our analyses in terms of glucuronic 
acid. The absorption curves obtained by us for glucuronic acid or its 
derivatives were quite different from those which we obtained for furfural. 
This provides further confirmation of the view, first expressed by Mandel 
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and Neuberg ( 25)5 that furfural is not responsible for the characteristic 
with HCI 5 as has been postulated by Tollens and many other investiga- 
tors. The absorption curves produced by mucin and by pure gastric 
juice were strikingly similar to the curves produced by glucuronic acid, 
while those for alkaline gastric mucus showed features common to the 
curves for both glucuronic acid and furfural. This indicates that any 
method based on the determination of furfural alone cannot be utilized 
for the estimation of mucin. Furthermore, furfural formed from sources 
other than mucin was found to be detrimental to the estimation of miico- 
proteins by the naphthoresorcinol method if the calculations were based 
solely on the light density read at the band of maximum absorption with 
Filter 565. Only correcting for extraneous furfural made possible by 
application of the two-filter procedure seemed to make the naphthoresor- 
cinol method more specific and to result in satisfactory recoveries from 
pure and not too heavily contaminated gastric juice. 

We are aware that the method proposed here for the estimation of mucin 
in gastric juice does not meet the most exacting requirements of quantita- 
tive analysis, but to our knowledge it is the only method described so far 
which has been subjected to an exhaustive series of tests of reliability and 
has given results reproducible within 10 per cent. We believe that this 
method will be valuable in the solution of many important problems in 
the physiology and pathology of the gastric glands. 

SUMMARY 

A quantitative method for the estimation of mucin in the gastric juice 
and gastric contents has been developed, based upon the determination of 
glucuronic acid, a characteristic component of the prosthetic group of 
mucoproteins. The uronic acid is determined by a photoelectric-colori- 
metric method by the use of Tollens’ naphthoresorcinol reaction, as modified 
by h'laughan, Evelyn, and Browne (16), after preliminary acid hydrolysis 
of the material. With gastric mucin and its derivatives the resulting 
color is a two-component color system with two maxima of light absorption 
obtained with Filters 565 and 400. The former band is characteristic for 
uronic acid itself and the latter for furfural, 'which may be derived either 
from uronic acid or from other substances, as in the case of gastric mucus 
or not quite pure gastric juice. 

Reproducible results were obtained for mucin, mucoitinsiilfiiric acid, 
and pure gastric juice from the light densities determined in an Evelyn 
photoelectric colorimeter with Filter 565 alone, glucuronic acid or menthyl 
glucuronide being used as a standard. For mucus and contaminated 
gastric juice, it was necessary to determine light densities with Filters 565 
and 400 by calculations based on the principles developed by Kniidson, 
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]\Ieloelie, and Jiiday (21). This procedure gave reproducible results also 
with niuciii and miicoitinsiilfuric acid. Fractionation experiments with 
various protein precipitant s and dialysis demonstrated that only insignifi- 
caiit amounts of iironic acid were present in the protein-free fractions of 
canine gastric juice. It is probable that these small quantities may be 
derived from products of the enzymatic hydrolysis of mucin. 

The concentration of mucin varied greatly in different types of gastric 
secretion. It was highest in alkaline mucus secreted either spontaneously 
or ill response to intragastric instillation of sodium dodecyl sulfate and 
lowest in gastric secretion provoked by histamine administration. The 
concentration of mucin in the juice secreted in response to sham feeding 
was much higher than that of the gastric juice following histamine adminis- 
tration. 

Addejidmn — ^Recently, after this study had been virtually completed, a new and 
specific color reaction for hexuronic acid with carbazole was reported by Dische (26) , 
who claimed it to be suitable for the quantitative determination of hexuronic acid in 
various uronides and possibly also in some biological fluids. However, the presence 
of excessive amounts of protein in proportion to uronic acid appeared to jeopardize 
the results. We have attempted to explore the possibility of the application of this 
reaction to the determination of mucin in gastric secretion. The color development 
with glucuronic acid and nienthylglucuronic acid (1 and 2 mg. per cent), when meas- 
ured by the Evelyn colorimeter with Rubicon light Filter 520, was reproducible with a 
12 per cent coefficient of variation, and the recovery of glucuronic acid from menthyl 
glucuronide was within 1 per cent of the theoretical value. The absorption spectra 
produced with our preparations of mucoitinsulfuric acid and gastric mucin were 
identical with that of glucuronic acid. A straight line recovery curve for hexuronic 
acid was obtained in experiments with gastric mucin (in a range of 100 to 400 mg. per 
cent) and mucoitinsulfuric acid (in a range of 3.0 to 50 mg. per cent) solutions. The 
uronic acid content, determined by the carbazole method, was 1.55 ± O.OS per cent 
for mucin and 11.1 1.1 per cent for mucoitinsulfuric acid. The reproducibility 

of the carbazole method therefore approximates that of our naphthoresorcinol 
method. In view of the greater simplicity of the carbazole method, and especially 
in view of its specificity, it deserves to be explored further with the purpose of apply- 
ing it to the estimation of mucin in gastric secretion and the gastric contents - 
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THE ABSORPTION' SPECTRA OF VISUAL PURPLE OF THE 
SQUID AND ITS BLEACHING PRODUCTS* 
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The eyes of some invertebrates, notably the cephalopods, are super- 
ficially remarkably similar to those of vertebrates. The rod ceils of both 
types of retinas contain reddish pigments loosely termed “visual purple'’ by 
earlier workers. In more recent years it was assumed that the invertebrate 
rod pigment (1) was probably inert melanin, and that only in vertebrates 
could the rod pigment be clearly correlated with vision. 

Our knowledge of retinal photochemistry is based almost entirely on the 
vertebrate visual purple, rhodopsin. This pigment bleaches in the light 
with the release of a series of poorly defined intermediates (2-6), the first 
of which was appropriately named transient orange by Lythgoe and Quil- 
liam (2). Transient orange is relatively stable at 0° but decomposes in a 
few minutes at room temperature, forming a reversibly pH-sensitive pig- 
ment called indicator yellow by Lythgoe (3). Indicator yellow can be 
exacted from the retina in a petroleum ether-soluble form by 70 per cent 
alcohol (4). In non-alkaline solutions above pH 4 indicator yellow decom- 
poses (6) with the release of retinene (7). The decomposition is probably 
reversible, since the addition of synthetic retinene (vitamin A aldehyde) 
to solutions of various proteins and amino acids yields colored complexes 
resembling indicator yellow (8). An extractable retinal factor (6) brings 
about the conversion of the bleaching products of rhodopsin to vitamin A. 
In the dark-adapted organism, rhodopsin is regenerated from vitamin A. 

In recent 3^ears the study of invertebrate I’etinas has been resumed, and 
with W aid's discovery (9) that the squid retina contained retinene it appeared 
likely that progress in this field would parallel that of vertebrate vision. 
However, there was no evidence of a photosensitive retinene precursor or 
visual purple in squid retinal extracts. In 1943 such a pigment was 
reported (10), but, surprisingly, it was photosensitive onl}^ in the presence 
of dilute denaturants such as alcohol or formalin. Nevertheless, a 
relation to the visual processes was suggested by the fact that the bleaching 
of the formalin-treated squid retina was accompanied by the release of large 
quantities of retinene. The difference between the absorption spectrum of 
the unbleached and bleached pigment in aqueous saponin or digitonin 

* Aided by a grant from the American Philosophical Society and the Charlton 
Fund of Tufts College Medical School. 
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roughly resembled that of vertebrate rhodopsin and the visibility spectrum 
of the living ceplialopod eye (11). 

The fact that the squid contains a rich store of a photostable or nearly 
photostable “visual purple” is of interest in view of the long accepted dic- 
tum that stimulation of the retina by light is invariably accompanied by 
the bleaching of a visual pigment. Hartline, Milne, and Wagman (12) 
have recenth' reported an interesting physiological study of the retina of 
the horseshoe crab Limulus, which like the squid contains a formaldehyde- 
sensitizable pigment. It was found that the number of quanta absorbed 
by the visual pigment (13) in bringing about a constant electric response of 
the eye was not constant but was greater when the sensitivity of the eye 
was decreased by light adaptation. This suggests that the amount of 
unbleached visual pigment was greater than that necessary to account for 
the decreased sensitivity of the light-adapted e^^e. Thus the bleaching of 
the visual pigment of Limidus appears insufficient to explain the decreased 
sensitivity of the light-adapted eye. Nevertheless, the kinetics of light and 
dark adaptation of the Limidus eye appear to be otherwise identical with 
those of vertebrate eyes (14). 

It is possible, therefore, that a more detailed study of these curious in- 
vertebrate retinal pigments may prove important to the photochemistry of 
vertebrate as well as invertebrate vision. The following questions are 
considered in this paper: (1) What is the true absorption spectrum of the 
formalin-sensitizable pigment of the squid, in the absence of the large 
quantities of melanin present in earlier extracts? (2) Are the intermediate 
pigments of the vertebrate visual cycle, such as indicator yellow^, formed 
when the squid “visual purple” is bleached? 

EXPERIMENTAL 

Preparation of Melanin-Free Retinal Extracts — Vertebrate visual purple 
can be extracted from the retinal rod cells by mild detergents such as aque- 
ous digit onin. However, such extracts may contain large amounts of 
light-absorbing impurities such as proteins, melanin, and oil droplets. 
These impurities can be greatly reduced by peeling off the melanotic screen- 
ing layer either mechanically or by Saitohs method: centrifugation of ret- 
inal suspensions in concentrated sucrose (15). In the latter case, the 
retinal rods centrifuge upwards and the melanin downward. Hardening 
the retina in alum (4 per cent potassium aluminum sulfate) or, less drasti- 
cally, in a buffer at about pH 4.5 is also of great value in reducing the solu- 
bility of both proteins and melanin. Oil droplets are removed by washing 
with iion-polar solvents such as petroleum ether. 

Unfortunately, the melanin of the squid retina, although forming a 
distinct posterior screening layer, is partly 'within the retinal rod layer 
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and therefore cannot be peeled off. However, a nearly melanin-free, 
bright red layer could be obtained by blotting the anterior layer on filter 
paper. The red pigment was rapidly bleached by dilute formalin in the 
light, or by chloroform in the dark, and the bleaching was accompanied by 
the release of retinene. The effect of formalin was reversible, since rins- 
ing the retinas in sea water abolished the light sensitivity. 

An attempt was made to purify the red pigment by pretreatment of the 
retinas with alum, but destruction of the pigment resulted. However, a 
combination of Saito’s method of sucrose homogenization and washing with 
an acid buffer proved successful and less painstaking than the mechanical 
separation described above. Squid retinas were dissected in ordinary 
daylight and preserved at —20° until used. Two medium sized retinas 
were then ground about a minute in a Potter homogenizer with 5 ml. of a 
solution containing 2 gm. of sucrose and 3 ml. of water. Centrifugation 
yielded a black bottom layer and a red top layer, separated by opalescent 
red fluid. The top layer and red fluid were mixed, diluted with an equal 
volume of water, and centrifuged. The sediment was washed first with 
0.1 M Na 2 HP 04 and then with cold phosphate-citrate buffer, pH 4.5. From 
this point on all operations were conducted as rapidly as possible in the 
cold. The red sediment was extracted for 2 minutes at 0° with 0.5 ml. of 
3 per cent aqueous digitonin. Centrifugation yielded a clear red solution 
which was pipetted into a 2 mm. cell previously cooled with its holder in the 
freezing compartment of the refrigerator. The absorption spectrum was 
then measured with a potentiometric spectrophotometer (16). The spec- 
trum, corrected for the absorption of the cell and solvent is shown by Curve 
1 of Fig. 1. The absorption peak is at about 495 m/z, slightly but dis- 
tinctly displaced towmi'd the blue from that of vertebrate rhodopsin, which 
is 502 m/i. The absorption spectrum of frog rhodopsin, prepared from 
alum-pretreated retinas, was determined on the same instrument and is 
presented also in Fig. 1 (Curve 2), 

Stability — The squid pigment was quite stable before extraction, and 
squid from local fish markets gave high yields, even though their retinas 
Avere thoroughly distintegrated by the time they -were bought. Ho-wever, 
the case wns quite the opposite in aqueous digitonin, the absorption peak 
declining about 25 per cent in 30 minutes at pH 6.1 and 25.0°. The de- 
composition was not due to the light, since it wms not accelerated by a 10 
minutes exposure to a 100 watt light at 6 inches distance. 1 minute of 
such illumination brought about nearly complete bleaching of frog visual 
purple. 

Photosensitivity of the squid “visual purple” was readily induced by 
addition of formaldehyde to make a concentration of 0.5 m. Since the 
thermal decomposition of the pigment was also increased, to about double 
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the Rormal rate^ rapid measurement of the spectrum was obligatoiy. The 
effect of light on a formalized extract is show in Fig. 2 and indicates a 
photosensitivity about 5 per cent that of vertebrate visual purple. 

Squid Indicator Yellow^ ^ — ^Photic or thermal decomposition of rhodopsin 
results in the liberation of indicator yellow^, which in mildly acid buffers 
fades in the course of about 3 hours. It was of interest to determine 



Fig. 1. Curve Ij absorption spectrum of purified ‘‘squid visual purple;” Curve 2, 
purified frog visual purple. 



Fig. 2. BleacMng of ^‘squid visual purple” by light in 0.5 m formaldehyde. Curve 
1, before exposure to 100 watt light at 1 foot at 25^; Curve 2, after 10 minutes in light; 
Curve 3j after 20 minutes in light. 

whether indicator yellow plaj^ed a similar role as an intermediate in the 
decomposition of the pliotostable retinene precursor of the squid. The fob 
lowing procedure, used by Lythgoe for the demonstration of vertebrate 
indicator yellow, was followed. 0.01 ml. of 10 n KaOH was added to 0.5 
ml. of an extract of squid ''visual purple/^ causing bleaching of the pigment 
in a feAY seconds, as show by Curve 2 of Fig. 3. After 2 hours at room 
temperature, 0.02 ml. of concentrated HCl was added. The extract quickly 
became deep yellow, due to the development of an absorption peak at 445 
ni|i. These changes are very similar to those shown by frog indicator 
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yellow. The absorption spectrum of the acid pigment was quite stable at 
room temperature, as reported by Lythgoe for acid indicator yellow below 
pH 4. 

Pigments having indicator properties and soluble in petroleum ether 
containing polar solvents have been extracted from squid as well as from 
vertebrate retinas. In the case of the squid, two retinas were soaked in 
0.1 M Na 2 C 03 for 15 minutes, ground with acetone, and extracted from 50 
per cent acetone by petroleum ether. The residue obtained by drying the 
petroleum ether w^as colorless but became bright orange on addition of acid 
chloroform, due to an absorption peak at about 475 mjLc. 



Fig. 3. Effect of pH on bleaching products of ‘^squid visual purple.®- Curve 1, 
density at 402 and 495 m^i before bleaching; Curve 2, after adding NaOH; Curve 3, 
after adding HCL 


DISCUSSION 

It is believed that the squid “visual purple” has been prepared in as pure 
a state as the best extracts of vertebrate visual purple, because the methods 
employed are Imown to reduce the solubility of protein and melanin im- 
purities in such extracts to nearly negligible levels. Melanin (17) is partic- 
ularly dangerous because of its high extinction coefficient. However, its 
solubility at pH 4.5 is so low that retinal material containing relatively 
enormous amounts of melanin yields extracts only slightly less pure than 
those prepared from demelanized homogenates. 

A detailed comparison of the vertebrate and invertebrate “visual pur- 
ples” ma}' be of value in an attempt to assign a role in the visual C 3 ’'cle to the 
squid “visual purple.” Such a comparison is presented in Table I. 

The bleaching by light of the formalin-sensitized squid “visual purple” 
serves merely as a device whereby it is possible to demonstrate a latent 
photosensitivity of the red pigment. It should not be inferred that form- 
aldehyde itself is present in the living retina, or that formaldehyde is 
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unique in this action. Furthermore, the most recent measurements (18) 
on living squid retinas show no effect of light on their retinene precursor. 
Because of this unusual light stability, a specific name, cephalopsin, has 
been proposed for the visual purple of the squid. 

It thus appears that the view of the nineteenth century Avorkers, that 
the squid ''visual purple” aa^s photochemically active, may have been 
closer to the mark than more recent AAmrkers may be AAfilling to concede. 
Howeyei, it does not 3’^et appear possible to frame a more specific conclusion 
than the folloAAung (10) : 

“Just how related all this is to the Ausion of the squid is hard to say. It may 
merely be that the normal squid pliotopigment is relatively light-stable, and that the 
formalin treatment renders it light-unstable . In that case serious consideration must 
be given to the possibility that the bleaching of vertebrate visual purple is a spe- 
cialization and that the absence of bleaching, as in photosynthesis and photodynamic 
action, may have no direct bearing on the efficiency of a visual pigment.” 


Table I 

Properties of Purified ^^Visual Purples^ ^ 


i 

1 

Frog 

Squid 

Absorption peak, wju 

502 

High 

Low 

H 2 O 

Bleaching 

1 Indicator yellow 

445 ^ 

Colorless 
j Retinene 

495 

Low 

1 High 

HoO -f denaturants 
Bleaching 

Indicator yelloAA’' 

445 

Colorless 

Retinene 

Thermal stabilitv 

Photic “ 

Photosensitizers 

Effect of polar solvents 

Intermediates of bleaching 

Acid digitonin, mp 

Basic “ 

End-product of bleaching 


SUIVEVLA.RY 

1. The squid retina contains a relathmly light-stable red pigment AAuth 
maximum absorption at 495 niju, Avhich can be obtained in a nearly melanin- 
free state by centrifugation of retinal homogenates in 40 per cent sucrose. 
The pigment can be extracted from the non-melanoid fraction at pH 4.5 
by aqueous digitonin. 

2. The pigment is bleached by light in the presence of dilute denaturants 
or in the dark by higher concentrations, yielding a colorless product in alka- 
line solutions. The colorless product becomes deep yelloAA^ in acid solutions. 

3. The bleaching process releases retinene. 

4. All properties of the squid visual purple thus far investigated closely 
resemble those of the vertebrate visual purples, with the exception that 
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the squid pigment is relatively unstable thermally and is not bleached by 
light. 

5. It is suggested that the light sensitivity of the normal squid photo- 
pigment may be independent of its light stability. 
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In a previous communication (1) values for free erythrocyte protopor- 
phyrin, plasma copper, and plasma iron in normal and in pyridoxine-defi- 
cient swine were presented. The values in the normal group were found to 
be 118 dz 43.4, 206 dz 26.3, and 169 dz 38.8 y percent respectively. In the 
pyridoxine-deficient group on the other hand, the values were 47 dz 13.6, 
160 zb 38.8, and 468 zb 166.6 y per cent, respectively. Because of the 
small amount of free protoporphyrin in the erythrocytes of the pyridoxine- 
deficient animals, and because a fall in the erythrocyte protoporphyrin was 
noted long before the development of anemia in animals in which pyri- 
doxine deficiency was induced, it was suggested that the fundamental 
disturbance in anemia due to pyridoxine deficiency may be a failure in 
protoporphyrin synthesis. 

The purpose of this report is to present the results of similar determina- 
tions in swine with anemia due to protein deficiency, iron deficiency, and 
acute hemorrhage. In addition, values for the iron-binding capacity of 
the serum in normal, protein-deficient, and iron-deficient swine are given. 

Materials and Methods 

For this study thirty-nine weanling pigs were used. Twenty-four animals 
were placed on a low protein diet and fifteen were fed a diet low in iron but 
adequate in all other respects. 

The basal diet of the low protein group consisted of either Sheffield “new 
process’’ casein 10.0 per cent, sucrose 73.8 per cent, lard 11.0 per cent, and 
swine Salt Mixture 3 (2) 5.2 per cent, or casein 10.0 per cent, sucrose 57.7 
per cent, lard 27.1 per cent, salt mixture 5.2 per cent. The basal diet of 
the iron-deficient group consisted of casein 26.1 per cent, sucrose 57.7 per 
cent, lard 11.0 per cent, and swine Salt Mixture 3 (with iron pyrophosphate 
omitted) 5.2 per cent. In addition, all animals were given cod liver oil 
(Mead Johnson, 1800 units of vitamin A, 175 units of vitamin D per gm.) 
0.5 gm. per kilo of body weight daily, or Natola (Parke, Davis, 55,000 

* Aided by a grant from the United States Public Health Service, and by grants 
from The Upjohn Company and Parke, Davis and Company. 
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units of vitamin A, 11,000 units of vitamin D per gm,) 0.056 gm. per kilo of 
body weight per week. Vitamins were supplied in crystalline form in 
capsules and were administered orally three times a week. The quantities 
of crystalline vitamins were, with the exceptions noted below, thiamine 
hydrochloride 0.25, riboflavin 0.12, nicotinic acid 1.20, pyridoxine hydro^ 
chloride 0.20, calcium pantothenate 0.50, choline chloride 10.0, p-amino- 
beiisoic acid 0.10, inositol 0.10. All animals except Pigs 9-13 to 9-63, 
inclusive, received crystalline biotin 50 y per kilo of body weight per week 
intramuscuiarhv Pigs 10-45 to 10-59, inclusive, received the high fat diet 
and 50.0 mg. of choline rather than 10.0 mg. Pigs 10-24 to 10-44, inclusive, 
were given no p-aminobenzoic acid or inositol. Pteroylglutamic acid, 
either 30 or 100 mg. per kilo of body weight daily, was added to the vitamin 
supplement of Pigs 10-24 to 10-58. Pigs 10-37, 10-40, 10-41, 10-42, 10-43, 
and 10-44 received no niacin in the vitamin supplements during the first 
part of the experiment but had been treated with adequate amounts of this 
vitamin for at least 30 days prior to the determinations included in the 
present report. Pull details of the experimental methods have been pub- 
lished elsewhere (2). 

Eiythroc3’'te protoporphyrm determinations were made by the method 
of Grinstein and AVatson (3). Plasma copper was measured by the method 
of Cartwright, Jones, and Wintrobe (4). For the determination of plasma 
iron the method of Kitzes, Elvehjem, and Schuette (5) as well as the method 
of Barkan and AValker (6) was used. A modification^ of the method of 
Schade and Caroline (7) was used for the measurement of the iron-binding 
capacity of serum. Serum proteins were determined by the biuret method 
(8) with the modification of Kingsley (9). By this procedure the values 
for ten control animals (26 per cent casein) were found to be as follows: 
total serum protein 6.15 i 0.437 gm. per cent, serum albumin 3.72 zb 0.173 
gm. per cent, serum globulin 2.43 =b 0.223 gm. per cent. 

Results 

Protein Deficiency — The morphologic characteristics of the anemia ob- 
served in these animals are presented in Table I. The anemia was usually 
mild in degree. The mean value for the volume of packed red cells for 
twenty-two pigs was 35.7 ml. per 100 ml. The mean value for normal 
pigs is approximately 45.0 ml. per 100 ml. and values below 40 ml. are rarely 
encountered. The anemia was normocytic and normochromic and was 
not accompanied by-reticulocytosis. Leucopenia and thrombocytopenia 
were not present. 

Chemical findings are presented in Table II. In all the animals hypo- 

^ Cartwright, G. E., Black, P., and Wintrobe, M. M., J. Clin, Invest., in press. 
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proteinemia and especially hypoalbuminemia were present. The mean 
value for erythrocyte protoporphyrin was not significantly altered from 
the normal, being 124 zt 35.G 7 per 100 ml. of red blood cells. The mean 


Table I 


Morphologic Data for Protein-Deficient Sioine 



*0 

to 

Days on experiment 




OJ 

Ui 

c3 

rt 

c 

rt.2 




Pig No. 

Age at beginnij 
experiment 

1 

Weight 

Red 

blood 

cells 

Hb 

Volume of packe 
blood cells 

Mean corpuscu 
volume 

u 

m 

E 

8 

3 0 
a fij 

0 K! 

0 0 

Reticulocytes 

White blood cell 

Platelets 


days 


kg. 

millions 

per 

c,mm. 

gm. 

per 

cent 

ml. per 
100 ml. 

cu. 

micra 

micro- 

micro- 

grams 

per 
' cent 

per 

cent 

thou- 

sands 

per 

c.mm. 

thou- 

sands 

per 

c.mm. 

9-61 

31 

134 

22.7 

5.75 

10.4 

31.5 

55 

IS 

33 

0.4 

12.6 

566 

9-62 

21 

154 

18.6 

5.72 

11.5 

34.5 

60 

20 

33 

! 2.8 

19.3 

570 

9-63 

21 

112 

6.4 

4.13 

6.5 

21.0 

51 

16 

31 

2.8 

6.2 

354 

10-24 

70 

183 

49.8 

7.40 

12.7 

39.0 

53 

17 

33 

0.4 

17.7 

400 

10-25 

60 

183 

54.5 

7.83 

13.8 

41.0 

52 

18 

j 34 

0.8 

27.4 

490 

10-27 

70 

183 

44.0 

6.94 

12.7 

39.0 

56 

18 

33 

1.5 

17.5 

300 

10-29 

60 

183 

65.6 

6.75 

13.8 

39.0 

58 

20 

35 

0.6 

17.0 

430 

10-33 

70 

183 

19.5 

7.21 

12.1 

38.0 

53 

17 

32 

4.8 

21.8 

400 

10-34 

60 1 

183 

79.7 

7,35 

12.9 

41.0 

54 

17 

31 

0.5 

24.1 

380 

10-35 

70 

183 

56.4 

7.01 

11.9 

35.2 

50 

17 

34 

0.9 

15.4 

380 

10-37 

21 i 

206 

31.7 

6.22 

11.7 1 

36.0 

58 

19 

32 

2.2 

13.9 

430 

10-40 

21 

206 

17.0 

6,30 

10.9 i 

35.0 

55 

17 

31 

1.4 

13.6 

350 

10-41 

21 

206 

39.1 

7.10 

13.8 i 

40.6 

57 

19 

34 

1.8 

11.5 

330 

10-42* 

21 

206 

15.9 

2.29 

3.2 

12.0 

62 

14 

28 

9.8 

18.0 

280 

10-43t 

21 

180 

21.6 

4.27 

7.S 

24.0 

56 

18 

32 

0.2 

17.7 

380 

10-44 

21 

206 

30.7 

6.33 

11.7 

37.0 

59 

19 

32 

3.0 

20.4 

340 

10-45 

27 

156 

13.7 

6.96 i 

12.0 

36.0 

52 

17 

33 

1.0 

15.1 

440 

10-46 

27 

156 

17.7 

6.36 1 

11.8 

35.2 

55 

19 

33 

2.6 

17.8 

j 480 

10-47 

27 

156 

20.5 

5.31 

8.9 

27.0 

51 

16 

33 

2.0 

13.7 

! 490 

10-48 

27 

156 

10.7 

6.35 

12.0 

36.4 

57 

19 

33 

1.0 

14.5 

460 

10-50 

27 

156 

19.3 

6.51 

11.3 

34.4 

53 

17 

33 

0.6 

12.3 

410 

10-57 

30 

137 

20.4 

5.87 

12.3 

37.2 

63 

21 

33 

0.4 

10.9 

400 

10-58 

30 

137 

22.5 

6.19 

12.1 

35.6 

58 

20 

34 

0.4 

14.0 

430 

10-59 

30 

137 

17.6 

6.45 

11.7 

35.4 

55 

18 

33 

1.2 

17.2 

450 

Mean.. 

38 

168 

30.8 

6.46 

11.8 

35.7 

I 5i) 

j 18 

i 33 

1 

1.5 

16.1 

422 


* Terminal hemorrhage; values not included in the mean, 
t Infection; values not included in the mean. 


value for plasma iron was 115 ± 30.1 7 per cent as compared with 169 dz 
38.8 for the normal group. This represents a significant lowering of plasma 
iron, although not to the extent seen in iron-deficient animals. In no in- 
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stance were rallies as Mgli as those seen in normal animals observed in 
protein-deficient pigs. The correlation between the degree of hypopro- 
teiiiemia and the iron-binding capacity of the semm is shown in Fig. L 
With a reduction in the total serum proteins there was a proportional reduc- 

Table II 


Chemical Data for Protein-Deficient Swine 


Pig No. 

Erythrocyte 

Plasma 

Plasma 

Total iron- 
binding 

Total 

Serum 

Serum 

protopor- 

phyrin 

copper 

iron 

capacity 
of serum 

serum 

proteins 

albumin 

globulin 


7 per 100 
?kL red 
Nood cells 

7 per cent 

7 per cent 

7 per cent 

gm. per 
cent 

gm. per 
cent 

gm. per 
cent 

9>61 

196 

129 

166 


4.43 

1.76 

2.67 

9-62 

100 

131 

123 


4.49 

1.84 

2.65 

9-63 

212 

87 

95 


3.61 

0.83 

2.78 

10-24 

no 

157 

177 

227 

4.55 

1.32 

3.23 

10-25 

79 

175 

101 

166 

5.60 

1.35 

4.25 

10-27 

113 

131 

168 

2S3 

4.48 

1.29 

3.19 

10-29 

so 

144 

103 

303 

5.15 

2.30 

2.85 

10-33 

S7 

115 

no 

160 

3.55 

0.68 

2. 87 

10-34 

137 

197 

60 

205 

5.95 

1.24 

4.71 

10-35 

100 

137 

116 

266 

3.81 

1.02 

2.79 

10-37 

154 

129 

108 

308 

5.04 

1.39 

3.65 

1040 ! 

156 

87 

; 103 

208 

4.31 

0.91 

3.40 

1041 i 

134 

122 

i 123 

278 

4.35 

1.38 

2,97 

1042^' 1 

224 

113 

19 

269 

3.24 

0.93 

2.31 

1043t ! 

183 

124 

34 1 

1S4 

3.16 

1 0.66 

2.50 

10-44 1 

109 

137 

131 

306 

4.22 

I 1.53 

2.69 

10-45 1 

129 

' 127 

108 

258 

4.38 

1.31 

3.07 

10-46 ^ 

5 111 

157 

118 

413 

4.75 

1.97 

2.78 

1047 

: 111 

179 1 

140 

360 

4.92 

1.94 

2.98 

1048 

; 109 

137 

66 

261 

4.51 

1.61 

2.90 

10-50 ' 

1 7S 

j 131 

72 

252 

4.51 

1.58 

1 2.93 

10-57 

' 162 

' 142 

131 

4S1 

5.49 

2.91 

2.58 

10-58 

1 123 

1 142 

106 

424 

5.02 

2.72 

2.30 

10-59 

i 144 

169 

105 

505 

5.02 

2. 38 

2.64 

^Vlean 

124 

139 

115 

298 

i 4.64 

1.60 

3.04 

1 


* Terminal hemorrhage; values not included in mean, 
t Infection; values not included in mean. 


tion in the iron-binding capacity. It is of interest that even though the 
iron-binding protein has been shown to be a globulin, the decrease in iron- 
binding capacitor was correlated with the decrease in serum albumin rather 
than globulin. This be explained by the fact that the iron-binding 
protein is a globulin of low molecular weight (90,000). It follows in great 
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Giohulin Qm % 


Fig. 1. The correlation between total serum protein, serum albumin, and serum 
globulin with the iron-binding capacity of the serum and the plasma copper, r 
refers to the correlation coefficient. P refers to the probability that a correlation as 
large as that indicated could occur by chance in a population in which no correlation 
exists. A value of P less than 0.05 is considered significant. 


part the albumin fraction in the usual 23 per cent sodium sulfate fractiona- 
tion procedure. 

Hypocupremia was observed consistently in the hypoproteinemic ani- 






576 


PROTOPOEPHYPJN, GXJ, AND FE IN SWINE 


mals. The mean value was 139 ± 26.4 y per cent as compared with a mean 
value of 206 i 26.3 7 per cent in the control group. The correlation be- 
tween the plasma copper and total serum protein, albumin, and globulin 
is shown in Fig. L The degree of hypocupremia appears to be correlated 
closely with the degree of hypoalbuminemia. 

It is of interest that in the two pigs (Nos. 10-42, 10-43) with complicating 
disorders there was an increase in erythrocyte protoporphyrin and a de- 
crease in plasma iron (Table II). In one (Pig 10-42) there was a severe 
terminal gastric hemorrhage and in the other (Pig 10-43) a terminal infec- 
tion accompanied by leucocytosis developed. In human subjects both 
hemorrhage and infection are associated with a rise in erythrocyte proto- 
porphyrin and a decrease in plasma iron (10). 

Table III 

Effects of Protein Therapiy on Blood of Three Protein-Deficient Animals 


Da^vs of treatment 53. 


Pig No. 

Condition 

Volume 

of 

packed 
red blood 
cells 

Erythro- 

cyte 

protopor- 

phyrin 

Plasma 

copper 

. 

Plasma 

iron 

Total 
iron- 
binding 
capacity 
of serum 

Total 

serum 

proteins 

Serum 

albumin 

Serum 

globulin 



ml. per 
100 ml. 

T per 100 
ml. red 
blood cells 

y per 
cent 

y per 
cent 

7 per 
cent 

gm. per 
cent 

gm. per 
cent 

gm. per 
cent 

10-57 

Deficient 

33.8 

123 

127 

123 

480 

4.48 

2.49 

1.99 


Treated 

43.0 

114 

218 

131 

790 

6,34 

3.61 

2.73 

10-58 i 

Deficient 

35.0 

123 

124 

99 

425 

4.42 

2.06 

2.36 


Treated 

44.0 1 

100 

201 

39 

740 

5.96 

3.01 

2.95 

10-59 1 

Deficient 

30.0 

115 

161 

105 

500 

4.55 

1.67 

2.88 


Treated 

40.0 I 

92 

205 

71 

800 

6.02 

3.38 

2.64 


The effects of protein therapy in three protein-deficient animals are shown 
in Table III and the effects in a single animal are presented in detail in 
Fig. 2. An increase in the casein content of the diet from 10 to 26 per cent 
produced a mild reticulocytosis, and was followed by an increase in the 
volume of packed red cells, plasma copper, iron-binding capacity, and 
serum proteins to normal. There was no significant change in the erythro- 
cyte protoporphyrin. One animal (Pig 10-58, Fig. 2) developed persistent 
hj^^poferremia, probably because of the increased erythropoiesis, but in the 
other two the liypoferremia was only transient and was observed during 
the period of rapid blood regeneration. 

Iron Deficiejioy — Morphologic and chemical findings in the pigs made 
iron-deficient are presented in Table IV. The anemia was severe in degree, 
microcytic and hypochromic, and was accompanied by reticulocytosis. 
Significant alterations from the normal erythrocyte protoporphyrin and 
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Fig. 2. T!ie effect of protein therapy in a pig (No. 10-58) deficient in protein. 
The casein in the diet was increased from 10 to 26 per cent on the 156th day. TIB€ 
represents total iron -binding capacity of the serum in 7 per cent; Alh serum albumin 
in gin. per cent; PCu plasma copper in 7 per cent; EP free erythrocyte protopor- 
phyrin in 7 per 100 ml. of red cells; PI plasma iron in 7 per cent; Hi volume of packed 
red cells in ml. per 100 ml. ; Retie reticulocytes in per cent. 


plasma copper were not noted. The mean value for eiythrocyte proto- 
porphyrin was 127 ± 31.4 7 per 100 ml. of red blood cells and for plasma 
copper 207 ± 23.8 7 per cent. The anemia was, however, associated with 







Table IV 


Morphologic Cfad Chemical Changes in Blood of Swine Fed Iron-Deficient Diets 


Pig No. 

Age at beginning of 
experiment 

Days on experiment 

A 

to 

Red blood cells 

fri 

Volume of packed red 
blood cells 

Mean corpuscular 
volume 

Mean corpuscular 

Hb 

Mean corpuscular 

Hb concentration 

Reticulocytes 

Erythrocyte 

protoporphyrin 

Plasma copper 

Pla.sma iron 




ks. 

million 

per 

mm. 

gm. 

per 
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ml. 

per 

100 

ml. 

Cll. 

micra 

micro- 

micro- 

grams 

per 

cent 

per 

cent 

7 per 
100 ml. 
red 
blood 
cells 

7 per 
cent 

7 Per 
cent 

9-13 

35 

175 

73.5 

7.23 

7.0 

27.0 

38 

9 

26 

5 .S 

95 

216 

32 

9-14 

35 

160 

59.2 

6.27 

6.9 

25.5 

41 

11 

27 

6.3 

140 

257 

38 

9-24 

21 

152 

25.6 

6.13 

3.7 

IS . 5 

30 

6 

20 

4.4 

90 

201 

17 

9-25 

21 

163 

53.6 

6.29 

5.2 

21.5 

34 

8 

24 

6.2 

125 

199 

24 

9-26 

21 

194 

54.5 

4.26 

3.7 

15.0 

35 

9 

25 

6.6 

105 

206 

40 

9-27 

21 

194 

1 65.4 

5.36 

5.1 

19.5 

36 

10 

26 

1.2 

86 

189 

41 

9-46 

21 

63 

i 25.9 

4.30 

3.9 

15.5 

36 

9 

25 

4.2 

174 

198 

26 

9-47 i 

21 

64 

27.0 

5.94 

5.5 

22.0 

37 

9 

25 

2.8 

116 

193 

24 

9-48 ' 

21 

78 

26.3 

4.05 

3.0 

12.5 

31 

7 

24 

5.4 

177 

187 

29 

9-40 i 

21 

7 S 

23.4 

3.78 

2.4 

10.0 

26 

6 

24 

4.6 

17 S 

177 

29 

9-50 ^ 

21 

78 i 

30.6 

4.60 

4.0 

16.5 

36 

9 

24 

7.2 

116 

177 

32 

9-51 

1 21 

■ 78 1 

1 48. 8 

5.43 

5.4 

20.0 

37 

10 

27 

5.8 

141 

221 

26 

10 - 16 '^ 

144 

97 1 

^ 70.4 

4.50 

4 .S 

17.4 

38 

11 

28 

' 13.4 

101 

253 

39 

10 - 17 =' 

144 i 

97 1 

75.2 

6.20 

5.2 

21.0 

34 

8 

25 

18.4 

113 

209 

30 

10 - 18 =' 1 

144 

97 I 

1 

82.2 

5.83 

5.4 

21.0 

30 

9 

26 

18.2 

148 

220 

40 

Mean . . 

47 1 

1 

118 

49.5 

5.34 

4.7 

18.8 

35 

9 

25 

7.4 

127 

207 

31 


* Hemorrhage superimposed on dietarj^ deficiency of iron. 


Table V 


Effects of Acute and Chronic Hemorrhage on Blood of Three Pigs 


Pig No. 

Period 

Volume of 
packed red 
blood cells 

Erythrocyte 

protopor- 

phyrin 

Plasma 

copper 

Plasma 

iron 

Total iron- 
binding 
capacity 
of serum 



ml. per 

100 ml. 

7 per 100 
ml. red 
blood cells 

7 per cent 

y per cent 

7 per cent 

10-16 

Control 

42.2 

105 

195 

152 



Acute hemorrhage ' 

17.2 

180 

264 

16 



' Iron deficiency 

17.4 

101 

253 

39 

340 


1 Treated (FeS04) 

1 50.0 

1 132 

207 

177 

667 

10-17 ^ 

i Control 

40.0 

1 120 ^ 

209 

105 



Acute hemorrhage 

20.0 

239 

293 

27 



Iron deficiency 

21.0 

113 

209 

30 

392 


Treated (FeSOO 

48. 0 

97 

214 

121 

588 

10-18 

Control 

37.6 

124 

197 

200 



Acute hemorrhage 

20.8 

239 

2 S 6 

29 



Iron deficiency 

21.0 

148 

220 

40 

S90 


Treated (FeS 04 ) 

45.8 

100 

205 

I 172 

572 


57 S 
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a severe hypoferremiaj the mean plasma iron value being 31 ± 7.2 7 per 
cent. 



Fig. 3. The effect of phlebotomy and a diet low in iron on the blood of a pig (No. 
1048). Under ifm the quantity of blood removed is expressed in mi. On the 96th 
day of the experiment the pig was treated with 2 gm. of ferrous sulfate daily. The 
legends are the same as in Fig. 2. 

Three animals (Pigs lO-lG, 10-17, 10-18, Table V) were fed a diet low in 
iron and 1500 ml of blood were removed in 4 days. This resulted in all 
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three animals in severe normocytic normochromic anemia, reticulocytosis, 
severe iiypoferremia, and a significant although not marked rise in erythro- 
cyte protoporphyrin (219 ± 33.8 7 per 100 ml. of red cells) and plasma 
copper (281 ± 15.1 7 per cent). The effects of venesection are shown in 
detail for one animal (Pig 10-18) in Fig. 3. The low iron diet and phle- 
botomy were then continued until the animals developed severe microcytic 
hypochromic anemia. At this time the values for erythrocyte protopor- 
phyrin and plasma copper were normal, although the hypoferremia per- 
sisted (Table V and Fig. 3). These animals w’ere then treated with large 
doses of ferrous sulfate (2 gm. per pig per day) orally. In each animal 
there was a transient increase in erythrocj' te protoporphyrin and plasma 
copper, followed by a decrease in reticulocytes and a return of all of the 
constituents studied to normal. 

Determinations of the iron-binding capacity of the serum were made in 
only three iron-deficient pigs (Table V). In two of the animals the iron- 
binding capacity wms reduced and in the third no change from the normal 
was noted. More data are needed before definite conclusions can be drawm, 
especially since the results are not consistent and are not in accord with 
those found in human subjects deficient in iron.^ 

DISCUSSION 

Protein deficiency anemia was found to be accompanied by a severe 
hypoalbuminemia and a normal amount of free protoporphyrin in the 
erythrocytes. In view of the fact that protoporphyrin is believed to be 
synthesized from certain amino acid precursors (11) this finding is of some 
interest and would seem to indicate that porphyrin synthesis has priority 
over grow'th and the maintenance of normal serum proteins. This is in 
accord with the conclusion of Whipple and his group (12) that the body 
gives preference to hemoglobin production as compared with serum protein 
production. That severely hypoproteinemic animals can synthesize pro- 
toporphyrin readily is indicated by the fact that a substantial rise in eryth- 
rocyte protoporphyrin occurred in Pig 10-42 following a severe hemorrhage. 
Pig 10-43 responded in a similar fashion to an infection. 

The slight reduction in plasma iron in the protein-deficient animals in 
comparison with normal control animals may be explained by the fact that 
the amount of iron carried in the serum is limited, at least under normal 
circumstances, by the amount of iron-binding protein in the blood (i^rglobu- 
lin, Fraction IV-7 of Cohn^). In the protein-deficient animals this protein 
appeared to be markedly reduced, since the mean iron-binding capacity 
was 298 rfc 98.3 7 per cent as compared with 845 dz 90.6 7 per cent in ten 
control pigs. The mean per cent saturation of the protein with iron 
((plasma iron) /(total iron-binding capacity of the serum)) for the deficient 
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animals was 38.6 and for the control animals 31.0. Thus it would seem 
that in both situations the iron-binding protein was maintained at about 
one-third saturation. 

The moderate hypociipremia observed in the animals deficient in protein 
may indicate that the copper in the plasma is bound by a protein and that 
in the deficient animals this protein was markedly reduced. Since the 
degree of hypocupremia appeared to be correlated closely with the degree 
of hypoalbuminemia, this may indicate that the copper is bound to albumin 
or to globulin of low molecular weight. Cohn and his group have pre- 
sented evidence that the /Srglobiilin Fraction IV-7 may bind copper as well 
as iron reversibly although preference is given to iron.^ 

The fact that in protein deficiency there is no abnormality in erythrocyte 
protoporphyrin, only a slight reduction in plasma iron, and a significant 
reduction in plasma copper contrasts with the findings in the anemia of 
infection which is characterized by increased erythrocyte protoporphyrin, 
hypoferremia, and hypercupremia. It -was suggested elsewhere (13) that 
the anemia of infection may be related to the disturbance in protein metab- 
olism which accompanies trauma and various other types of tissue injury. 
The present observations indicate that the anemia of infection is not due 
simply to protein deficiency resulting from increased nitrogen excretion in 
the urine. 

The normal erythrocyte protoporphyrin and plasma copper values in the 
iron-deficient pigs do not correspond with findings in patients with iron 
deficiency. Studies in this laboratory (10) have indicated that in human 
subjects microcytic hypochromic anemia due to a deficiency of iron is 
accompanied by a marked increase in erythrocyte protoporphyrin and 
plasma copper. The reason for this difference is not obvious. Two ex- 
planations can be suggested. Since the normal values for erythrocyte 
protoporphyrin and plasma copper in swine and man are quite different (1, 
10 ) the failure of these to increase significantly in iron deficiency in swine 
may represent a species difference. Another possibility is that the high 
erythrocyte protoporphyrin values and hypercupremia which accompany 
microcytic hypochromic anemia in man are not due to iron deficiency per 
se but are due to some other cause. This is suggested by the fact that acute 
hemorrhage in both swine and man is accompanied by an increase in free 
erythrocyte protoporphyrin and plasma copper. Further work in various 
species under differing experimental conditions is needed before a definite 
conclusion can be drawn. 

The results of the studies on erythrocyte protoporphyrin, plasma copper, 
and plasma iron in normal swine and in swine with anemia due to pyridoxine 
deficiency, protein deficiency, iron deficiency, and acute hemorrhage are 

- Colin, E. J., personal communication. 
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summarized in Table VL In general it may be concluded that pyridoxine 
deficiency is characterised by a microcytic normochromic anemia with a 
marked decrease in erythrocyte protoporphyrin, a slight reduction in plasma 
copper, and a marked increase in plasma iron. Chronic protein deficiency 
is characterised by a normocytic normochromic anemia, normal erythro- 
cyte protoporphyrin, a moderate hypocupremia, and a slight reduction in 
plasma iron. Chronic iron deficiency is characterised by a microcytic 
hypochromic anemia, li}T)oferremia, and normal erythrocyte protopor- 
phyrin and plasma copper. Acute hemorrhage results in a normocytic 
normochromic anemia, an increase in erythrocyte protoporphyrin, and 
hypercupremia and liypoferremia. 


Table VI 
Summary of Data 


Group 

i 

1 Type of aaemia 

1 

Erythrocyte 

protoporphyrin 

Plasma 

copper 

Plasma iron 

Total iron- 
binding 
capacity 
of serum 


i 

i 

7 per 100 mL 
red blood cells 

7 per cent 

7 per cent 

7 per cent 

Normal 

1 Normocytic, ■ 

1 normochromic 

118 d: 43.4 

206 d: 26.3 

169 ± 3S.8 

845 ± 90.6 

Pyridoxijie- 

ileficient 

! Microcytic, 
normochromic 

47 ± 13.6 

160 du 38. S 

46S ± 166.6 

t 

i 

Protein-deficient' 

Normocytic, 

normochromic 

124 d= 35.6 

139 ±’26.4 

115 ± 30. T 

j 

298 ±98.3 

Iron -deficient 

Microcytic, ; 

hypochromic 

127 d= 31.4 

207 ±23.8 

i 31 ± 7.2 

1 


Acute i 

hemorrhage ; 

Normocytic, 
normochromic | 

219 d: 33. S 

281 ± 15.1 

24 ± 7.0 

i 


SUMMARY 

1 . Chronic protein deficiency in swine resulted in a mild normocytic 
normochromic anemia which was accompanied by normal erythrocyte 
protoporphyrin values (124 i 35.6 y per 100 ml. of red blood cells), slightly 
reduced plasma iron values (115 =h 30.1 y per cent), a moderate hypo- 
cupremia (139 rb 26.4 y per cent), and a marked reduction in the iron- 
binding capacity of the serum (298 rb 98.3 y per cent). 

2. Chronic iron deficiency in swine resulted in a severe microcytic hypo- 
chromic anemia which was accompanied by reticulocytosis, normal values 
for erythrocyte protoporphyrin (127 db 31.4 7 per 100 ml. of red blood 
cells), normal plasma copper values (207 d:: 23.8 7 per cent), and marked 
hypoferremia (31 ± 7.2 7 per cent). 

3. Acute hemorrhage in swine resulted in a severe normocytic normo- 
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chromic anemia which was accompanied by reticiilocytosiSj an increase in 
erythrocyte protoporphyrin (219 ± 33.8 y per 100 ml. of red cells), an 
elevation in plasma copper (281 it 15.1 7 per cent), and marked hypo- 
ferremia (24 ±. 7.0 7 per cent). 

4. The results of morphologic and chemical studies of the blood of normal 
swine and of swine with anemia due to pyridoxine deficiency, protein defi- 
ciency, iron deficiency, and acute hemorrhage are summarized. 

The vitamins, with the exception of pteroylgliitamic acid and biotin, 
were kindly furnished by Merck and Company, Rahway, New Jersey, 
through the courtesy of the late Dr. D. F. Robertson. The pteroylglii- 
tamic acid was kindly furnished by the Lederle Laboratories Division, 
American Cyanamid Company, Pearl River, New York, through the 
courtesy of Dr. T. H. Jukes and Dr. S. M. Hardy. Biotin was obtained 
from Hoffmann-La Roche, Inc., Nutley, New Jersey, through the courtesy 
of Dr. E. L. Sevringhaiis. Natola was supplied by Parke, Davis and Com- 
pany, Detroit, Michigan, through the courtesy of Dr. E. A. Sharp. Cod 
liver oil was supplied by Mead Johnson and Company, Evansville, Indiana, 
through the courtesy of Dr. W. M. Cox, Jr. 

We are indebted to Miss Helen Ashenbrucker, Miss Pauline Black, Miss 
Mary lies, Miss Betty Tatting, Mrs. Darlene Kehl, Mr. George Trappett, 
and Mr. Ocie Hadley for technical assistance. 
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ELECTROPHORETIC ANALYSES OF SERA OF NORMAL AND 

HYPOPROTEINEMIC SWINE* 
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MAXWELL M. WINTROBE 

{From the Department of Medicine, and the Labor atony for the Study of Hereditary and 
Metahollc Disorders, U7iiversity of Utah School of Medicine, Salt Lake City) 

(Received for publication, July 1, 1948) 

In the preceding paper (1) studies on free erythrocyte protoporphyrin^ 
plasma copper, and plasma iron in protein-deficient and iron-deficient 
swine are reported. These experiments made animals available for elec- 
trophoretic studies which w^ere severely hypoproteinemic as a result of a 
prolonged dietary restriction of protein. Studies on the sera of a number 
of these animals are presented in this paper. 

Electrophoretic analyses of the sera of normal swine have been reported 
previously by Svensson (2), Moore (3), Deutsch and Goodloe (4), and 
Koenig and Hogness (5). No studies have been reported on the serum 
proteins of hypoproteinemic swine. However, Zeldis et al. (6) studied the 
electrophoretic patterns of the plasma of dogs following long and continued 
restriction of dietary protein. They found a marked decrease in albumin 
levels and essentially no change in the plasma globulin concentrations. 
The degree of depletion of ^'electrophoretic” albumin 'was considerably 
greater than that of ''chemical” albumin. When large amounts of protein 
were fed to such dogs, complete restoration of the normal plasma albumin 
took place in several w^eeks. They concluded that "plasma globulins, in 
contrast to plasma albumin, enjoy prior demands on the total available 
pool of body protein materials under emergency conditions.” They noted 
during depletion an increase in the total electrophoretic globulin, especially 
in the o'-globulin areas, which was attributed to an increase in plasma lip ides. 
Cho'W (7) in similar studies on dogs during chronic depletion by both plas- 
mapheresis and protein-free feeding observed similar changes. Studies in 
human subjects, hypoproteinemic as a result of malnutrition, have revealed 
a drop in the albumin content of the serum associated "with a corresponding 
increase in a-globulins (7, 8). 


Observations 

The basal diet and vitamin supplements of the animals used in this study 
have been described in detail in the preceding publication (1). Three of 

* This investigation was aided by a grant from the United States Public Health 
Service, and by grants from The Upjohn Company and Parke, Davis and Company. 
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the control animals (Pigs 10-57, 10-58, 10-59) were maintained on a low 
protein (10 per cent casein) diet for 156 days. At this time the casein in 
the diet was increased to 26 per cent. The electrophoretic analVvSes were 

Table I 

Eledrophorelic Analyses of Sera of Normal and Protein-DeficierU S>d}iG 


The results are given as percentage of the total refractive increment. The num- 
bers in parentheses refer to mobilitj^ X 10"^ sq. cm. per volt per second and are 
negative in sign. 


Pig No. 

Protein N 

72 



^1 

“j + “j 

^1 

Albumin 

Controls 


mg. per ml. 








10-57 

S.75 

12 

9 

5 

5 

16 

4 

49 



(1.7) 

(2.S) 

(3.2) 

(3.7) 

(4.4) 

(5.5) 

(6.9) 

10-5S 

S.27 

9 

13 

5 

2 

19 

4 

48 



(1.9) 

f2.8) 

(3.4) 

(3.8) 

(4.7, 

(5.7) 

(7.1) 







4.2) 



10-50 

11.33 

13 

12 

5 

3 

20 

3 

44 



(1.6) 

(2.5) 

(3.1) 

(3.4) 

(4.1) 

(5.1) 

(6.1) 

1046 

S.26 


13* 


16* 

23 

6 

42 




(1.6) 


(2.8) 

(4.3) 

(5.5) 

(6.4) 

10-17 

13.37 i 

21 

7 

4t 

4 

20 

4 

40 


1 1 
j 

: (1.8) 

(2.7) 

(2.9) 

(3.4) 

(4.2) 

(5.2) 

(6.2) 


Protein-deficient 


10-40 

4.S9 

28 

6 

3 

6 

39 

10 

8 



(1.9) 

(2.7) 

(3.0) 

(3.3) 

(4.0) 

(5.5) 

(6.5) 

10-41 

7.45 


23* 

6 

7 

38 

8 

18 




(2.0) 

(3.1) 

(3.5) 

(4.6) 

(5.7) 

(6.8) 

10-44 

7.61 

20 

12 


3 

39 

9 

17 



(1.9) 

(2.7) 


(3.3) 

(4.0) 

(5.4) 

(6.2) 

10-45 

5.59 


23* 

9 

8 

36 

6 

IS 




(1.4) 

(2.7) 

(3.4) 

(5.1, 

(5.8) 

(6.3) 







4.4) 



10-50 

j 6.44 

i 24 ' 

7 

6t 

1 

36 

o 

24 


( 

1 (1.6) ; 

(2.7) 

(3.3) 

(3.6) 

(5.0, 

(5.7) 

(6.7) 







3.9) 




* In these instances, the values represent total y- or |3-globulin, since the indi- 
vidual components could not be resolved accurately. 

t Anomaly. 


made on the 211th day of the experiment, 55 days after the protein had 
been increased to 20 per cent. The two other controls (Pigs 10-16, 10-17) 
were maintained on a diet containing 26 per cent casein from the beginning 
of the experiment. The electrophoretic analyses were made on the 240th 
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day. Tlie ^poproteiiiemic animals were fed a diet containing 10 per cent 
casein for 160 to 261 days prior to the analyses. 



Fig. 1 . Electrophoretic patterns of the sera of normal (Pig. 10-5S) and protein- 
deficient (Pig. 10-40) swine. The deficient animal shows a marked diminution of 
albumin and large relative increases of the globulin components. The photographs 
were taken of rhe descending boundaries at 250 minutes. The runs were performed 
at 1 ® in veronal buffer of pH 8.4 to 8.6 and at an ionic strength of 0.1. 


Table II 

Protein Composition of Sera of N’ormal and Protein-Deficient Swine 


The values are calculated from the percentage for each component of the total 
refractive increment and the total protein content of the serum with the factor 
6.7 X N. The concentrations are in gm. per 100 ml. of serum. 


Pig No. 

Total 

protein 

72 

Ti 

132 


02 4" 

at 

Albumin 

Controls 

10-57 

5.85 

0.70 

0.53 

0.29 

0.29 

0.94 

0.23 

2.86 

10-58 

5.55 

0.50 

0.72 

0.28 

0.11 

1.05 

0.22 

2.66 

10-59 

7.60 

0.99 

0.91 

0.38 

0.23 

1.52 

0.23 

3.34 

10-16 

5.54 


0.72* 


0.S9* 

1.27 

0.33 

2.33 

10-17 

8.95 

1,88 

0.63 

0.36 

0.36 

1.79 

0.36 

3.58 

Mean . . 

i 

0.70 

1. 

52 

0.64 

1.58 

2.95 


Protein -deficient 


10-40 

3.27 

0.92 

0.20 

0.10 

0.20 

1.27 

0.33 

0.26 

10-41 

4.98 


1.15* 

0.30 

0.35 

1.89 

0.40 

0.90 

10-44 

5.10 

1.02 

0.61 


0.15* 

1.99 

0.46 

0.87 

10-45 

3.74 


0.86* 

0.34 

0.30 

1.35 

0.22 

0.67 

10-50 

4.51 

1.08 

0.32 

0.27 

0.05 

1.62 

0.09 

1.08 

Mean. . 

4.32 

1. 

23 

0.41 

1.92 

0.76 


* In these instances, the values represent total ;3- or 7 -globulin; the individual 
components could not be accurately resolved. 


The electrophoretic analyses were made on sera at 1° in a Tiselius appa- 
ratus equipped with the Longsworth schlieren scanning device. The sera 
were dialyzed for 48 hours against diethyl barbiturate (veronal) buffer at 
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pH 8.4 to 8.6 and at an ionic strength of 0.1. The protein concentration 
ill the cell was about 1.5 per cent. Only descending patterns ivere meas- 
ured. 

In Table I our studies of the serum proteins of five normal and five hypo- 
proteineniic swine are presented. The values for the distribution and 
mobilities of the various components in the normal animals are in satis- 
factory agreement with those of previous workers (2-5). The degree of 
hypoproteinemia is indicated in a more marked fashion the amount of 
albumin than by the serum N values. The average albumin concentration 
in the hypoproteinemic animals was 17 per cent as compared wdth 45 per 
cent for the controls. The relative amount of Q:-globulin increased strik- 
ingly. In the control animals the total globulins averaged 24 per cent and 
in the deficient animals 44 per cent. A moderate increase in y-globulins 
from 22 to 29 per cent was noted, but there was no change in the relative 
amount of /5-globiilin. These changes are strikingly illustrated in Fig. 1 
where the patterns obtained with the serum of a normal and of a hypopro- 
teinemic animal are shown for comparison. 

In Table II the absolute concentration in gm. per 100 ml. of serum for 
each of the serum constituents has been computed by multiplying mg. of 
protein nitrogen by 6.7 (9). The data show a marked diminution in albu- 
min from 2.95 gm. per cent in the controls to an average of 0.76 gm. per 
cent for the hypoproteinemic swine. There Avas only a slight increase in 
the absolute amount of a-globulin and a moderate diminution in and 
7 -globiilins. 

Electrophoretic analyses of the plasma of these animals revealed no sig- 
nificant differences between the groups in the mobility or quantity of fibrin- 
ogen. The mean content for each group was about’ 4 per cent with a range 
from 3 to 6 per cent. 


DISCUSSION 

Our results confirm those of Zeldis et ah (6) and Chow (7) ; namely, that 
a prolonged dietary restriction of protein results in a marked diminution in 
both the relative and absolute amount of albumin, wEile a relative increase 
occurs in globulin, especially a-globulin. Previous electrophoretic analyses 
from this laboratory (10) on swine deficient primarily in tryptophan have 
revealed similar changes, although some alteration in the composition of 
the albumin was noted as indicated by a broad asymmetrical curve when 
acid-hydrolyzed casein w'-as fed in place of crude casein. 

It is of considerable interest that the degree of hypoproteinemia in these 
animals w^as much greater as determined by electrophoresis than by the 
chemical method (1). It is also striking that, although there was a slight 
reduction in the ^-globulin fraction as measured electrophoretically, the 
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metal-binding protein (i^rglobulin Fraction IV-7 (11)) as determined by 
the total iron-binding capacity was reduced about 65 per cent (1). 

SUMIVLIRY 

Electrophoretic analyses have been performed on the sera of swine made 
hypoproteinemic by prolonged restriction of the dietary intake of protein 
and the results have been compared with the sera from control animals. 

Chronic protein depletion in these animals results in a marked decmase 
in the absolute as well as relative amount of albumin and in a relative in- 
crease in the globulin fraction, especially in the a-globulins. 
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STUDIES ON ADENOSINETRIPHOSPHATASE OF MUSCLE* 

IL A NEW MAGNESIUM-ACTIVATED ADENOSINETRIPHOSPHATASE 
By W. WAYNE KIELLEYf and OTTO MEYERHOF 

(From the Department of Physiological Chemistry, School of Medicine, 
University of Pennsylvania, Philadelphia) 

(Received for publication, July 1, 1948) 

After Engelhardt and Lyubimowa (4) announced in 1939 that the 
xATPase^ activity ^ of muscle was contained in the myosin fraction, interest 
centered around the question of whether the enzyme was identical with 
the bulk of the myosin, was only a part of it, or was only adsorbed to it 
(see (1)). It was taken for granted by all investigators in this field that 
practically all of the ATPase activity was in this fraction. According to 
Needham (5), less than 10 per cent of the ATPase in muscle is water- 
soluble, the remaining activity being bound to the insoluble residue, the 
myosin fraction. 

An evaluation of the experiments of Lohmann (6), who was the first to 
study the ATPase activity of muscle, showed that the water extract at 
neutral pH and in the absence of Ca can dephosphorylate ATP at a rate 
corresponding to more than 10 per cent of the activity of the whole muscle. 
However, this activity quickly disappears in about an hour at room tem- 
perature, and was therefore overlooked by all later authors. 

We set about the task of isolating the enzyme fraction responsible for the 
activity of the fresh muscle extract. In spite of the instability of the en- 
zyme this task was relati%"ely successful. Although the purification has 
so far yielded preparations which, measured in absolute activity under 
optimal conditions, are not more concentrated than the best fractions 
obtained from the myosin enzyme (1), the purified enzyme can easily be 
distinguished from the latter by its different pH optimum, its specific 
activation by Mg and inhibition by Ca, and its different stability at various 
temperatures. 

This work was aided by grants from the ilmerican Cancer Society recommended 
by the Committee on Growth of the National Research Council, and the Division of 
Research Grants and Fellowships of the National Institute of Health, United States 
Public Health Service, 

For Paper I of this series see (1); preliminary notes (2) and (3). 

t Postdoctorate Research Fellow, National Institute of Health, Bethesda, Mary- 
land. 

^ Abbreviations used, ATP “ adenosine triphosphate; ADP = adenosine di- 
phosphate; ATPase ^ adenosinetriphosphatase, splitting the first labile P group; 
pyro-P = 7 minute P minus direct P. 
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If both eiiz\'iiies are compared under their optimal conditions of pH^ 
activation, etc., characteristics in Avhich they differ so greatly, the total 
yield measured by their activities is about equal. But under the conditions 
prevailing in the living muscle, neutral pH, high content of Mg, and ab- 
sence of Ca in the interior of muscle, the new Mg ATPase is surely responsi- 
ble for most of the dephosphorylation. In two respects it resembles the 
other ATPases, which so far have been obtained not only from muscle but 
from many other mammalian tissues: first, only the first labile P group of 
ATP is split off ; secondly, it is a high molecular weight protein of globulin 
nature, forming complexes or adsorption compounds with the particulate 
matter, from which it cannot be easily separated. 

For comparison with the results of other authors we followed the pro- 
posal of Baile}" (7) and calculated the activity as Qp; be., microliters of 
H3PO4 split off per mg. of protein per hour at 38^. The protein was cal- 
culated from the nitrogen content with the factor 6.25. Incubations were 
for 5 minutes and phosphate is expressed as micrograms of P. 

micrograms P X 22,4 X 60 
"" mg. N X 6.25 X 31 X 5 

Preparation of Mg ATPase — The animals (rats) were anesthetized with 
nembutal and killed by exsanguination. The carcasses were then chilled 
in ice prior to removal of the muscles of the hind leg. The muscle was 
minced with scissors, suspended in 6 volumes of cold extracting solution 
(0.5 M KCl, 0.03 M NaHCOs, 0.02 m NasCOs, 0.001 m KCI^), and ground 
ill a Waring blendor for about 1 minute. The suspension was allowed to 
stand for about 20 minutes and then centrifuged at 4000 r.p.m. for 15 min- 
utes. The residue was reextracted ivith the same volume of extracting 
solution as before. After 15 minutes extraction this suspension was centri- 
fuged and the extracts combined. To remove the actomyosin the combined 
extracts were diluted wdth 6 volumes of cold 0.001 m KCN and the pH 
adjusted to 8.0 to 8.5. xMter standing about 30 minutes the suspension 
was centrifuged and the precipitate of actomyosin discarded. The enzyme 
was precipitated from the supernatant by addition of (NH4)2S04 to 35 per 
cent saturation (27 gm. of (NH4)2S04 per 100 ml.). The pH here and in 
the subsequent reprecipitations was maintained at about 8.0 by addition 
of NH4OH. 

The (NH4)2S04 precipitate -was centrifuged and then dissolved in 0.5 m 
KCL The solution was centrifuged and the insoluble material discarded. 
The enz^Tne vras then reprecipitated three times at 35 per cent saturation 
with (NH4)iiS04. After each precipitation and resolution the preparation 
was clarified by centrifuging. After the last precipitation, the preparation 
was dissolved in a solution whose final composition was 0.06 m histidine, 
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0.4 M KCl, 0.001 M KCN. The pH should be about 7.5 at room tempera- 
ture. 

Starting with 25 gm. of muscle, at the dilution step at which the actomyo- 
sin was removed, the volume was somewhat greater than 2 liters. Since 
the handling of larger volumes was inconvenient, this was the usual weight 
of muscle employed. The final solution of the enwme was then kept at 
50 ml. and a 0,2 ml. aliquot of a 1:9 dilution of this solution gave 30 to 
50 7 of P in the procedure for determining enzyme activity. 

Though distilled water or dilute bicarbonate would extract some of the 
enzyme from muscle, the use of the stronger salt solution improved the 
jieid considerably. However, since practically all of the muscle substance 
had been brought into suspension, it was necessary to remove the myosin 
or actomyosin. This was accomplished by dilution to an ionic strength 
of approximate^ 0.08. During the extraction and other manipulations 
the pH was maintained above 8. It has been found that up to the point 
of removal of the actomyosin the amount of enzyme obtained falls off 
sharply below pH 7.5. The amount of enzyme obtained in the (NH 4 ) 2 S 04 
precipitation is also somewhat greater in alkaline solution. 

When the procedure given here is followed, the qiiantit}^ of enzyme ob- 
tained, when related to the weight of muscle, is sufficient to split off about 
5 mg. of P per gm. of muscle in 5 minutes at 38°. By reextracting the 
actomyosin precipitate this may be increased by about 50 per cent, but 
the volumes of liquid to be dealt with do not make it worth while. 

The enzyme may be further purified by high speed centrifugation. For 
this purpose the final solution of the enzyme Avas diluted Avith an equal 
volume of 0.5 m KCl and centrifuged at 10,000 X g for 20 to 30 minutes. 
The precipitate obtained usually contained about 15 to 20 per cent of the 
total activity but Avas general^ discarded, for, though its purity was slightly 
greater than that of the original solution, it AA’-as considerably loAA^er than 
that of the material obtained by subsequent centrifugation of the super- 
natant at higher speed. 

The supernatant fi'om this first centrifugation AA^as then centrifuged at 
18,000 X g for 20 minutes, and the supernatant Avas poured off and re- 
centrifuged, Avhile the precipitate AA^as resuspended. This process was 
repeated until no more precipitate Avas obtained. Resuspension of the 
clear broAvn gel, AAffiich forms the pellets, is somevffiat easier AAffien repeated 
short periods of centrifugation are used rather than one period of an hour 
or more. The resuspended precipitates AA^ere all combined and completely 
dispersed by use of a hand homogenizer. As before, the solution aa^es in 
0.4 M KCl, 0.06 M histidine, and 0.001 m KCN. Finally, the preparation 
was centrifuged at 4500 r.p.m. for about 30 minutes and the precipitate 
rejected. This solution contained about 60 per cent of the total activity 
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of the original solution before high speed centrifugation. High speed cen- 
trifugation resulted in a 3-fold increase in purity on the average. The 
Qp values were usually in the range of 6000 to 10,000. Some typical results 
are given in Table I. Some preparations have been subjected to a second 
centrifugation at 18,000 X g but the Qp values were rarely improved by as 
much as 50 per cent. 

The concentrated preparations of the enzjmie are brown in color, usually 
somewhat pink, and are highly opalescent. Since the sedimentation at 
18,000 X g would identify the material as the small particles or microsomes 
obtained from various tissues by Claude (8), it is not surprising that our 
preparations contain about 30 per cent lipide on the dry weight basis. 
They have a high phosphorus content, most of which is lipide P (S5 to 90 
per cent). There is a small variable amount of ribonucleic acid (0 to lO- 


Table I 

Increase of Activity by High Speed Cenirif agation 


Initial I'solution of (NH 4 ) 2 SO.j ppt.), 
Qp 

Centrifugation at 18,000 X g, 

Op 

Increase X initial 

2S60 

8,100 

2.S 

2790 

7,350 

2.6 

3170 

10,960 * 

3.5 

2410 

7,360 

3.1 

2940 

8,600 

2.9 

2270 

6,700 

3.0 


per cent). A study of the distribution of phosphorus according to the 
method of Schmidt and Thannhauser (9) also indicates that about 5 to 10 
per cent of the P is '‘phosphoprotein P;” the presence of desoxyribonucleic 
acid is questionable. Claude has suggested that the positive Schiff test 
given by his preparations, which we have observed also, is due to the pres- 
ence of Feulgen’s acetal phospholipides ( 10 ). The nucleic acid present in 
our preparations can be removed with ribonuclease without influencing the 
enzyme activity.- Attempts to separate the enzyme from the lipide mate- 
rial have been unsuccessful. 

Though the preparations are quite unstable, the loss of activity is re- 
tarded by the presence of cyanide and some preparations have even been 
observed to increase in activity for a few days. In the case of two prepara- 
tions this extended over a period of 8 days and the activity doubled in 
this time. Ho-wever, these magnitudes w^ere uncommon and the prepara- 
tions usually did not retain their activity more than 7 or 8 days. 

- We tkank Dr. Kunitz for supplying a sample of crystalline ribonuclease. 
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In the clarification following each (NH 4 ) 2 S 04 precipitation, a black pre- 
cipitate was obtained. On the basis of a pronounced test for Fe, this was 
presumed to be hemin. This fact, coupled with the appearance of the 
preparations, suggests that the cyanide effect is through formation of com- 
plexes with Fe and possibly other heavy metals. 

The pH of maximum stability (about 7.5) is somewhat higher than the 
pH optimum of the enzyme. This is probably due to the effect of pH on 
CN"* concentration and loss of HCN from the solution. 

Preparation of Myosin — The preparation of “crystalline myosin” given 
by Szent-Gyorgyi (11) was employed. It ’was found that myosin binds 
phenolphthalein rather strongly and, therefore, a pH meter was used rather 
than the indicator in that part of the procedure in which residual actin is 
removed. 

Preparation of Actin — Bailey and Perry (12) found that the turbidity 
of actin prepared by the modified method of Straub (11) could be reduced 
by chloroform extraction of the acetone-dried muscle residue. We have 
made similar observations, using alcohol-ether extraction. Otherwise the 
preparation w’-as identical with that of Straub. 

Preparation of ATP — Our preparations, made from rabbit muscle, 
followed the procedure of Kerr (13) with modifications (1). For preparing 
a neutral stock solution, Ba and heavy metals were removed by Amber- 
lite resin. A 30 X 0.8 cm. tube w^as filled with 15 gm. of Amberlite (washed 
with Na 2 C 03 ) and 250 mg. of Ba salt dissolved in 0.1 n HCl were washed 
through during about 30 minutes. The total volume was kept at 25 ml. 
and the final pH was 7.0 to 7.4. The solution could be kept in the ice 
box for w’eeks. 

The amount of ADP in the ATP solution is usually determined by the 
ratio of 7 minute P to total P. A more accurate method consists of incu- 
bating an aliquot of the ATP solution with an excess of glucose and purified 
hexokinase from yeast. The transphosphorylation to glucose stops when 
the first labile P group has been transferred. 

However, the hexokinase preparation must be free of phosphohexoisoni- 
erase, or a correction must be applied for the fructose-6-phosphate formed. 
This correction amounts to 5 per cent of the 7 minute P, if the equilibrium 
of isomerization is attained. A once crystallized preparation of hexokinase, 
kindly supplied by Dr. Kunitz, still contained someisomerase, which neces- 
sitated a correction of 1.5 per cent. By this method, our own preparations, 
freshly made, contained 90 to 96 per cent ATP, while the remaining 4 
to 10 per cent of the labile P was ADP. A commercial preparation of the 
Na salt from Rohm and Haas, Philadelphia, contained as much as 28 per 
cent ADP; tested with two different preparations of the Mg ATPase, 35.5 
per cent of the total 7 minute P was split off, an excellent agreement (see 
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Fig. 1). It should be noted that with the usual procedure for developing 
the color- of iiiolvbdeiiiim liluc, in the modified Fiske-Siibbarow procedure 
for phosphorus, 2 per cent of the pyro-P is split. This inaccuracy can ])e 
avoided if the color is developed in the presence of ethyl alcohol (14) and 
then immediately read in an Evel 3 m colorimeter. 

Measurernerd of Activity — ^.\ctivity vcas determined in a system consist- 
ing of 1.0 ml. of buffer (0.1 m histidine or 0.05 borate), 0.1 ml. of 0.15 
M MgCh or CaCb, 0.5 ml. of ATP (600 to 700 y of 7 minute P per ml.), a 
suitable aliquot of the enzyme solution (usually 0.2 ml.), and H 2 O to a total 
volume of 3.0 ml. Incubations were made at 38° for 5 minutes and the 
reaction stopped with 3.0 ml. of 5 per cent trichloroacetic acid. The solu- 
tions were then analyzed for inorganic phosphorus with the methods used 
in this laboratory. 

Protein- Detcrminaiion — ^Nitrogen was determined by micro-Kjeldahl 
analysis according to the method of Ma and Zuazaga (15). Since the 
preparations contained ammonia as well as histidine, the protein was first 
precipitated with 10 per cent trichloroacetic acid, then twice resuspended 
in dilute trichloroacetic acid, and finally dissolved in n NaOH and trans- 
ferred to the digestion flasks. 

pH determinations were made with a Cambridge model L pH meter. 

Factors Influencing Activity of Mg ATPase 

Substrate Specificity — The Mg ATPase has no effect on /3-glycerophos- 
pliate, hexose diphosphate, adenylic acid, and ADP. In the decomposition 
of ATP the reaction stops when one phosphate group has been removed. 
There appears to be no suppression of the activity by the accumulating 
ADP and the decomposition follows a curve for a first order reaction. Fig. 
1 shows a plot of the data from one experiment. The cuive wa>s drawn 
on the basis of a total substrate concentration of 113 7 of P derived from 
the hexokinase analysis of the ATP solution. The rate constant was ob- 
tained from the data of two different enzyme preparations. 

Influence of pH — The relationship between pH and activity of the Mg 
ATPase is shown in Fig. 2 . The pH optimum is about 6.8 at 38°. On 
the acid side of the isoelectric point of histidine the pH of the buffer is 
reduced about 0.20 to 0.25 pH unit for a 10° rise in temperature. The 
effect of temperature on borate buffers is negligible. 

The selection of a suitable buffer in the region of the pH optimum of the 
]\Ig ATPase presented some difficulties. The phosphate buffers ordinarily 
used around neutralit}^ obviously could not be used here. The only other 
buffer in general use, acetate-veronal, has practically no buffer capacity 
in the region of pH 5.5 to 7.0. Though not generally used as a buffer, histi- 
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dine is quite good throughout the range of pH 5 to 11. The buffer solution 
was made up in 0.1 m concentration with the ionic strength adjusted to 



Fig. 1. ATP hydrolysis catalyzed with Mg-activated ATPase. 0.00736 mg. of 
protein nitrogen in 3 ml. Mg concentration = 0.005 M. First P group of ATP given 
by hexokinase analysis equivalent to 113 t of P. For the curve, k = 0.066 inin.“i 



Fig. 2. Influence of pH on the activity of the Mg-activated ATPase. Incubation 
run in histidine buffer (0.03 m). Mg concentration = 0.005 ar. Time, 5 minutes; 
temperature, 38°. 

0.075 with KCl. There is no indication that the choice of buffer influenced 
the results as long as the pH was maintained. 
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With myosin, on the other hand, the only consistent results have been 
obtained in borate buffers. The mixtures of myosin and actin, however, 
seem somewhat less affected by the choice of buffer, and for the Mg acti- 
vation of these mixtures the pH optimum in histidine is somewhat lower 
than in borate. 

Activation and Inhibition — The new enz 5 Tne is activated by Mg and to 
some extent by Mn; Ca, Ba, and Co are without effect. Ca inhibits when 
both Ca and Mg are present in equal concentration. The relationship 
between activity and concentration of Mg, Mn, and Ca is represented in 



Fig. 3. Influence of Mg, Mn, and Ca on activity of Mg ATPase. Incubations in 
histidine buffer, pH 6.9, at 38° for 5 minutes. Total substrate equivalent to 113 y 
of P (first group of ATP). 

Fig. 3. There is always some activity in the absence of added Mg. Esti- 
mates of the dissociation constant for an Jig-enzyme complex have varied 
from 3.0 X 10”’ to 1.0 X 10”^. The presence of other ions as well as the 
ionic strength influences the activity to a minor degree. In the system for 
measuring activity, the activity is optimal at an ionic strength of about 
0 . 1 . Wlien the ionic strength is adjusted with K 2 SO 4 rather than KCl, 
the activity is about 10 per cent greater with SOr than with CI~. 

In addition to the inhibition by Ca, the enzyme is inhibited by fluoride 
and, judging by experiments with p-chloromercuribenzoate, sulfhydryl 
reagents will also inhibit. ON- and Na” when added to the incubation 
mixture have a negligible effect on the activity. 
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Relationship hetiocen Activity, Enzyme Comentratimi, and Substrate Con- 
centration— The activity is linear with enzyme concentration as long as the 
substrate concentration is non-limiting. The relationship between activ- 
ity and substrate concentration appears to behave according to the con- 
cept of formation of an enzyme-substrate complex, though determinations 
of the Michaelis-Menten constant have not been highly reproducible, 
varying from 2.0 to 4.0 X 10"^. 




Fig. 4. Influence of temperature on tlie decomposition of ATP catalyzed by the 
Mg ATPase. Histidine buffer, pH 6.9 at 38° or pH 7.5 at 10°. Mg concentration = 
0.005 M; total substrate equivalent to 113 7 of P (first group of ATP). 

Fig. 5. Schematic representation of enzymatic behavior of myosin and myosin 
+ actin. Solid line^ myosin; dotted line, myosin -}- actin. The behavior is repre- 
sented for borate buffers with the ordinate in ()p X 10“^. 

Influence of Temperature — ^The relationship between activity and tem- 
perature is reproduced in Fig. 4. The temperature coefficient is in the 
neighborhood of 2.6. At pH 7.15 the enzyme can withstand incubation 
at 38° for 1 hour without loss of activity. Myosin ATPase, on the other 
hand, loses its activity rapidly under these circumstances. 

niSCTTSSION 

During the course of the investigation involving the Mg-activated 
ATPase the question of a possible relationship with the myosin system 
naturally arose. Szent-Gyorgyi (11) noted that myosin is Mg-activated 





600 


ABENOSINETRIPHOSPHATASE OF MUSCLE, II 


in the presence of actin. We have given particular attention to this situ- 
ation in order to determine whether or not it bears any relationship to our 
enzyme. In addition, we have found changes in the behavior of myosin 
to Ca activation in the presence of actin. The shape of the activity-pH 
curve changes, resulting in two nearly equal maxima. The maximum 
around pH 9.5 does not change greatly but a new peak develops around 
pH 7.7 to 7.8. Though variable, in some cases this has amounted to a 
5-fold increase over myosin alone at this pH. Because of the high viscosity 
of myosin-actin mixtures there are obvious difficulties attendant on the in- 
vestigation of the €nz}matic activity of these preparations. However, 
from the results of a large number of experiments on this system a sche- 
matic representation of the behavior has been constructed and is repro- 
duced in Fig. 5. l^Tien histidine buffers are used rather than borate, the 
myosin-Ca curve is considerably depressed; the actomyosin-Ca relation- 
ship shows no alteration around pH 7.7 to 7.8 but the upper portion of 
the curve is depressed. The actomyosin-Mg curve is displaced, the max- 
imum occurring around pH 7.4. 

It should also be pointed out that though the activit^^-pH relationship 
of actomyosin has been specifically studied in the presence of either Ca or 
Mg, several experiments run at pH 7.4 indicate that the presence of these 
ions has little effect on the activitjn This may be of considerable impor- 
tance in the chemical mechanism of contraction, even though the physio- 
logical status of actin may not be clear. Though all of our observations 
on the myosin-actin system agree in the qualitative sense, the quantitative 
aspects have been quite variable and appear to depend on the individual 
myosin and actin preparations. 

We have not been able to obseiwe any variations in the behavior of the 
Mg ATPase when either myosin or actin is added to it. Nor have we been 
able to separate an Mg-activated component from myosin-actin mixtures. 
TOieii the procedure used in isolating the Mg ATPase was applied to 
myosin-actin mixtures, the activity in the presence of Ca was completely 
recovered in the actomyosin, but a considerable portion of the activity in 
the presence of Mg was unaccounted for. 

SUAaLLRY 

An unstable Mg-activated ATPase has been isolated from muscle by 
extraction with dilute alkaline solution and repeated fractionation with 
0.35 per cent saturated ammonium sulfate. The enz^-me is bound to par- 
ticulate matter which is centrifuged at high speed. It is free of myosin 
and actomyosin. 

The enzyme splits off only one labile P group of ATP. It has a pH 
optimum at 6.8 and is strongly inhibited by Ca. The activity is around 
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Qp 8000, and the total ymld under optimal conditions is about equal to that 
of the myosin ATPase. So far no indications have been found that it is 
another form of the latter enzyme. 

BIBLIOGRAPHY 

1. Polls, B. D,, and Meyerhof, 0., J. Biol. Cliem., 169, 3S9 (1947). 

2. Kiclley, W. W., Federation Froc.^ 7, 164 (1948). 

3. Kiellcy, W. W., and Meyerhof, 0., J. Biol. Chem., 174, 387 (1948). 

4. Engelhardt, W. A., and Lyubimowa, M. N., Nature^ 144, 669 (1939). 

5. Needham, D. M., Biochem. 36, 113 (1942). 

6. Lohmann, K., Biochem. Z,., 271, 264 (1934). 

7. Bailey, K., Biochem. J., 36, 121 (1942). 

8. Claude, A., Sciefice, 97, 451 (1943). 

9. Schmidt, G., and Thannhauser, S. J., J. Biol. Chem.y 161, 83 (1945). 

10. Feulgen, R., and Bersin, T., Z. physiol. Chem.., 260, 217 (1939). 

11. Szent-Gyorgyi, A., Chemistry of muscular contraction, New York (1947). 

12. Bailey, K., and Perry, S. V., Biochim. et hiophys. acta, 1, 506 (1947). 

13. Kerr, S. E., J. Biol.' Chem., 139, 121 (1941). 

14. Aleyerhof, 0., and Oesper, P., J. Biol. Chem., 170, 1 (1947). 

15. Ma, T. S., and Zuazaga, G., Ind. and Eng. Chem., Anal. Ed., 14, 280 (1942). 




PREPARATION AND CHARACTERIZATION OF DEXTRAN 

FROM LEUCONOSTOC MESENTEROIDES 
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In conjunction with investigations on the a4,6-glucosidic linkage in 
starch, it was desirable to conduct comparative studies on other substances 
containing this linkage. The dextran from Leuconostoc mesenteroides, a 
polysaccharide having predominantly Q:-l,6-glucosidic linkages, was se- 
lected to be used directly in these comparative studies and to provide a 
source of simpler substances containing this linkage of rare occurrence. 
Experiments were designed to provide a dependable source of dextran of 
high purity and of reproducible high viscosity. Improvements have been 
made over methods previousl}^ described for the preparation of this poly- 
saccharide (1-4), and procedures have been established for the preparation 
of dextrans of low as well as of high viscosities. 

Factors Influencing Dextran Production — ^Numerous factors, only a few 
of which have been studied (1,4), appear to influence the properties and the 
amount of the dextran and of the by-products produced from sucrose by 
cultures of Leuconostoc mesenteroides. A factor of outstanding importance 
is the strain of the organism (5), which appears to determine whether the 
dextran is water-soluble or water-insoluble (3, 6). The structural basis 
for this difference in solubility is not known. Previously reported dex- 
trans, most of which originated from different strains of Leuconostoc mes- 
enteroides, have varied in other physical properties. Dextran has been 
obtained in yields of 18 (3) and 25 per cent (4), with specific rotations of 
+ 178° to +184° (2, 6, 7), of +195° (8), and of +198° (9). It has been re- 
ported to have high (2, 4, 6) and low (1, 9) contents of nitrogen, phosphorus, 
and ash. Some viscosity data for dextran ai'e not on a comparable basis 
(7, 8) and other data present unexplained variations (5). 

The optimum pH range for the en 2 ymatic synthesis of dextran has been 
shown by Hehre to be 4.0 to 6.0 (7, 10). When preparing dextran from 
cultures of Leuconostoc mesenteroides, neutralization of the acidic by- 
products has been reported to increase the yield of dextran (1, 4, 11). 

The incubation time used previously for the production of dextran has 

Present address, Western Regional Research Laboratory, Albany, California. 

t One of the laboratories of the Bureau of Agricultural and Industrial Chemistry, 
Agricultural Research Administration, United States Department of Agriculture. 
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varied from 18 hours to 20 days (1“4). Methods reported for determining 
•when dextraii formation was complete have involved isolating and weigh- 
ing the dextraii from an aliquot of the medium (1) and measuring the vis- 
cosity" of the culture medium (12). 

In the present investigation, the data obtained are for Leuconostoc 
mesenteroides NRP^L B-512 and its wnter-soluble dextraii. Observations 
are reported here on the effect of pH and the composition of the culture 
medium, aeration, and incubation time on the yield and properties of this 
dextraii. The manner of inoculation has been held constant. 

Production of High Viscosity Dextran — The viscosity of dextran from 
Leucoiiostoc mesenteroides NRRL B-512 ivas found to be influenced greatly 
b}' cultural conditions. However, when these conditions were controlled, 
dextrans of high or of low viscosity were obtained as desired. 

The procedure adopted for the preparation of dextran utilized an un- 
aerated medium containing sucrose in 10 per cent concentration and buf- 
fered only with the mineral nutrients present. This ivas inoculated heav- 
ily with a rapidly growing culture of Leuconostoc mesenteroides NRRL B-512 
and incubated at 25®. The course of dextran production was followed by 
measurement of the viscosity of the culture medium. The formation of 
dextran was paralleled by an increase in viscosity until, after about 24 
hours incubation, the viscosity reached a maximum and dextran forma- 
tion appeared to be completed. As is shovm in Table I, these changes 
w’ere accompanied by a decrease in pH from the initial value of about 7.0 
to about 4.6 at the time of maximum viscosity. 

Dextrans such as Dextrans A and D of Table II, which were isolated from 
the culture media at maximum viscosity, are called high viscosity dextrans. 
These dextrans after purification had characteristically high viscosities, 
highly positive optical rotations, and high purity. 

The reproduction of results from preparations of high viscosity dextrans 
is demonstrated by Dextrans A and D (Table II) and by another typical 
high viscosity dextran wdiich had a relative viscosity of 2.230 and was ob- 
tained in 26.8 per cent yield. Dextran B is not a t 3 ^pical high viscosity 
dextran (see Table I, foot-note). 

In all cases, the products called dextrans were quantitatively precipitated 
as gummj^ masses by the addition of an equal volume of absolute ethanol 
to the culture medium. The technique used for isolating purified dextrans 
from aqueous solutions and for dr 3 'mg the product gave finely divided 
fluffj^ dextrans, which dispersed readiR in water and underwent chemical 
reaction with ease wiien in the diy stated 

Production of AuiolyzedP Dextran — The viscosity of the culture medium 
containing dextran decreased when incubation w^as extended beyond the 

^ Jeanes, A., and Wilham, C. A., in preparation. 
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time of maximiini viscosity. This decrease in viscosity^ as is shown in 
Table I, was rapid at first and gradually became slower until a very low 
value was reached. During this incubation period, the pH of the culture 
medium decreased slowly from 4.6 to a steady value of 3.7. 

Dextrans such as Dextrans C and E of Tables I and II, which were iso- 
lated from culture media of greatly reduced viscosity, are called “aiitolyzed’^ 
dextrans. In physical properties the '"autolyzed” dextrans differ from the 


Table I 

Effect of Extended Incubation at on pH and Viscosity of Unbuffered Culture 

Media 


Culture Medium BC 


Culture Medium DE 


Incu- 

bation 

time 

1 pH 

Absolute 

viscosity 

Fraction isolated 

Incu- 

bation 

time 

pH 

Absolute 

viscosity 

Fraction isolated 

hrs. 


centipoises 


hrs. 


centipoises 


0 

7.5 

2 


0 

7.1 i 

2 


23 

4.9 

60 


23 

4.6 

203 

Dextran D* 

29 1 

4.5 ! 

82 


27.5 

4.4 

164 


32 

4.45 

75 


32 

4.3 

131 


33 

4.4 

73 

Dextran B* 

47 

4.0 

74 






72 

3.9 

43 


99 

3. 85 

20 


96 1 

3.75 

20 






145 

3.73 

15 


191 

3.7 ; 

11 


273 

3.7 

10 

Dextran E and 

335 

3.7 

7 





other fractions 

384 

3.7 

6 






503 

3.7 

5 

Dextran C and 








other fractions 






* These dextrans were isolated from one-half of their respective culture media, and 
the incubation of the other half was continued. When the isolation of Dextran B was 
actually begun, the viscosity of this part of the culture medium had decreased to 59 
centipoises. 


corresponding high viscosity dextran controls (Dextrans B and D) mainl}^ 
in their lower viscosities. The viscosities of the ^‘autolyzed” dextrans were 
inversely proportional to the duration of incubation; their yields were 2.1 
to 2.5 per cent lower than those of their high viscosity controls. 

Production of Dextran in Aerated and in Buffered Culture Media — ^Aera- 
tion of culture media was found to be unfavorable to dextran formation. 
Data on the pH and viscosity changes in an aerated, unbuffered culture 
medium are given in Table III, and the data on the product isolated there- 
from, Dextran F, are given in Table II. As compared with the results from 
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uiiaerated culture iiiedia^ aeration decreased the rate of formation^ the 
yield; and the viscosity of the dextran^ and did not prevent the culture 
medium from passing through a maximum viscosity. These results are 
not in conflict with the view of Hehre (10) that the action of the dextran- 


Table II 

Bata on Dezirans from Various Culture Media 


De-xtran 

Absolute 

Properties of purified dextrans 

viscosity of 
culture medium 
from which 
dextran was 
isolated 

Yield 

N 

p 

Relative 
viscosity at 
25°, 0.5 per 
cent in 
water* 

r 1 25 

L“Jd 

(in 1 N 
NaOH, 

C =* 1) 

Alkali 

No.t 


ceniipoises 

per cent 

per cent 

per cent 


degrees 


A 

446 

25. 

0.017 

0.005 

2.253 

+203 

0.0 

B I 

73 ! 

24.7 

0.033 

0.008 

2.003 

201 

0.0 

c 1 

5 

22.2 

; 0.022 

0.011 

1.414 

199 

0.6 

D i 

203 i 

23.7 

I 0.032 1 

0.007 

2.133 


0.1 

E 

10 

21.6 ! 

1 0.010 

0.004 

1.565 

200 

0.3 

F 

14 

! <14.7 1 



1.855 

200 


G 

847 

24. Of ^ 

0,000 

<0.002 

1.719 

202 

0.0 


'■** The relative viscosities in 0.1 m calcium acetate of Dextrans A, C, and Gwere 
2.235, 1.405, and 1.6S3, respectively. In 1.0 m calcium acetate, the value for Dextran 
A was 2.298. 

t To serve as a basis for comparison, the following alkali numbers are quoted from. 
(13): defatted corn-starch 11.0; corn amylose 20.2; corn amylopectin 5.9. 
t The ash content of these representative dextrans was 0.02 per cent. 


Table III 

Effect of Aeration on pH and Viscosity of Unbuffered Culture Medium 


Operation 

Incubation time 

pH oi culture 
medium 

Absolute viscosity 
of culture medium 


1 hrs. 


ceniipoises 

Aeration started*^ i 

0 

7.5 

2 

“ stopped 

23.5 

5.2 

5 


32 1 

4.7 

12 


47.5 

4.4 

16 

Dextran F isolated 

55 

4.3 

14 


* About 20 liters of air per hour were bubbled through the 6 liters of culture 
medium containing a sniali amount of lard oil to prevent foaming. 


synthesizing enzt^me does not appear to be ''coupled with or dependent upon 
oxidative processes.” 

Xo advantage to dextran formation has been found by buffering the 
culture medium with calcium carbonate. Culture media buffered at pH 
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7.0 to 6.4 with calcium carbonate reached their maximum viscosity in 48 
to 56 hourSj and immediately the viscosity began to decrease rapidly. A 
dextran isolated from such a medium at its maximum viscosity is Dextran 
G of Table II. Comparison with the corresponding values for unbuffered 
preparations shows that buffering with calcium carbonate resulted in a 
marked increase in the viscosity of the culture medium, no increase in the- 
yield, and a decrease in the viscosity but no decrease in the purity of the 
purified dextran. 

Aerated media buffered with calcium carbonate did not pass through a 
maximum viscosity; the viscosity of such a medium increased slowly over 
a period of 30 days. Under these conditions the rate of dextran formation 
was decreased as compared with an unaerated, buffered medium. 

Other Polysaccharide Fractions — In addition to dextran, culture media of 
Leuconostoc mesenteroides NRRL B-512 contained other polysaccharides 
in small amounts which were precipitated by adding ethanol to the media, 
to make ethanol concentrations of 65 and 75 per cent. The amounts and 
properties of the fractions obtained varied with the conditions of produc- 
tion, but all fractions appeared to contain combined fructose. Some of the 
fractions were levans, and some became insoluble in water after one pre- 
cipitation. 

It has not been reported previously that Leuconostoc mesenteroides pro- 
duces both dextran and levan. A few strains of Streptococcus bovis and 
of Streptococcus salivarius have been observed to produce both levans and 
dextrans (14). 


EXPERIMENTAL 

The medium used for growth of Leuconostoc mesenteroides NRRL B-512 
and for the preparation of dextran was the same as that used by Hassid 
and Barker (2), except that 0.1 per cent of sodium chloride was added, as 
recommended by Tarr and Hibbert (1). The dipotassium hydrogen phos- 
phate, in 5 per cent solution, \vas sterilized separately and added asepti- 
cally to the cool, sterile solution of the other components. Sterilization 
was effected by autoclaving at 15 pounds per sq. in. for 30 minutes. 

Preparation of Inoculum — ^A culture of the organism was prepared by 
inoculating one standard loopful of rapidly growing stock culture into 
125 cc. of sterile medium contained in a 300 cc. Eiienmeyer flask. This 
was shaken mechanically for 24 hours at 25"^, and then transferred to 500 
cc. of medium in a 3 liter Fernbach flask. After standing for 24 hours at 
25°, this culture, totaling 625 cc., was transferred to 3 liters of the medium 
for the preparation of dextran. 

The preferred incubation time of 24 hours for the 625 cc., inoculum was 
adopted on the basis of experimental observations. When 24 hour inocula 
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were usedj culture media for dextran production reached high maximum 
viscosities such as that of the typical Dextran A of Table II. When 36 
or 48 hour iiiocula were used, as for Dextrans D and B, respectively, pro- 
gi'essively lower maximum viscosities of the culture media were obtained 
(Table II). It appears that the incubation time for the 625 cc. inocula in- 
fluenced the viscosity of these unbuffered culture media. 

Preparation of High Viscosity Dextran — 12 liters of medium were steri- 
lised in a 20 liter Pyrex bottle which was equipped with a siphon for the 
aseptic withdrawal of test samples. Incubation was at 25"^. The pH 
values for this preparation culture were 7.1 after inoculation, 4.95 at 24 
hours incubation time, and 4.75 at 26 hours. At incubation times of 24 and 
26 hours the absolute viscosity of the medium was 438 and 446 centipoises, 
respectively. The viscous material appeared to be homogeneously dispersed 
in the cloudy culture medium and did not settle out. 

Supercentrifugation of the culture medium was started at the end of 
26 hours incubation. The residue consisted largely of bacterial cells. 
Absolute ethanol to make 35 per cent by volume was stirred into the cen- 
trifugate, and the solution was again passed through the supercentrifiige 
to remove the remaining small amount of bacterial cells. The centrifugate 
was stirred mechanically while the ethanol concentration was made up to 
50 per cent by volume. The dextran separated as a gummy mass from 
which the supernatant was decanted. The dextran was Imeaded to remove 
mother liquors, and was washed three times by kneading with 50 per cent 
ethanol. It was then dissolved in 11 liters of water and precipitated by 
addition of an equal volume of ethanol. The silvery looking mass was 
again isolated, laieaded, and washed as before. This cycle of reprecipita- 
tion and washing was repeated twice more. 

The dextran, redissolved in 2.5 liters of water, was precipitated by slowly 
adding 100 cc. portions of the solution to 500 cc. of absolute ethanol, which 
was agitated in a Waring bleiidor. The precipitates were combined, col- 
lected on a filter, washed twice by resiispension in 4 liters of absolute 
ethanol, and filtered. The product was dried m vacuo over anhydrous 
calcium chloride at room temperature. The weight of the product (dry 
basis) was 361 gm., 25.3 per cent of the initial w^eight of sucrose, or 50.6 
per cent of the glucose available from the sucrose. Dextran A was shown 
not to contain carbohydrates small enough to dialyze through Visking 
-cellulose membranes. Other data on this product (Dextran A) are given 
in Table II. 

Preparation of AutolyzeP^ Dextran — The changes in pH and viscosity 
during the preparation of two ‘^autolyzed’’ dextrans are given in Table I 
and data on the purified products are given in Table II. The time of in- 
cubation of the 625 cc. inocula was 48 hours for Culture Medium BC and 
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36 hours for Culture Medium DE. G liter quantities of culture media 
were used. At 33 hours incubation, when Culture hiediiim BC was 
slightly past its maximum viscosity, one-half of it was removed aseptically 
and the high viscosity control, Dextran B, was isolated. The remaining 
half of the culture medium was allowed to stand at 25*^ for a total of 503 
hours. The product insoluble in 50 per cent ethanol, ‘"aiitolyzed” Dextran 
C, was then isolated in the usual Avay. In Culture Medium DE, the high 
viscosity control, Dextran D, was isolated from half of the culture medium 
at the time of maximum viscosity, and the “aiitolyzed” Dextran E Avas 
isolated from the remaining half of the medium after a total incubation of 
273 hours. 

The viscosities of Culture Media BC and DE, although of markedly 
different maximum values, decreased to 20 centipoises in 90 to 100 hours. 
After this time, the rate of change in viscosity Avas about the same in both 
media. At about 200 hours incubation, the pH of the culture media had 
reached a stead}^ A^alue of 3.7, and from then on changes in viscosity were 
A^ery sIoav. This seems to be a practical time to isolate “autolyzed’^ 
dextrans. 

Preparation of Dextran in Presence of Calcium Carbonate — Except as 
otheiwise stated, all conditions and manipulations Avere the same as have 
been described for unbuffered culture media. 

The 625 cc. inoculum contained 2 per cent of calcium carbonate and 
AA^as incubated for 48 hours at 25° AA’itli occasional shaking. When this 
Avas transferred to the medium for preparation of dextran, 2 per cent 
sterile calcium carbonate was also added and kept suspended by occasional 
SAvirling during incubation of the culture medium. After inoculation, 
this culture medium had a pH of 7.0 to 7.1, and a viscosity of 2 centipoises. 

When the culture medium AA-as not aerated, the pH values Avere 6.5 at 
22 hours and 6.4 at 47 hours; the corresponding viscosities were 4 and 879 
centipoises, respectively. At 50 hours, isolation of the dextran Avas started. 
The culture medium Avas diluted AAuth about one-third its volume of Avater, 
and siipercentrifuged. The pH of the centrifugate Avas adjusted to 4.4 
Avitli acetic acid, and absolute ethanol was added to give an ethanol con- 
centration of 35 per cent by volume. The mixture Avas then passed tAAUce 
through the super centrifuge and the dextran, isolated in the usual AA^ay, 
gave a 24 per cent yield. Other data for this Dextran G are given in Table 
II. The loAV nitrogen and phosphorus contents indicate that the procedure 
for purification of this dextran AA^as more efficient in removing bacterial 
cells than that described for high viscosity dextran. 

Wlien the culture medium aa^ aerated, the viscosities at 42, 50, 66, and 
72 hours incubation time AA^ere 29, 122, 580, and 768 centipoises, respec- 
tively. During this time the pH was near 5.8. After 90 hours, when the 
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viscosity was 786 ceiitipoises and the pH was 6.0, the dextran was isolated. 
The yield was 22 per cent, and the relative viscosity of the dextran was 
1 . 666 . 

Effect of Sterilization on Decrease in Viscosity — ^An experiment was coii“ 
ducted to determine whether a decrease in viscosity would occur in a dex- 
tran preparation medium in which bacterial and enzyme action had been 
stopped autoclaving. The usual unbuffered medium was inoculated 
mth a 625 cc. inoculum w^hich had been incubated 44 hours. After 24 
hours incubation, the pH was 4.65 and the viscosity was 171 centipoises. 
The medium was autoclaved at 15 pounds per sq. in. for 30 minutes, and 
cooled quickly. The pH was still 4.65 and the viscosity was 138 centi- 
poises. The pH was adjusted to 4.2 with sterile butyric acid solution, and 
the mixture was kept at 25® for a time w^hich is expressed as a continuation 
of the incubation period. The pH remained constant, and the viscosity 
at 50, 121, and 174 hours was 135, 129, and 125 centipoises, respectively. 
Although a slow change in viscosity occurred under these conditions, the 
viscosity of this solution at 174 hours incubation was roughly 10 times the 
viscosities observed at comparable times for media in which normal autoly- 
sis had occurred (see Table I). 

Effect of Variation of Medium — When the usual unbuffered medium was 
supplemented with 0.5 mg. of manganous sulfate monohydrate per liter 
(15), the incubation times for the two inocula and for the preparation cul- 
ture medium were 16, 9, and 6 hours, respectively. The purified dextran, 
obtained in 24 per cent yield, had a specific rotation of +200.1® and a rela- 
tive viscosity of 2.255. By using an unaerated, calcium carbonate-buf- 
fered medium to which 1 mg. of manganous sulfate monohydrate per liter 
had been added, the incubation time was 13 hours for both of the inocula 
as well as for the preparation culture medium. The purified dextran, ob- 
tained in 27 per cent yield, had a specific rotation of +200.8® and a rela- 
tive viscosity of 1.673. Extension of the incubation time resulted in in- 
activation of the bacteria in the unbuffered inocula and in a decrease in 
viscosity of both the buffered and the unbuffered culture media. 

Substitution of the mineral constituents of Dunn et al. (16) (with only 
0.1 the concentration of ferrous and manganous sulfates recommended) for 
the mineral constituents of our medium resulted in no significant increase 
in dextran production. Inclusion in the medium of corn steep liquor, 
autolyzed yeast, or Bacto-tryptone appeared to be of no advantage. 

Other Polysaccharide Fractions — ^From the 50 per cent ethanolic dextran 
mother liquors, after siipercentrifiigation to remove a small amount of 
dextran, fractions insoluble in 65 and 75 per cent ethanol were successively 
precipitated. The fractions were purified and isolated as white powders in 
a manner analogous to that described for dextran. 



A. JEANESj C. A. WILHAM, AlSiD J. C. MIERS 


611 


The fractions from unbuffered ''autolyzed” media (see Table I) were 
homogeneously AA^ater-soliible, and their yields totaled 5 per eent of the 
initial weight of sucrose in the medium; dialysis reduced their nitrogen and 
phosphorus contents from about 0.04 and 0.20 per cent, respectively, to 
0.02 per cent, but did not effect any significant change in other properties. 
These fractions had = +55° to +133° (in 1 n sodium hydroxide, 
C = 1), relative viscosities of 1.060 to 1.134 (0.5 per cent concentration in 
water, 25°), alkali numbers of 4 to 13, and contained combined fructose. 
Exposure in air having 100 per cent relative humidity at 25° converted them 
from a state which produced amorphous x-ray patterns to states from which 
x-ray diffraction line patterns characteristic of dextran were obtained (17). 

The fractions from unbuffered, high viscosity culture media totaled 
about 4 per cent in yield. One fraction, isolated in 2.6 per cent yield, had 
= —23°, an alkali number of 1, and produced only amorphous x-ray 
patterns (17). Another fraction, which became water-insoluble during 
isolation, gave a dextran x-ray line pattern without further treatment. 

Fractions totaling 3.4 per cent in yield were obtained from a calcium 
carbonate-buffered culture medium. A fraction, obtained in 2.8 per cent 
yield, gave [a] f = —54° and an alkali number of 0. 

Tests for ketose, which is assumed to be fructose, in these fractions were 
made by allowing some of the dry carbohydrate to stand in 85 per cent 
phosphoric acid at room temperature (18). Under these conditions, 
fructose, sucrose, inulin, and calcium 5-ketogluconate developed dark brown 
to black colors within 24 hours, but neither glucose nor dextran produced 
aii}^ color. Some fractions produced dark brown to black colors, and others 
produced light yellow to tan colors when tested in this way. The inten- 
sity of color appears to indicate the relative amount of combined fructose 
present. Further evidence of the presence of much fructose in fractions 
which produced dark colors was provided by their negative or low positive 
optical rotations. 

Preparation of Water-Insoluble Dextran — For comparison .wfith the water- 
soluble dextran from Leuconostoc mesenteroides NRRL B-512, the water- 
insoliible dextran from Leuconostoc mesenteroides NRRL B-523 was pre- 
pared. Our usual unbuffered sucrose medium was. used. Because of the 
slowness of growth of the organism, 48 hours incubation was required. 
The culture medium became viscous with insoluble gelatinous particles. 
]\Iicroscopic examination revealed a heavy growth of non-capsulated bac- 
teria, and discrete particles of gelatinous material. 

The culture medium was diluted with an equal volume of water and 
centrifuged at 3300 r.p.m. The residue, which was insoluble in boiling 
water, was dissolved in 0.75 n potassium hydroxide. This solution was 
neutralized with acetic acid and supercentrifuged twice to remove bacteria. 
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Addition of an equal volume of ethanol precipitated the polysaccharide 
and rendered it insoluble in water. The precipitate was washed with 50 
per cent ethanol and the polysaccharide, called Fraction J, was isolated 
in the usual manner as a coarsely fluffy product. 

The supernatant from the diluted culture medium was supercentrifiiged 
and an equal volume of ethanol was added. The precipitate, which swelled 
greatly in water but did not dissolve, was washed with 50 per cent ethanol 
and the polysaccharide, called Fraction K, was isolated from absolute 
ethanol. 

The yields of Fractions J and K were 9 and 7 per cent, respectively, of the 
initial weight of sucrose. Fraction J gave [a]f = +208° (in 1 n sodium 
hydroxide, C =1). Both fractions gave negative tests for fructose in 85 
per cent phosphoric acid. The percentage of nitrogen in Fraction J was 
0.008, and in Fraction K 0,020. 

Analytical Methods — ^Because anhydrous dextran is very hygroscopic, 
samples Tvere equilibrated with moisture in a constant humidity room (50 
per cent relative humidity at 25°) where all weighings were made. Under 
these conditions the moisture content of the dextrans was 12 to 13 per 
cent. The moisture content was determined on separate samples, and 
all results were calculated on a dry basis. 

Dextran, which was always dried in vacuo over anhydrous calcium chlo- 
ride at 25° before being equilibrated in 50 per cent relative humidity, was 
shown by ethoxyl determination to contain no ethanol. 

Viscosity measurements were made with standardized Ostwald-Cannon- 
Fenske viscosimeter tubes, at 25° dr 0.03°. For measurements on purified 
dextrans, 0.5 per cent aqueous solutions were used after filtration through 
fritted glass funnels to remove traces of lint. For measurements on cul- 
ture media, care was taken to obtain representative samples, and samples 
from calcium carbonate-buffered media were filtered through fritted glass 
funnels before use. 

Optical rotations were read with the light from a sodium vapor lamp. 
Solutions in 1 N sodium hydroxide were used to avoid the opalescence which 
high viscosity dextrans gave in water solutions. However, specific rota- 
tions in water were only a few degrees lower than those in sodium hydroxide. 

Measurements of pH were made with a glass electrode. Alkali number 
measurements were made by the method of Schoch and Jensen (19). 
The values are reproducible to ±0.3. Nitrogen analyses were made by the 
micro-Kjeldahl procedure, and phosphorus analyses by a modification of 
the method of Triiog and Meyer (20). 

DISCUSSION 

Viscosity and Solubility of Dextran — Our results show that the maximum 
viscosity of culture media of Leuconostoc mesenteroides NRRL B-512 does 
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not give an accurate indication of the yield or viscosity of the pure dextran 
after its isolation. Dextrans with relative viscosities of 2.003 to 2.253 have 
been isolated in yields of 24 to 25 per cent from unbuffered culture media 
having viscosities of 73, 202, and 446 centipoises. These differences in 
viscosity of the culture media appear to be related to the age of the inoculum 
used. The purified dextrans showed no significant difference in any other 
of the observed properties. From a calcium carbonate-buffered culture 
medium with a viscosity of 847 centipoises, dextran having a relative vis- 
cosity of 1.719 was isolated in 24 per cent yield. The very high viscosities 
of culture media buffered with calcium carbonate do not appear to be due 
to the effect of calcium ions on dextran alone, as is indicated by viscosity 
measurements on purified dextrans in solutions of calcium acetate (see 
Table II, foot-notes). 

The viscosities of the purified water-soluble dextrans do not correlate 
with their nitrogen contents. The slight differences in nitrogen content 
are believed to reflect variation in the eflSiciency of separation of bacteria 
from the dextran. Likewise, the solubilities of our dextrans are not re- 
lated to their nitrogen contents, for the purified water-insoluble dextran 
from Leuconostoc mesenteroides NRRL B-523 has a nitrogen content as low 
as the water-soluble dextran from Leuconostoc mesenteroides NRRL B-512. 
It is inconceivable that the methods employed for the isolation and puri- 
fication could have contributed to the solubility of the water-soluble dex- 
tran. The solubility and viscosity of these dextrans apparently are in- 
herent properties of the polysaccharides rather than related to combinations 
of the dextran with protein, as postulated by Stacey (21-23). 

Causes and Effects of Decrease in Viscosity of Culture Media — The de- 
crease which occurred in the viscosity of culture media after the formation 
of dextran was complete appears to be caused mainly by autolysis. The 
change was almost, but not completely, stopped by heat sterilization of the 
culture media. This viscosity change was not dependent on the pH or on 
aeration in unbuffered media. Aeration of buffered media prevents it. 

It is not yet laiovui whether “autolysis” results in some selective struc- 
tural change in dextran, or merely produces a random decrease in molecular 
size. 

Stability of Dextran to Alkali — The alkali numbers in Table II show that 
Dextrans A, B, and D are not attacked when heated with 0.1 n sodium 
hydroxide solution, and that Dextrans C and E are only slightly attacked. 
From other reactions previously reported (2, 3, 9), evidence is available 
which also indicates the lack of reducing power in dextran. According to 
the interpretation of alkali numbers (19, 24), our preparations of dextran 
have very few, if any, reducing groups. 

From this viewpoint it is interesting to consider possible modes of ter- 
mination of dextran molecules which would result in the stability of dex- 
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tran to alkali. Aii imterminated cyclic structure, such as is found in the 
Schardinger dextrins, would be stable to alkali (13), but a cyclic structure 
for the molecule as a whole would not be in accordance with the pro- 
nounced filiform characteristics of water-soluble dextran (8, 17). A chain 
structure terminated by a unit of glucose-l-phosphate (25), of fructose com- 
bined as ill sucrose (19), of a hexahydric alcohol such as mannitol, or of 
gluconic acid (19, 24) would be stable to alkali. Glucose-l-phosphate has 
been reported to be formed from sucrose by Leuconostoc mesenteroides (26), 
but there is no evidence that it takes part in the synthesis of dextran (27, 
28) . The possibility that sucrose may be converted directly into dextran 
without formation of a simpler intermediate (28) could result in the dextran 
molecule having a terminal fructose unit. No additional evidence can be 
cited for terminal glucose units in an oxidized or reduced state. 

SUMMARY 

1. A method has been established for the preparation of water-soluble 
dextran products of uniformly high viscosities and of high purity from 
cultures of Leuconostoc mesenteroides NRRL B-512 on an unbuffered, im- 
aerated, sucrose medium. This method was dependent on the correlations 
that the development of maximum viscosity in the culture medium coin- 
cided with the end of dextran formation and that thereafter the viscosity 
of the culture medium and of the dextran decreased. 

2. Purified dextrans which were isolated from culture media at their 
maximum viscosity were characterized by high viscosities; purified dex- 
trans isolated from culture media after their maximum viscosity had been 
passed had lower viscosities. 

3. Accompanying the changes in viscosity of the culture medium, the 
pH decreased from an initial value of about 7.0, through about 4.6 at the 
time of maximum viscosity, to a steady value of 3.7 when the viscosity 
had become very low. 

4. jModification of the selected cultural conditions by aeration of the 
medium or by buffering with calcium carbonate, either singly or in com- 
bination, gave no increase in the yield or viscosity of dextran. 

5. The solubilities of the water-soluble dextran from Leuconostoc mes- 
enteroides NRRL B-512 and of the water-insoluble dextran from Leuconostoc 
mesenteroides NRRL B-523 appear to be inherent properties of the poly- 
saccharides and are not related to their nitrogen contents. 

6. In addition to dextran, levan was produced in relatively small 
amounts in cultures of the strain NRRL B-512. 

The use of trade names in this paper does not necessarily constitute en- 
dorsement of these products or of the manufacturers thereof. 
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A property of polysaccharides which is of major importance both prac- 
tically and fundamentally is orderly association between portions of the 
same or of adjacent molecules. This property depends upon both the 
physical and chemical constitution of the polysaccharide and data on it 
provide a means for correlating physical properties with chemical structure. 
Little specific information is available on molecular association in branched 
polysaccharides. The industrial importance of starch and the biological 
significance of glycogen and certain bacterial polysaccharides make such 
information desirable. 

This paper presents information on molecular association in the bac- 
terial polysaccharide, dextran from Leuconostoc mesenteroides, and in 
branched amylaceous substances. Orderly molecular association has been 
detected by x-ray analysis, and the tendency towards orderly association 
has been related to the physical and chemical constitution of these poly- 
saccharides. Data are given on typical x-ray diffraction powder patterns 
of dextran, and on the relation of molecular association to the hydration 
and ease of dissolution of branched polysaccharides. 

Chemical and Physical Nature of Dextran — Dextran is Imovni to be a 
polymer of a-n-glucopyranose (1). Methylation studies on a water-soluble 
dextran (2) have show that the molecule has a branched structure in 
which the predominant glucosidic linkage is 1,6- while 1,4-linkages occur 
at the points of branching. A point of branching for every 5 glucose units 
was indicated by these data. Less quantitatively exact methylation studies 
on other dextran preparations have indicated fewer side chains (1, 3). In 
amylaceous substances the predominant glucosidic linkage is a-1,4- while 
1,6-linkages occur at the points of branching (4). The presence of 1,6- 
linkages in starch makes further knowledge of other polysaccharides con- 
taining this linkage desirable for comparative purposes. 

* Present address, United States Department of the Interior, Bureau of Recia- 
mation, Denver, Colorado. 

t One of the laboratories of the Bureau of Agricultural and Industrial Chemistry, 
Agricultural Research Administration, United States Department of Agriculture. 

617 



618 


BEXTRAN AND AMYLACEOUS CARBOHYDRATES 


Dextran has been shown to be filiform in nature by electron microscopy 
( 5 ), iiltraceiitrifugatioii ( 6)5 and by birefringence of flow (6). Grdiiwall 
and Iiigelman (6) reported that the molecular weight of the dextraii studied 
by them was of the order of ''many millions,” but accurate evaiiiatioh was 
prevented b}’ the inliomogeneity of size of the molecules. 

Dextran molecules appear to differ in size (7) and probably in some de- 
tails of chemical structure when prepared under different conditions and 
by different strains of Leiiconostoc inesenter aides . Our observations on the 
water-soluble dextran from Lenmiostoc mesenteroides NRRL B-512 which 
was used in this study indicate that, with the possible exception of the 
degree of branching, this dextran appears to conform to the structural char- 
acteristics indicated above. It cannot be assumed that the methylation 
data available ( 2 ) apply exactly to our dextran. 

Molecular Order and Association — ^Samples of polysaccharides which pro- 
duce x-ray diffraction powder patterns containing a set of diffraction lines 
are called "crystalline.” A ciystalline polysaccharide is ordinarily a 
mixture of regions which range in degree of molecular order between the 
theoretical extremes of complete crystallinity and complete randomness. A 
single polysaccharide molecule may extend through several different re- 
gions ( 8 ). In the crystalline regions segments of primary valence chains 
are in ordered spatial arrangement where energy relations favor systematic 
lateral association between chains through hydrogen bonds. In amorphous 
regions chain segments are in disorderly arrangement. X-ray patterns 
from ordinary crystalline polysaccharides are composites of the diffraction 
lines which originate in the crystalline regions and of the halo of diffuse 
reflections from the amorphous regions. Amorphous polysaccharides, 
Avhich produce onl 3 ^ diffuse x-ray^ reflections, are believed to vary in the ex- 
tent and in the degree of randomness of molecular association. 

EXPERIMENTAL 

Materials and Methods—Unless otherwise stated, the dextran used has 
been the water-soluble product from Leiiconostoc mesenteroides NRRL B-512 
and was prepared and characterized as described in a previous study ( 7 ). 

Humidification in an atmosphere having 100 per cent relative humidity 
at 25*^ has been used to convert amorphous samples of glutinous corn- 
starch, am^dose-free corn amylopectin, and certain fractions from acid- 
hydrolyzed dextran to the crystalline state. Dextrans and acid-hydrolyzed 
dextrans have produced line patterns after treatment under special con- 
ditions with specific optimum concentrations of aqueous ethanol. Crystal- 
lization has also been found to develop in dextran when its aqueous pastes 
were dried at elevated temperatures. These general methods, or the fun- 
damental principles underlying them, have been used previously in studies 
on starch ( 9 , 10 ) or other polysaccharides (11). 
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X-ray patterns Avere made with unfiltered copper radiation transmitted 
through the finely pulverized samples which were packed in holders 1 mm. 
thick. Before the pattern Avas taken, all samples AAdiich had been stored 
several days in an atmosphere having 100 per cent relative humidity at 
25° Avere permitted to dry in the air from 1 to several hours to reach a 
satisfactory condition for mounting. The exact state of hydration of 
samples AA^heii x-rayed has not been defined. 

Amorphous Dextran — Dextran is normally isolated as a fluffy AA'hite 
solid (7) which gives an amorphous x-ray pattern, and in AA^hich the random- 
ness of molecular association is very high. Unless otherwise stated, amor- 
phous dextran has been the starting material used in all the experimental 
AADiiv described here. 

Amorphous dextran takes up 12 to 13 per cent moisture Avhen equilibrated 
in an atmosphere having 50 per cent relative humidity at 25°. When a 
small amount of amorphous dextran AA^as exposed in an atmosphere having 
100 per cent relative humidity at -25°, it changed to a clear, thick syrup 
Avithin 2 to 3 hours. After 3 days under these conditions, x-ray examina- 
tion shoAved the dextran still to be amorphous. These observations have 
been made on dextrans Avith relative viscosity^ of 2.003, 1.816, and 1.414. 

X-ray Data and Patterns — Three general types of x-ray diffraction poAV- 
der patterns, one of AA^hich has two modifications, have been obtained from 
dextran and acid-hydrolyzed dextran. The x-ray data for these typical 
patterns are given in Table I and illustrations are given in Fig. 1. 

Preparation and Properties of Samples 

Dextran Treated with Aqueous Ethanol— 0,5 gm. samples of dextran (rela- 
twe viscosity^ 1.816) Avere dissolved in 15 cc. of distilled AA^ater in small 
glass-stoppered flasks, and absolute ethanol Avas added to make ethanol con- 
centrations of 40, 50, 60, 70, and 80 per cent by volume, respectively. The 
dextran precipitated and AA^as allowed to stand under the aqueous ethanol 
for 7 days at 25°. The precipitates AA^ere then removed and dried in vacuo 
OA^er anhydrous calcium chloinde at 25°. When dry, the sample from 60 
per cent ethanol pulverized AAith great ease and the sample from 70 per 
cent ethanol pulverized easily, but all the other samples could be broken 
only into lumps. The samples from 40 and 50 per cent ethanol produced 
amorphous x-ray patterns, those from 60 and 70 per cent ethanol produced 
line patterns of type L-1, and the sample from 80 per cent ethanol gave a 
pattern with traces of lines on a diffuse backgi'oimd. 

Humidification for 3 days in an atmosphere saturated with water vapor 
at 25° produced no apparent change in the dry, puhmrized samples from 60 
and 70 per cent ethanol, but resulted in increased sharpness of the type 

^ Viscosities were measured on 0.5 per cent solutions in water at 25° (7). 
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L~1 patterns produced. When humidified, the sample from 40 per cent 
ethanol dissolved readily to a clear sjTup, which, after drying, 'produced an 
amorphous pattern. Similarly, the samples from 50 and 80 per cent etha- 
nol formed cloudy S 3 nmps, which, after diying, produced amorphous 
x-ray patterns showing traces of lines. 

Extension of the time of treatment in aqueous ethanol to 35 da 3 os re- 
sulted ill an amorphous product from 40 per cent ethanol and a ciystalline 
product from 50 per cent ethanol. 


Table I 

Inierplaiiar Spacitigs and Estimated Intensities of Typical Dextran Patients 


Type L-1 

Type L-2 

Type L-3 

Type L-3' 

A 


,4 


A 


.4 


13.0 

Weak 





13.0 

Very weak 

6.50 




6.93 

Medium 

7.80 

a a 

5.76 

Medium 

5.65 

Ver\’ weak 

6.13 

<< 

6.02 

Medium 

5.05 


4.95 

Medium 

5.01 

i c 

5.05 

Weak 

4.69 


4.52 


4.52 

Very strong 

4.55 

Strong 

4.32 

Medium 

4.00 

Very, ver}' 



4.25 

Very, very 


strong 


weak 




weak 

3.90 

Very weak 



3.89 

Strong 

3.90 

Medium 

3.56 


3.57 

Ver\' weak 

3.49 

Medium 

3.47 

c c 

3.33 

Medium 

3.24 

Weak 





3.04 


3.06 

Ver\% veiy 

3.11 

Ver3' weak 




1 

1 i 

weak 





2.79 

Very, ver3^ 


i 

3.00 

W^eak 

3.04 

Medium 

I 

weak 







2.65 1 

\ a a 1 

2.55 : 

Ver\y ver\" 

2.84 

Ver3' weak 

2.S4 

V^ery, very 


■ 


1 weak i 




weak 

2.50 1 

a c { 

2.36 ^ 

! a a ' 

2.71 ! 

a a 

2.65 

1 a ic 

2.37 

i( a 



2.59 

a a 

2.59 

a a 

2.26 

iC Cl 



2.43 

Weak 

2.45 

a a 





2.26 

iC 

2.26 

a a’ 





2.18 

tl 

2,19 

! 

a a; 


Essentially the same results were obtained use of dextrans having a 
relative viscosity of 2.003 and 1.414. The pattern from the latter dextran 
is shovm in Fig. 1, a, 

Dextmfi; Drying of Aqueous Pastes — A viscous paste of dextran (relative 
viscosity^ 2.003) was dried in two parts; one at 25°, the other at 115°. The 
former gave an amorphous pattern, the latter gave a poor qualit 3 ^ x-ray line 
pattern of the tr^'pe L-2 (see Fig. 1, 6). A much thinner paste, when dried 
more slowly at 50°, produced an x-ray pattern of type L-1 of good quality. 

Dextran; Products of Add Hydrolysis — Dextran was h 3 "droly 2 ;ed by 0.5 
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N sulfuric acid at 90"^ for 1, 2, and 4 hours, respectively, and the fractions of 
highest molecular weight were isolated from the hydrolysates. Complete 
details of these hydrolyses and fractionations will be given elsewhere.- 

The fractions of highest molecular weight were separated from hydrolysis 
products of smaller size by dialysis of the sulfate-free solution and by re- 
peated precipitation from aqueous solution by the addition of ethanol to 
make a 60 per cent ethanol concentration. During the fractional precipi- 
tations, the products from 2 and 4 hour hydrolyses became incompletely 
soluble in hot water. After the last fractional precipitation, the siibfractioii 
which had become insoluble in hot water was removed and found to give a 
good quality x-ray line pattern of type L-3. The main fraction was isola- 
ted from the clear supeimatant in a manner analogous to that described for 
amorphous dextran (7). 

These 60 per cent ethanol-insoluble fi'actions from 1 and 2 hour hydroly- 
ses gave amorphous x-ray patterns and had = +199"^ (in 1 n sodium 
hydroxide, C = 1) and about 65 and 40 glucose units, respectively, per 
reducing group. Ethoxyl analysis showed them to contain no ethanol. 
X-ray line patterns of the type L-3 and of very good quality were obtained 
after humidification or after treatment for 2 days with aqueous ethanol. 
Although humidification, wdiich caused the amorphous samples to turn to 
cloudy pastes, appeared to make no significant change in the dried, pow- 
dery products from the treatment with aqueous ethanol, it caused these 
samples to produce intensified and sharper x-ray reflections. 

Other fractions from 2 and 4 hour hj^drolyses, the isolations of which are 
not described specifically here, have produced strong x-ray patterns, as is 
shown in Figs. 1 c and 1 d, 

Dextmns Prepared by Other Investigators — 'X.-my examination of the 
dextran of Hassid and Barker^ (1) and of the dextran from Lencomstoc 
dcxtranicum,^ which is, presumably, the dextran referred to by Fairhead, 
Hunter, and Hibbert (13), gave results comparable to those for Lenconostoc 
meseyiteroides dextran. In the states in which they were obtained, these 
samples produced amorphous x-ray patterns, but after treatment with 
60 per cent ethanol the products gave x-ray line patterns of type L-1. 

The dextran from Lenconostoc dextranicum dissolved readily to form 
aqueous pastes of very low viscosity. The dextran of Hassid and Barker, 
the dense, horny appearance of which was indicative of close molecular 

“ Wilham, C. A., and Jeanes, A., unpublished data. 

3 We are indebted to Professor W. Z. Hassid of the University of California for 
this sample. 

This sample was furnished by Dr. Richard E. Reeves of the Southern Regional 
Research Laboratory, New Orleans, Louisiana, who obtained it from Professor 
Harold Hibbert and used it in the investigation reported in (12). 
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packing and which, has been described as water-insoluble (l)j was obtained 
in 2 per cent aqueous solution by vigorous mechanical shaking. After pre- 
cipitation of the dextran from this solution in the manner described for the 
preparation of amorphous dextran (7), the fluffy product was much more 
readily soluble in water than was the original sample. 

WateT'Insohible Dextran — In the state in which they were isolated, both 
of the purified fractions of the water-insoluble dextran from Leuconostoc 
mesenteroides NRRL B-523 (7) produced essentially amorphous x-ray pat- 
terns. Weak interferences were produced at 9.5 and 4.25 A by the fraction 
which was insoluble in the culture medium, and at 20.0 and 9.5 A by the 
fraction which was originally soluble in the culture medium but which 
became insoluble during purification. After exposure in 100 per cent 
relative humidity for 3 days at 25'', the first mentioned fraction produced 
a w^eak crystalline pattern which had an interference at 9.5 A, and the third 
through the ninth interferences of the dextran pattern, type L-3' (see 
Table I). 

Each of these fractions appeared luminous under crossed Nicol prisms 
but no extinction was observed. 

A77tylaceous Carbohydrates — 3 days humidification of corn amylose, 
which had been isolated from the amylose-butanol complex (14) as a chemi- 
cally reactive, dry powher,® changed it to a coherent, elastic mass, and 
caused its x-ray pattern to change from a V to a B type. (When starch 
cr}’'stallizes in the presence of alcohol, usually a V pattern results; when it 
crystallizes in the presence of water alone, A or B patterns result.) Humi- 
dification of similarly prepared potato amylose resulted, after 3 days, in 
the replacement of its original well defined V pattern by an amorphous pat- 
tern. Continuing humidification for 3 weeks resulted in the development 
of a poor line pattern. Katz (9) observed that the V pattern of precipi- 
tated wheat starch was changed to the B pattern by humidification. 

Methanol-extracted (15) glutinous com-starch, contaminated with about 
2 per cent ordinary corn-starch, was prepared in an amorphous state by 
precipitation of an aqueous paste in ethanol,^ Humidification for 7 days 
caused the starch, which originally produced the amorphous x-ray pattern 
shown in Fig. 1, e, to produce the type A pattern shown in Fig, 1, /. Native 
granules of glutinous corn-starch are known to produce an x-ray line pat- 
tern (10). 

A dry, amorphous sample of corn amylopectin, which had been treated 
with cotton to remove last traces of amylose (16), produced an A type starch 
pattern after 3 days humidification. 

Glycogen has been reported to give only amorphous patterns under 

® Jeanes, A., Deane, R. A., Whistler, R. L., and Hilbert, G- E., in preparation. 
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treatments which cause starch to give line patterns (17, 18), Application 
of the technique of treatment with aqueous ethanol as described for dextran 
resulted, even after 8 weeks under aqueous ethanol, in amorphous patterns 
only. Similarly, only amorphous patterns were obtained from the 
amylase limit dextrin of glutinous corn-starch. 

Humidification caused both glycogen and jS-amylase limit dextrin to turn 
to clear syrups, which, after drying, produced amorphous x-ray patterns. 

Observations on Other Physical Properties 

The behavior of samples under conditions of 100 per cent relative humid- 
ity at 25° not only reveals small differences in their ability to hydrate and 
dissolve but is also an indication of the x-ray pattern which the sample 
will give after this treatment. The variation of the humidified samples 
from rather dry, apparently unchanged powders through opaque to cloudy 
pastes to clear syrups directly paralleled the decreasing degree of orderly 
association, as indicated by the x-ray patterns. 

Likewise, the order of solubility paralleled the physical condition of the 
sample. Thus, fluffy, amorphous dextran dissolved readily merely by 
exposure in an atmosphere saturated with water vapor at 25°, but the pul- 
verized ^‘glassy^^ product from a dextran paste dried at 115° dissolved slowly 
in cold water (20°), and the pulverized, ‘^glassy” product from a paste dried 
slowly at 50° required heating to 70° to dissolve it in water. Fluffy, 
amorphous samples of acid-hydrolyzed dextrans dissolved readily in cold 
water, but the powdery crystalline products from the action of 60 per cent 
ethanol on these fractions as well as the pulverized, ^^glassy” crystalline 
products of humidification required heating in water at 100° to give clear 
solutions. 

Formation of Filaments from Dextran — Filaments have been obtained 
from dextrans having a relative viscosity^ of 1.855 and 2,003 and from 
‘'autolyzed’^ dextrans having a relative viscosity of 1.414 and 1.565. 
Aqueous pastes of the proper consistency for filament formation were ob- 
tained from ‘‘autolyzed” dextrans by 2 days humidification in air saturated 
with water vapor at 25°, but pastes obtained from the other dextrans under 
these conditions w^ere too rubber}^ and viscous and had to be thinned by 
addition of water. When, under normal atmospheric conditions, a probe 
was touched to these pastes and then steadily pulled away, a lustrous fila- 
ment was obtained. A filament many feet in length has been obtained 
by the use of a small mechanical reel. X-ray examination of a bundle of 
these fibers gave an amorphous pattern. 

Filaments could not be obtained similarly from the dextran of Hassid 
and Barker^ nor from glutinous com-starch. 
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DISCUSSION 

Tile eiiipliasis that has been given to the amorphous nature of branched 
amylaceous substances in contrast to the ciystalline nature of the linear 
substances has led recently to the erroneous belief that onl}^ the linear 
molecules can produce x-ray line patterns (19). In general, irregularity in 
molecular shape or structure is believed to interfere with orderly associa- 
tion (8). For example, the amorphous nature of the unbranched poly- 
saccharide, lichenin, has been attributed to molecular irregularity resulting 
from the presence of both 1 ,3- and 1 ,4-glucosidic linkages (20). In amyla- 
ceous substances, branches are generally believed to provide the irregu- 
larity that interferes with crystallization. However, the view has been 
expressed that orderly association occurs between branches of sufficient 
length (21, 22) but not if the branches are modified or shortened (22). 
The results reported here on corn amylopectin, glutinous corn-starch, 
the iS-amylase limit dextrin of glutinous corn-starch, and glycogen, in agree- 
ment with observations of Schoch and French (22), show that the tendency 
towards orderly molecular association decreases in the order stated ; that 
is, in the order of increasing number or shortness of side chains (21, 23). 
However, the difference reported here in the behavior of potato as compared 
with corn amylose indicates that some still unrecognized factor can inter- 
fere with crystallization even in linear molecules which are apparently 
uniform in structure. 

From the extremely careful methylation study of Levi, Hawkins, and 
Hibbert on a water-soluble dextran from Leiiconostoc mesenteroides (2), it 
appears that this substance has greater structural irregularity and more 
numerous as well as shorter branches than glycogen. In view of this and 
of the influential role that branching seems to play in retarding crystalli- 
zation in amylaceous polysaccharides, the observation of crystallinit^y in 
dextran seems to be anomalous. It is possible that ciystailizatioii might 
be more favored in dextran than in glycogen by the predominance of 
gliicosidic linkages involving a primary position on carbon 6. It is also 
possible that the concept of the stnictiire of dextran is inaccurate and that 
clarification may have to await further structural information on dextraiis 
of specific origin. 

Dextran produces a series of typical x-ray diffraction powder patterns 
which are entirely different from the patterns of starch. The relative 
intensities of the lines and the background in patterns from the high molecu- 
lar weight dextrans indicate that the amount of crystalline material present 
is rather small. A treatment which resulted in crystallization of the high 
molecular weight dextran from Leuconosioc mesenteroides NRRL B-512 
also resulted in about the same degree of crystallinity in two other dextrans 
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from widely different sources. This is interpreted to indicate that the 
x-ray line pattern common to these three dextrans is due to a structure 
which is characteristic of dextran rather than to the presence of a small 
fraction of material with exceptional crystallizing ability. 

The fractions of highest molecular weight from 1, 2, and 4 hour acid 
hydrolyses of dextran progressively developed crystallinity more readily 
and completely than dextran. This might result from random reduction 
of molecular size or from increased regularity in size or structure of the 
molecules during acid hydrolysis. Increased regularity in structure 
is to be expected from preferential hydrolysis of the ct-l,4-gliicosidic link- 
ages, which have found to have a critical increment 3000 calories per 
mole less than that of a- 1,6-linkages. - 

Numerous Avater-insoluble polysaccharides such as amylose (14), cellu- 
lose (19), pectins (24), and some of the fractions produced by Leuconostoc 
mesenteroides NRRL 6-512 (7), or obtained from its water-soluble dextran 
by acid hydrolysis, produce strong x-ray line patterns. Unlike all these 
other substances, the dextran from Leuconostoc mesenteroides NRRL B-523 
gave an amorphous x-ray diffraction pattern, was not horny, and yet was 
water-insoluble. Molecular association in this dextran must be extensive 
but arrangement of the associated chain segments in a 3 dimensional 
periodic pattern is lacking. 

Investigations on cellulose esters (25) and proteins (26) have established 
that water, or water and heat, facilitate motion and crystallization of 
chain segments of these substances in the solid state. Similar observa- 
tions have been made on starch granules (27) and on starch coacervates 
(22). Our observations provide further examples of this principle. Expo- 
sure of solid samples in an atmosphere saturated with water vapor at 25^^ 
caused some amorphous substances to assume a crystalline state, crystalline 
substances to change from one modification to another or develop sharper 
patterns, and one substance passed through an amorphous state during 
its transition from one crystalline state to another. Crystallization re- 
sulted when a dextran paste was warmed while being dried slowly, but did 
not result when the slow drying was at 25°. Hydrated masses of dextran 
developed crystallinity when allowed to stand under specific optimum con- 
centrations of aqueous ethanol, presumably because a critical state of 
dehydration was obtained which was favorable to molecular orientation 
and association. 


STJ&IMARY 

1. Orderly molecular association has been demonstrated by x-ray an- 
alysis in branched chain polysaccharides including water-soluble dextran 
from Leuconostoc mesenteroides NRRL B-512, corn amylopectin, and glu- 
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tinoiis com-starcli. Under the same conditioiiSj glycogen and the 13- 
amylase limit dextrin from glutinous corn-starch did not develop detectable 
molecular organization. 

2. In view of the fact that amylaceous substances which have short 
branches do not develop orderly molecular association, the crystallization 
of water-soluble dextran was not to be expected on the basis of the gen- 
erally held concept that dextran has numerous, short branches. 

3. With an increase in the degree of orderly molecular association, as 
detected by x-ray analysis, there was a decrease in the al)ility of water- 
soluble dextran, acid-hydrolyzed dextran, and amylaceous substances to 
dissolve in water. A more sensitive test of the ability of these substances 
to hydrate was their behavior under conditions of 100 per cent relative 
humidity at 25°. 

4. Data for a series of tj^pical x-ray diffraction powder patterns have 
been obtained and used to characterize not only dextrans from three differ- 
ent sources but also acid-hydrolyzed dextrans. 

5. Filaments man}^ feet in length have been spun from aqueous pastes 
of dextran from Leiiconostoc mesenteroides NRRL B-512. 

Grateful acknowledgment is made of the helpful criticisms of Mr. C. 
E. Rist and Dr. N. N. Heilman. 
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EXPLANATION OP PLATE 
Plate 3 

Fig. 1. X-ray diffraction patterns of dextran, acid-hydrolyzed dextrans, and glu- 
tinous corn-starch, a, type L-1 from dextran of relative viscosity 1.414 after treat- 
ment with 60 per cent ethanol followed by humidification; b, type L-2 from a dextran 
paste dried at 115°; c, dextran type L-3 from a fraction of 4 hour acid hydrolysis after 
treatment with 70 per cent ethanol followed by humidification; d, dextran type L-3' 
from a fraction of 2 hour acid hydrolysis after humidification; e, pattern from amor- 
phous glutinous corn-starch; /, type A starch pattern from amorphous glutinous 
corn-starch after humidification. 
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FUNCTION OF THE VITAMIN Be GROUP: MECHANISM OF 

TRANSAMINATION 


By W. W. UMBEEIT,^^ D. J. O’KANE, f and I. C. GUNSALUSi 

{From the Laboratory of Bacteriology , College of Agriculture , Cornell University, 

Ithaca) 

(Received for publication, June 24, 1948) 

The role of vitamin Be in amino acid metabolism has been well established 
through enzyme studies (1-3) and by the substitution for various amino 
acids in growth studies (4-6). 

The coenz 3 niie form, synthetic pyridoxal phosphate (7), functions as 
the coenzyme for amino acid decarboxylases (8-10), transaminases (2, 3), 
tryptophan formation (11), and tryptophan breakdown by tryptophanase 
(12). The reactions involved in the amino acid replacement of vitamin 
Be have not been determined. 

The mechanism by which pyridoxal phosphate functions is still in ques- 
tion. Snell (13), however, found that pyridoxal and pyridoxamine W’ere 
readily and reversibly intercon verted hy in vitro transamination and sug- 
gested on this basis that biological transamination might be mediated by 
the transfer of the amino group via the aldehyde and amino forms of vi- 
tamin Bg to the keto acid. The demonstration of pyridoxal phosphate as 
the coenzyme of transamination quite naturally suggested the exist- 
ence of pyridoxamine phosphate and its possible role in those systems for 
which pyridoxal phosphate is the coenzyme. 

Umbreit, OTvane, and Gunsaliis (14) found activation of the apotrans- 
aminase of dried bacteria by ‘‘pyridoxamine phosphate’^ which had been 
prepared by the method of Snell for the interconversion of pyridoxal and 
pyridoxamine (13). The pyridoxamine phosphate was judged to be free 
of pyridoxal phosphate b}" its lack of coenzyme activity for tyrosine apode- 
carboxylase and by the spectrum. Later Ames, Sarma, and Elvehjem (15) 
found pyridoxamine phosphate, prepared as above to stimulate the trans- 
aminase in liver homogenates from vitamin Be-deficient animals. These 
data could be interpreted as substantiating the hypothesis of pyridoxamine 
phosphate as an intermediate in transamination, although the alternative 
possibility of the transformation of the pyridoxamine phosphate to pyri- 
doxal phosphate by a separate enzyme was not excluded. The latter type 
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of transformation occurs in Streptococcus jaecalis^ as indicated by tbe func- 
tion of pyridoxamine for tyrosine apodecarboxylase only after incubation 
with cells and pyruvate (16). 

A critical test of the mechanism of transamination and the possible rfile 
of the two coeiiz 3 mie forms as intermediates would require a purified apo- 
enz3rnie in which the multiplicity of side reactions, possible in dried bac- 
terial cells or homogenates, was eliminated. For this purpose the glutamic- 
aspartic transaminase of pig heart was resolved and purified (17). On 
test the pyridoxamine phosphate preparations were not active, whereas 
the pyridoxal phosphate activated the enz 3 mie. The pyridoxamine phos- 
phate was, as mentioned previously, also inactive for tyrosine apodecar- 
boxylase and for tryptophanase. In addition to the enzyme data, the 
spectra of pyridoxal and pyridoxamine and their respective phosphates, 
by which all four may be differentiated, are reported. Recently, Snell 
ei al have reported differential analysis of the four b}^ growth assays (18, 
19). 


Methods 

Enzyme — The enzymes were prepared as previously reported from this 
laboratory: the tyrosine decarboxylase from cells grown in vitamin Be- 
deficient medium and dried in vacuo (20) ; the bacterial apotransaminase 
by similar process, except that the cells were grown in a neutral medium 
(2); the purified glutamic-aspartic apotransaminase by resolution of the 
enzyme from pig heart (17) and its purification by the method of Green 
( 21 ). 

Coemymes — S^mthetic barium pyridoxal phosphate (7) was used. Pyri- 
doxamine phosphate was not synthesized directly, but was prepared by 
treating pyridoxal phosphate with glutamic acid and heat according to the 
method of Snell (13) for the transformation of pyridoxal to pyridoxamine. 
No inorganic phosphate was released by the heating and pyridoxal phos- 
phate was absent as shown by the enz 3 miatic test with tyrosine apodecar- 
boxjdase and by the spectrum, as indicated below. The reaction could 
also be reversed, although not complete^", by treating the pyridoxamine 
phosphate samples with a-ketoglutarate, again according to SnelFs method. 
The preparation of pyridoxamine phosphate in pure form free from pyri- 
doxal phosphate and its chemical characterization is essential for the proof 
of mechanism of the reactions studied. 

Spectra of Pyridoxal^ Pyridoxafnine, and Their Phosphates 

P\Tidoxai, in contrast to other members of the vitamin Be group, exhibits 
a yellow color at alkaline reaction with an absorption maximum at 385 
m/x. This should not be confused with the ultraviolet spectrum- which is 
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possessed by all members of the group. The intensity of the absorption is 
increased in pyridoxal phosphate, as compared to pyridoxal, without ap- 
preciable shift in the wave-length of the band. The spectra for these two 
compounds at various pH levels are shown in Fig. 1. Especially to be 




a MILLIMICRONS 

Fig. 2. Spectra of p3Tidoxal phosphate and pyridoxamine phosphate. Pyridox- 
amine phosphate obtained by heating pyridoxal phosphate (100 7 per ml.) at 121 °, 
for 30 minutes with 0.03 m glutamate, pH 7.0. 


noted is the absorption at pH 7; f.c., the pyridoxal absorption is nil, whereas 
the pyridoxal phosphate absorption is more than 90 per cent maximum. 

If one heats pyridoxal phosphate tvith glutamic acid (30 minutes, 121°), 
the absorption at 385 m/i disappears with the formation of pyridoxamine 
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phosphate. The spectra of these compounds, in the range 250 to 450 mu 
at pH 7, are shown in Fig. 2. Incubation of pyridoxal phosphate with 
glutamic acid or with glutamic-aspartic transaminase results in a slight 
decrease in absorption at 385 mp and a shift of the maximum toward the 
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Fig. 3. Differentiation of pyridoxal and pyridoxamine from their phosphates by 
spectrum. 



Fig. 4. Activation of apotransaminase of vitamin Bo-deficient Streptococcus fae- 
cal is. 


longer wave-lengths. This maj^ possibly indicate a coordination of the 
amino groups with the free aldehyde of pyridoxal. 

The absorption spectra for free pyrido.xal and pyridoxamine and their 
phosphates at pH 7 are shown in Fig. 3. Thus the pyridoxal and pyri- 
doxamine phosphates can be distinguished, and each distinguished from 
its non-phosphorylated analogue. Pyridoxal may be differentiated from 
pyridoxanoine by the increased absorption at alkaline reaction (Fig. 1). 
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Fig. 5. Activation of cell-free resolved bacterial apotransaminase with pyridoxal 
and pyridoxamine phosphate. 


Table I 

Pyridoxal Phosphate and Pyridoxamine Phosphate Activation of Transaminase 
Streptococcus faecalis R, Dried Cells 

Per Warburg cup, 0.5 ml. of 0.2 m phosphate buffer, pH 6.5, enzyme, coenzyme, 
water to 1.9 ml. ; 1st side arm, 0.5 ml. of 0.4 m aspartic acid, 0.3 ml. of 0.2 m a-ketoglu- 
taric acid; 2nd side arm, 0.5 nil. of aniline citrate. 


Microliters o.\-alacetate formed per 30 min. 


Sample, treatment 

None 

Pyridoxal 

phosphate 

Pyridoxa- 

mine 

phosphate* 

pyridoxal 

ATP 

Pyridoxa- 
mine ATP 



per 10 y 

per 10 y 

per 10 7 per 

1 mg. 

per 10 y per 

1 mg. 

T. 1 , autolyzed IS hrs., 37° 0.1 m 

14 

50 

41 

7 

10 

phosphate, pH 7.5, superna- 
tant dialyzed 




I 


ReT, autolyzed 18 hrs., 37°, 0.1 m 

14 

58 

73 

16 

19 

phosphate, pH 7.3, superna- 
tant used immediately 






Runt 






T 4 , 7 days 

18 

61 

35 



Ts 

2 

37 i 

34 



ReTo, 4 days 

15 

102 1 

30 



u 7 

23 

97 

36 



“ 31 “ 

7 

127 

11 



1608, 7 “ 

14 

43 

56 



Acetone-dried pig heart (12 j 
days) 

81 

126 

78 




* 265 to 530 niT without activity with tyrosine decarboxylase; the same quantity 
of pyridoxal phosphate gave full activity. 

t Aspartic acid added to the cup, a-ketoglutarate tipped after 10 minutes. All 
the samples autolyzed IS hours, 37°, and allowed to stand 5° in 0.1 M phosphate buf- 
fer, pH 7.5, for the days indicated. 
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Cotranmmmase Actwity of Pyridoxamine Phosphate 

Dried Bacterial Cells — The glutamic-aspartic apotransaniinase of Strepto- 
coccus faecalis R was prepared by two methods, first by the growth of vita- 
min Be-deficient cells and second by resolution of the enzyme from cells 
grown in a complete medium, as described b}^ Lichstein, Gunsalus, and 
Umbreit (2). 

The apoenzyme from deficient cells w^as activated by pyridoxal or pyri- 
doxamine phosphate to about an equal extent (Fig. 4), and to a lesser 
degree by pyridoxal or pyridoxamine in the presence of adenosine triphos- 
phate (ATP). The cell-free enzyme prepared from dried cells and resoh^ed 

Table II 

Pyridoxal Phosphate and Pyridoxamine Phosphate with Purified Pig Heart 

Transaminase 


Per Warburg cup, 0.5 ml. of 0.2 m phosphate, pH 7.3, 0.1 ml. of enzyme, coenzynae, 
and water to 1.7 nil,; Ist side arm, 0.25 ml. of 0.8 m aspartic acid,’^ 0.25 ml. of 0.4 m 
cK-ketoglutarate; 2nd side arm, 0.5 ml, of aniline citrate. 


En::ynie ' 

1 Additions I 

Microliters oxalacetate formed per 10 
min., 37“ 

None 

Pyridoxal 

phosphate 

Pyridoxa- 
t mine 

phosphate t 

Sample 0, di- 

Incubate wdth asparate 

4 i 

per 10 7 

91 

per 10 7 

12 

luted 1:401 

“ a-ketoglutarate 

4 

56 

9 


Tip both 

4 i 

1 

per 1 7 per 5 y 

13 36 

per 1 7 per 5 y 

9 11 


* Add one to the cup, tip the other from the side arm after 10 minutes. 

t 500 m 7 inactive in tyrosine decarboxylase, 50 xny of pyridoxal phosphate give 
full activity. 

i We wish to thank Doreen OTxane for this enzyme sample; see (17). 

was also activated by pyridoxal or pyridoxamine phosphate, though not 
by the unphosphorylated compounds even in the presence of ATP (Fig. 5). 
These data were interpreted as indicating the function of pyridoxamine 
phosphate as a coenz^me for transamination, in addition to pyridoxal 
phosphate as previously reported (1, 2), and thus furnished evidence in 
favor of Snell’s hypothesis for the mechanism of coenz}nme action (13). 

In order to generalize upon the evidence for the intermediate function 
of pyridoxamine phosphate, five separate Streptococcus faecalis R cell prep- 
arations were tested (Table I). When tested as partially resolved cell- 
free preparations, four of these were activated, whereas the fifth, Sample 
ReTe, was not. Also, as shown in Table I, a sample of acetone-dried pig 
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iieart was partially resolved and could be activated by pyridoxal phosphate 
but not by pyridoxamine phosphate. 

The latter two observations cast serious doubt upon the direct mediation 
of pyridoxamine phosphate in transamination, since, if this substance were 
acting by direct mechanism, all cases should be positive. 

Resolved Pig Heart Transaminase — ^To test critically the activity of pyri- 
doxamine phosphate in transamination, it was felt that a purified enzyme, 
free of possible supplementary enzymes which catalyzed various side re- 
actions, would be highly desirable. Therefore, the glutamic-aspartic 
transaminase of pig heart was resolved and purified (17). As shown in 
Table II, pyridoxal phosphate, but not pyridoxamine phosphate, was active 
with this enz}mie. These data, in addition to the data with partially 
resolved acetone-dried pig heart enz 3 rme, constitute evidence against pyri- 
doxamine phosphate as a coenzyme of transamination. It should be re- 
called, however, that these data are subject to the limitation of chemical 
criteria for the identity of the pyridoxamine phosphate and must, there- 
fore, remain tentative.^ 


DISCUSSION 

The activity of pyridoxamine phosphate, prepared by heating pyridoxal 
phosphate with glutamic acid, for the glutamic-aspartic transaminase of 
dried bacterial cells and the lack of activity for the purified pig heart enzyme 
leave the evidence for the mechanism of coenzyme action in an anomalous 
state. While the extension of the data to several dried bacterial prepara- 
tions strengthens the possibility, the single exception (Sample R 6 T 2 , Table 
I) constitutes stronger evidence against this mechanism. 

Contradictory data from two sources constitute lack of substantiation 
of the pyridoxal phosphate-pyridoxamine phosphate mechanism and sug- 
gest that the Schlenk and Fisher (22) interpretation of the preliminary ex- 
periments of Umbreit, O’Kane, and Gunsalus (14) as conclusive evidence 
may be premature. 

At present the following possibilities as to the disagreement in the data 
exist. (1) The proposed mechanism is incorrect. (2) The mechanism for 
the bacterial enzyme and pig heart enzyme is different ; this seems highly 
unlikely. (3) The preparation obtained by heating glutamic acid with 
pyridoxal phosphate is not pyridoxamine phosphate, but is a compound 
which the bacterial cells can convert to an active compound, either to 
pyridoxamine phosphate or to pyridoxal phosphate.^ Pyridoxamine phos- 

^ Snell (personal communication) has now shown growth-promoting properties of 
pyridoxamine phosphate produced by heating pyridoxal phosphate with glutamic acid 
to coincide with those of the compound prepared in the Research Laboratories of 
Merck and Company by the direct phosphorylation of pyridoxamine. 
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phate, as such, is not active in the transaminase reaction, but may be con- 
verted into pyridoxal phosphate by supplementary enzymes present in the 
bacterial preparations. An analogy for this is found in the formation of 
coenzyme for tyrosine decarbox 3 dase bt^ resting suspensions of Strepto- 
coccus faecalis in the presence of pjnidoxamine, provided that the ceils 
are incubated with a keto acid before the decarboxylase activity is de- 
termined. 

The demonstration of Snell et al. (18, 19) by microbiological assay of a 
compound in natural material possessing the properties of pyridoxamine 
phosphate and its replacement material prepared b}^ heating p^uidoxal 
phosphate with glutamic acid clarifies the natural occurrence of pyridoxa- 
mine phosphate and strengthens the evidence for the nature of the heated 
product used with the bacterial cell-free transaminase. 


SUMjVLVRY 

Preparations of ‘‘pjnidoxamine phosphate” obtained b}" heating pjni- 
doxal phosphate with glutamic acid under the conditions suggested by Snell 
for the formation of p^nidoxamine from p^nidoxal yield preparations which 
are active in stimulating the glutamic-aspartic transaminase enzyme of 
dried cells of Sireptococcus faecalis R. 

These p^Tidoxamine phosphate preparations are not active with tyrosine 
decarboxjdase, nor with purified glutamic-aspartic transaminase apoenzyme 
of pig heart, both of which are activated b^" p^Tidoxal phosphate. 

The results of these findings are discussed and their implications pointed 
out. 
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THE NATURE OF THE CIRCULATING THYROID HORMONE* 
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(Received for publication, June 30, 1948) 

Iodine exists in the thyroid gland in at least two well defined chemical 
entities, namely diiodotyrosine and thyroxine, which, according to Haring- 
ton, account for practically all of the organic iodine in the gland (( 2 ) p. 91). 
These two compounds are not present in a free form but are combined with 
other amino acids to form the characteristic thyroid protein, thyroglobu- 
lin. 

Iodine is also a component of plasma, but its concentration there is so 
minute (about 5 7 per 100 cc.) that the chemical form in which it exists has. 
eluded discovery. It was formerly believed that plasma iodine is also 
present as thyroglobulin (3, 4), but this view has been abandoned, mainly 
as a result of the studies of Trevorrow (5) and of Lerman ( 6 ). Despite the 
fact that crystalline thyroxine, when administered, produces in the mam- 
malian organism all the known effects of thyroid tissue, investigators have 
nevertheless hesitated to assert that the circulating form of the thyroid 
hormone is thyroxine per se. This rejection is based on the following 
observations: ( 1 ) the failure of some investigators to account completely 
for the biological activity of thyroglobulin by its thyroxine content ((7, 8 ), 
((9) p. 114), (2) the delayed response of animals to injected thyroxine 
((2) p. 123, (10)), and (3) the failure of thyroxine to act in vitro (11, 12). 
These observations led Harington in 1935 ( 8 , 13) to postulate that the 
circulating hormone is a peptide containing both thyroxine and diiodo- 
tyrosine. Recently, how^ever, reevaluating this older evidence, Harington 
(14) has arrived at the conclusion that the peptide concept is an unneces- 
sary complication and that thyroxine itself is probably the circulating 
hormone. 

Two powerful tools, namely a refined method for determining small 
quantities of iodine (15) and the radioactive isotope of iodine (F^O? made 
possible a new attack on the problem of the nature of plasma iodine. The 
evidence provided by these means is presented here. 

EXPBKIMENTAL 

The experiments presented here may be grouped conveniently as follows: 
( 1 ) those dealing with the extractability of plasma iodine with butyl al- 

A preliminary report of some of the data presented here has already appeared 
(I). Aided by grants from the United States Public Health Service and the Com^ 
mittee on Endocrinology of the National Research Council. 
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coliol ; (2) those dealing with the butyl alcohol extractability of thyroxine 
added to plasma ; (3) the demonstration that the thyroid liorinone of plasma 
labeled by means of radioactive iodine behaves exactly the same as added 
thyroxine carrier, as judged by the latter’s recrystallization to constant 
specific activity and by its distribution between two immiscible solvents; 
(4) those dealing with the combination of thxTOxine with plasma protein^ 

Extraction of Plasma Iodine ivith Butyl Alcohol 

The organic solvent ?i-biityl alcohol has proved helpful in the determina- 
tion of the thyroxine content of thyroid tissue. It was first used for this 
purpose in 1932 by Lelaiid and Foster (16), who showed that it extracted 
all of the thju'oxiiie from thyroid protein that had been subjected to strong 
hydrolysis with 2 n XaOH. Later several investigators (5, 17-19) used 
butyl alcohol for the fractionation of blood iodine, but their efforts led to 
no agreement as to the nature of the circulating thyroid hormone. This is 
not surprising in view of the difficulties encountered in measuring the small 
quantities of iodine involved in such experiments. 

A sensitive and reliable method for the determination of plasma iodine, 
previously reported from this laboratory (15), enabled us to carry out butyl 
alcohol fractionation on smaller quantities of plasma than was previously 
possible and thus to achieve complete extraction with convenient volumes 
of solvent. The details of this procedure are described below. 

3 cc. of heparinized plasma were added, with shaking, to 15 cc. of normal 
butyl alcohol (reagent grade) in a 50 cc. narrow necked centrifuge tube. 
The tube was stoppered (the rubber stopper had previously been treated 
with alkali and acid and then soaked in but^d alcohol) and shaken thor- 
oughly. The butyl alcohol layer obtained by 10 minutes of centrifugation 
was quite clear and was transferred to a 125 cc. separatory funnel. The 
residue was reextracted twice, each time with 15 cc. of butyl alcohol, and 
the mixture centrifuged after each addition. The three clear but^d al- 
cohol extracts were combined in the separatory funnel and shaken with 50 
cc. of a reagent consisting of 4 x NaOH and 5 per cent Na 2 C 03 . The latter 
reagent, introduced by Blau (20), extracts inorganic iodide and diiodo- 
tyrosine, but not thyroxine, from butyl alcohol. After the mixture was 
allowed to stand for a fewdiours, the lower aqueous layer was run out and 
the butyl alcohol fraction extracted a second time with 30 cc. of 4 n NaOH-5 
per cent Na 2 C 03 . This time the separation of the two layers was allowed 
to’ proceed for 15 hours, at the end of which time the butyl alcohol layer 
showed only a slight turbidity. The butyl alcohol was next transferred to 
the two-neek digestion flask used in the iodine determination and carefully 
concentrated to dr}mess under reduced pressure at 100°. The iodine deter- 
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minatioii was carried out on the residue as previously described by us for 
plasma iodine (15) except for the following inodificatioiis: (1) Hydrogen 
peroxide (1 cc. of a 1:20 dilution of Merck’s superoxol) Avas added after the 
addition of the phosphorous acid (21). The slight color in the distillate 
previously encountered AA'hen the peroxide Avas added (15) did not appear 
in the present investigation. We attribute this to the more careful con- 
struction of the iodine still used in this later Avork. (2) It seemed desira- 
able to add some non-iodine-containing organic material to the butyl 
alcohol residue in order to make it more comparable to the original plasma. 
For this purpose AA^e used dried defatted muscle containing a minimum 
amount of iodine. Such muscle Avas obtained from rats that had been fed a 
loAA^ iodine diet containing 0.15 per cent propylthiouracil. In some of the 
samples AA'heat AA^as added as organic carrier, since it Avas found in control 
runs that it gave exactly the same results as the dried muvscle. Tavo sam- 
ples of butyl alcohol Avere shaken Avith the alkali reagent and concentrated 
to dryness as described above; these served as reagent blanks. 

The results obtained by this butyl alcohol fractionation are shoAvn in 
Table L Blood Avas obtained from normal human subjects; a sufficient 
quantity AA^as removed from each to permit carrying out triplicate or 
quadruplicate analyses on each plasma sample. Tlie total and protein- 
bound iodine content of plasma AA^as also determined for each subject. 
The protein-bound fraction Avas determined on a zinc hydroxide precipitate 
AAffiich had been Avashed twice Avith redistilled Avater. 

It is clear from Table I that 90 per cent or more of the iodine in plasma is 
extractable with butyl alcohol at room temperature. This may be taken 
to mean that the iodine in plasma is not stably bound to protein. These 
results should be contrasted Avith those in Table II, Avhich shoAVs the extent 
to which the iodine of fresh thyroid tissue can be extracted Avith butyl 
alcohol ; only a small per cent Avas found soluble. Only after strong hydroly- 
sis does thyroid iodine become markedly soluble m butyl alcohol. There 
can be little doubt therefore that the chemical form of the iodine in plasma 
is different from that in the thyroid gland and that some degradation of the 
thyroid protein molecule takes place before the hormone is secreted into 
plasma. 

As is shoAvn in Table I, some iodine can be reextracted from the butyl 
alcohol by shaking the latter AAuth the 4 n NaOH-5 per cent NasCOs rea- 
gent. This iodine, amounting to about 10 to 15 per cent of that present 
in the butyl alcohol, should represent the combined inorganic iodide and 
diiodotyrosine contents of the extract. Thus the diiodotyrosine content of 
plasma is at most only about 10 per cent of total plasma iodine. In the 
gland, hoAvever, diiodotyrosine iodine represents at least 60 per cent of the 
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total iodine (22), It is apparent therefore that there is a preferential re- 
lease of thyroxine by the gland into the circulation; only a small fraction of 
the gland’s iodine leaves the gland as diiodotyrosine. 

Table I 


Exiractahility of Plasma Iodine with Butyl Alcohol 



Iodine in 3 cc. plasma 

Plasma source 

Total 

Protein- 

bound 

Butyl alcohol-extractable 

Butyl alcohol-extract- 
able, not reextractable 
with 4 N' NaOH-5 per 
cent Na-iCOs 


7 

7 


per cent of 
total 

7 

per cent o f 
total 

Human female 

o.iss 

0.1S3 

0.174 

93 

0.150 

80 

male 

0.165 

0.165 

0.162 

98 

0.135 

82 

(1 u 

0.168 

0.174 

0.147 

88 

0.156 

93 


0.195 

! 0.198 



0.158 

81 

(C i( ■ , 

0.162 

1 0.156 i 

0.153 

94 

0.126 

78 

•; ( i <; 

^ 0.153 

0.150 i 



0.123 

82 

li u 

0.168 1 

0.156 i 

0.162 

96 

0.123 

73 

Rat, pooled i 

^ 0.094 

! ' 

0.096 1 

0.093 

99 

O.OSl 

84 


Table II 

Exiractahility of Rat Thyroid Iodine with Butyl Alcohol 
Thyroids of ten large rats were pooled, minced with scissors, and duplicate por- 
tions taken for the following treatment. 


Total I in gland 

i Trichloroacetic acid- 
soluble P 

1 

1 

! 

; Butyl alcohol-extract- 
t able It 

i 

1 

Butyl alcohol-extract- 
able, not reextractable 
with 4 N NaOH-5 per 
cent Na2C03 

ir,g. per cent 

per cent of total 

! per cent of total 

per cent of total 

17.3 

6.9 

1 3.4 

2.4 


Thyroid tissue was homogenized with 1 cc. of 10 per cent trichloroacetic acid 
in a small glass tube. 

t Thyroid tissue was homogenized with 1 cc. of butyl alcohol in a small glass tube. 
The residue was then extracted three times, each time with 3 cc. of butyl alcohol. 

Behavior of Thyroxine Added to Plasma 

The finding that approximately 80 per cent of the iodine in plasma can be 
extracted with butyl alcohol from which it cannot be reextracted with the 
4 N NaOH-5 per cent NasGOs reagent suggested that this iodine is thyroxine. 
It therefore became of interest to compare the properties of this iodine frac- 
tion of plasma with those of crystalline thyroxine. 

Btiiyl Alcohol Extraction — Crystalline thyroxine was added to human 
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plasma in an amount comparable to that already present, and this treated 
plasma was subjected to the butyl alcohol extraction procedure described 
above. Approximately 80 per cent of the added thyroxine was recovered in 
the final butyl alcohol extract (Table III). This compares favorably with 
the solubility properties of the iodine originally present. 

Protein Precipitatioyi — From the results in Table I it is clear that prac- 
tically all of the iodine in plasma precipitates with proteins when zinc 
hydroxide is used as the precipitating agent. When crystalline thyroxine 
is added to plasma, it too precipitates quantitatively with proteins, as 
shown in Table IV. These results are in accord with those reported previ- 
ously by Trevorrow (5) and by Bruger and Member (23). 


Table III 

Butyl Alcohol Extractability of Crystalline Thyroxine Added to Human Plasma 


Procedure 

i 

Iodine determined 
in 3 cc. plasma 

Thy> 
ro.xine I 
added 
per 3 cc. 
plasma* 

Thyroxine I 

Initial 

value 

After 

adding 

thyroxine 

recovered 


y 

T 

7 

Y 

per cent 
of that 

Total iodine 

Extractable with butyl alcohol but not reex- 

0.168 

0.123 

0.336 

0.252 

0.168 

0.129 

added 

77 

tractable with 4 n NaOH>5% Na 2 C 03 

Total iodine 

Extractable with butyl alcohol but not reex- 

0.174 

0.129 

0.393 

0.300 

0.219 

0.171 

78 

tractable with 4 n NaOH-5% NasCOs 







* The difference between the third and second columns. 


Dialysis — The iodine in plasma is not dialyzable, as is shown in Table V 
and as reported previously by Silver and Tyson (24). ■ A small amount of 
thyroxine wdien added to plasma is not dialyzable, although in simple aque- 
ous solution thyroxine wull dialyze readily. 

Extraction of Diiodotyrosine from Plasma to Which It Had Been 'Added — 
Crystalline diiodotyrosine was added to plasma and the mixture extracted 
with butyl alcohol as described above. The amount of iodine added as 
diiodotyrosine was approximately equal to the total iodine initially present 
in the plasma sample. Table VI shows that the addition of 5 to 6 -y per 
cent of diiodotyrosine iodine to plasma did not affect the value obtained for 
the iodine in the thyroxine fraction. The method described here, there- 
fore, should prove valuable in distinguishing betw^een thyroxine iodine and 
diiodotyrosine iodine in plasma. 

Unfortunately, the presence in plasma of 17 y per cent of the gallbladder 
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dye, tetraiodoplieiiolplithalein, did affect the thyroxine iodine value ap- 
preciably. The method described here is therefore not suitable for the 
determination of liormoiial iodine in patients in which visualization tests 
of the gallbladder were recently carried out with this organic iodine coni- 

pound. 

It may be concluded from the experiments described in this section that 
crystalline thyroxine added to plasma behaves almost exactly like the 

Table IV 


Precipitation of Added Thyroxine Iodine with Plasma Proteins When Zinc Hydroxide 

Used As Precipitating Agent 


Plasma source 

Iodine initially present in 

3 cc. plasma 

Thyroxine I 
added 

Iodine 
present in 

Recovery 
of added 
thyroxine in. 
protein ppt. 

Total 

1 Protein- 
1 bound 

protein ppt. 

Human 

7 

0.141 

00 

CO 

o 

7 1 

j 0.234 

7 

0.363 

per cent 

96 


0.1G8 

1 0.156 

1 0.168 

i 0.336 

107 

Dog 

: 0.14 

1 

1 

1 2.08 

1 2.16 

97 


Table V 


Dialysis of Thyroxine Added to Human Plas?7ia 


Iodine initially present in 3 cc, 
plasma 

Thyroxine I 
added 

Non-dialyzable 

Recovery of non-dialyzable 
thyroxine I 

Total 

Protein-bound 






per cent of 

7 

7 

7 

7 

7 

added thyroxine 


0.147 

0 

0,156 j 



0.168 

0.156 

0 

0.168 



0.141 

0.138 

0.234 

0.367 

0.229 

98 

0.168 

0,156 

I 0.168 

0.327 

0.171 

102 


naturally occurring iodine of plasma. Such experiments suggest very 
strongly that the iodine in plasma is mainly in the form of thyroxine loosely 
attached to plasma protein. More evidence on this point was obtained 
with the aid of radioactive iodine, to be described in the following section. 

Experiments with Radioactive Iodine 

It has been shown in this laboratory that, after the injection of a carrier- 
free dose of radioiodine into rats that have been fed a low iodine diet, the 
isotope is rapidly taken up by the thyroid gland, converted there to organic 
iodine, and then released into the plasma (25). Within 24 hours, about 90 
per cent of the radioactive iodine in plasma is protein-bound and nearly 
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all of this percentage is presumably the thyroid iiornioiie. This procedure 
thus permits one to obtain labeled tlwroid hormone in its normal ph^^si- 
ological state. 

Butyl Alchol Extraction of Radioactive Iodine from Rat Plasma — Twelve 
large rats were injected with 80 microcuries of and their blood removed 
24 hours later and pooled. The plasma was separated, and 3 cc. portions 
were taken for determination of total iodine, protein-bound iodine, and 

Table VI 


Effect of Presence of Diiodotyrosine and Tetraiodophenolphthalein on Determination 
of Thyroxine Iodine Content of Human Plasma 


Substance added 

Iodine 
added per 3 
cc. plasma 

Iodine in butyl alcohol 
fraction prepared from 3 
cc. of plasma 

j Original 

I plasma 

Plasma with 
added I 

Diiodotyrosine 

7 

0.16 

0.17 

0.51 

7 

0.120 

0.123 

0.123 

7 

0.123 

0.123 

0.345 

it 

Tetraiodophenolphthalein'*' 



Trade name, lodcikon. 


Table VII 

Extraction of Chemical and Radioactive Iodine from Plasma of Rais Injected 24Hours 
Previously ‘with Radioactive Iodine (P^^) 



Iodine in 3 cc. plasma 

Per cent of total I 


Chemical 

1 

Radioactive 

1 

Chemical 

I 

Radioactive 

I 

Total I 

V 

0.096 

counts per 
sec. 

348 



Protein-bound I 

0.096 

321 

100 

92 

Butyl alcohol-extractable 

0.093 1 

250 

97 

72 

“ but not reex- 

tractablc with 4 n Na()H-5% NasCOs 

0.081 

230 

84 

66 


butyl alcohol-extractable iodine (Table VII). Both chemical and radio- 
active measurements Arere made on all plasma samples. Since the chemi- 
cal method involved the distillation of the iodine into an alkaline medium, 
a portion of this alkaline distillate was used for the radioactive measure- 
ment by simply evaporating a suitable aliquot in a porcelain milk-ashing 
dish. Radioactivity was determined by means of a thin mica window 
Geiger-Miiller tube. 

As is shown in Table VII, the butyl alcohol extractability of the iodine in 



646 


NATURE OF THYROID HORMONE 


rat plasma is quantitatively similar to that of human plasma. Almost all 
of the iodine passed into hiitjl alcohol, and about 84 per cent resisted fur- 
ther extraction with the 4 n NaOH-5 per cent Na2C03 reagent. The re- 
sults with the radioactive iodine were somewhat different. Only 72 per 
cent passed into the butyl alcohol, and 66 per cent remained in the butanol 
after the latter was subjected to extraction with alkali. 

In seeking an explanation for the apparent discrepancy between the 
chemical and the radioactive data the following factors must be considered. 
(1) Not all of the iodine in the rat plasma had the same specific activity. 
If, for example, a small amount of diiodot\Tosine4ike iodine leaked into the 
plasma from the gland, this iodine would have a higher specific activity 
than the iodine of the thyroxine fraction (22). The injected iodide that 
was still present in the plasma would, of course, also have a much higher 
specific activit}" than the thyroxine iodine. (2) Inorganic iodide and diiodo- 
tyrosine, the compounds with the highest specific activity, are extractable 
from plasma with butyl alcohol to a lesser degree than thyroxine. 

In the light of these considerations it would be expected that the chemical 
iodine in the plasma of the injected rats would be extracted with butyl 
alcohol to a greater extent than the radioactive iodine. "Wliether this 
alone accounts entirely for the discrepancy is difficult to say. 

The possibility of some error (5 to 10 per cent) in the chemical method 
used here must also be considered in seeking to explain the discrepancy 
between the chemical and the radioactive data. Admittedly, the deter- 
minatioii of 0.1 to 0.2 7 of iodine in the butyl alcohol extracts wms not a 
simple matter, but it must be added that such analyses w^ere always done 
ill triplicate or quadruplicate. It seems unlikely to us that the average 
value of SO per cent for the butyl alcohol-soluble, alkali-insoluble fraction 
of plasma iodine suffered from an error of more than 5 per cent. 

RecrifstalMzation of Thyroxine Carrier Added to Butanol Extracts— 
Butyl alcohol extracts, reextracted with the alkali reagent, w^ere prepared 
from the plasma of rats injected 24 hours previously with- 75 to 80 micro- 
curies of 25 mg. of recrystallized th^woxine were added as carrier, and 
the butyl alcohol extract w’-as concentrated to diyness on a boiling w-ater 
bath under reduced pressure. The thyroxine in the residue w^as dissolved 
in hot 0.1 N Iv2CO:? and separated from a small amount of undissolved 
materia! by centrifugation. The thyroxine wms then repeatedly recrystal- 
lized as foliow’s: (1) The first crystallization w'as effected by the addition of 
glacial acetic acid to the hot K2CO3 solution of the residue. (2) The crystals 
obtamed in this way w^ere w^ashed with wmter, dissolved in a minimum 
quantity of hot 0.1 n K2CO3, and then precipitated by cooling to 0°. (3) 

The crystals obtained in (2) w^ere dissolved in an alkaline 70 per cent 
ethyl alcohol solution and precipitated by the addition of glacial acetic' 
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acid. (4) The fourth recrystallization was made from a dilute NaOH solu- 
tion by the addition of glacial acetic acid. 

The specific activity of the iodine of each batch of crystals (counts per 
second per microgram, of P-^) was determined. The results are recorded 
in Table VIIL The constancy in the values indicates that the in the 
butyl alcohol extract of rat plasma is in the same form as the material 
which underwent recrystallization, namely thyroxine. Such an experiment 
is not absolutely conclusive, however, since a compound very similar to 
thyroxine in its structure might conceivably continue to precipitate with 
thyroxine. 

Solvent Distribution Experiment — To provide further evidence as to 
’whether the radioactive iodine in the butyl alcohol extract of plasma was 


Table VIII 

Specific Activity of Thyroxine Carrier after Successive Recrystallizations 
See the text for details. 


Experiment 

No. 

Per cent of 
total 1^27 in 
BuOH 
fraction 

Per cent of 
total in 

BuOH 
fraction i 

! 


Specific activity, counts per min. per 7 

I 

Initial 

After 1 st 
recrystal- 
lization 

After 2 nd 
recrystal- 
lization 

After 3rd 
recrystal- 
lization 

After 4th 
recrystal- 
lization 

1 

84 

66 

2.64 

2.58 

2.58 

2.47 

2.53 

2 

84 

66 

2.57 

2.25 

2.20 

2.28 

2.28 

3 



2.90 

2.69 i 

2.81 

2.74 

2.70 

4 



2.89 

2.69 

2.71 

2.66 

2.63 


thyroxine, its distribution between two immiscible solvents was compared 
with that of added thyroxine carrier. The carrier w^as added to the butyl 
alcohol extract containing the radioactive iodine and the mixture concen- 
trated to dryness on a boiling w^ater bath under reduced pressure. The 
residue was dissolved in 15 cc. of 0.1 n NaOH and shaken with an equal 
volume of either butyl alcohol or isoamyl alcohol. The distribution of 
chemical and radioactive iodine between the organic and the aqueous 
phases is recorded in Table IX. It w^as found that the distribution of the 
P^^ always paralleled that of the added thyroxine. 

This parallelism is all the more striking, inasmuch as the distribution 
ratios varied from experiment to experiment. The variation suggests that 
a variable breakdown or transformation of the thyroxine occurs during the 
process of concentrating the alkaline butyl alcohol extracts to dryness. 
Despite these variations, how^ever, the distribution ratios for radioactive 
and chemical iodine in any given experiment w^ere about equal. Such re- 
sults would be expected only when the radioactive iodine was of the same 
molecular species as the added carrier. 
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Comparison of Behavior of Thyroxine and Thyroxine Peptide Judged 
by Solvent Distribution Experiments — The evidence outlined above is best 
explained b}” the assumption that the iodine in plasma is mainly in the form 
of thyroxine loosely attached to protein. The question arises, however, 
whether a tliyroxine-containing peptide is ruled out b}' the evidence at 
hand. To proAude information on this point a thyroxine peptide AA^as pre- 
pared by the procedure of Harington and Salter (26). Desiccated thyroid 
powder obtained from the Viobin Corporation Avas first hydrolyzed Avith 
pepsin (IMerck) and then AAith pancreatin (Merck). A product was finally 
isolated AAhich closelA” resembled that obtained by Harington and Salter. 
It contained 49.4 per cent 1, 3.4 per cent N, 1.3 per cent amino N, and gave a 

Table IX 

Disifihiilion of CrijBialUne Thyroxine Carrier and Radioactive Plasma Iodine between 

Two Immiscihle Solvents 


See the test for discussion. 


Experiment No. 

j Amount of thyroxine j 

carrier added i 

Concentration of I in organic solvent 
Concentration of I in aqueous solution 



Chemical I 

Radioactive I 

r** 

! mg. 1 

i 10 1 

1.67 

1.78 

2 * 

1 10 : 

1.73 

1 1.73 

3 * 

; i.o i 

1.43 

1.35 

4 ^ 

1 0.9 ! 

0.81 

0.84 

of 

i 10 ! 

! 

0.069 

0.072 


Solvent pair, 0.1 x XaOH-n-butyl alcohol, 
t Solvent pair, 0.1 x hTaOH-isoamyl alcohol. 


strong nitrous acid color test for thyroxine. But it also gai^e a positiA'^e 
ninliA'driii test, Avhich indicates the presence of some free amino acid. If 
this free amino acid is assumed to haAT a molecular AA^ight of 120 (aA- erage 
for ordinary amino acids), then it represents an impurity of atiout 6per 
cent. If it is assumed to be free thyroxine, hcAA'CA^er, it would liaAm 
amounted to about 40 per cent contamination because of the large molecular 
AA'eight of thyroxine (777). The small amount of material available did not 
permit us to cany out all the analyses necessary to establish the true identity 
of this product. But it is safe to assume that it AA^as composed mainly 
of thyroxiiie peptides, the ratio of total X to amino X (2.6) leading to the 
conclusion that it AA'as a mixture of di- and tripeptides. 

A solvent distribution experiment w"as carried out with this preparation 
in the manner described aboA^e for thyroxine, except that the butyl al- 
cohol extract, after the addition of the carrier, AA^as not concentrated to 
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dryness l)iit shaken directly with 0.1 n NaOH. This avoided the possi- 
bility of chemical changes that might occur during the concentration. The 
results for both peptide carrier and thyroxine carrier are presented in 
Table X. It is evident that the radioactivity distributed itself very much 
like the thyroxine carrier but quite differently from the peptide carrier. 
This demonstrates the sensitivity of this procedure in distinguishing between 
thyroxine and a closely related compound and lends further support to the 
view that the circulating thyroid homnone is actually thyroxine. 

It will lie noted that the distribution ratios of thyroxine recorded in 
Table X are quite different from those in Table IX. In the former are 
recorded the results of the experiments in which the butyl alcohol extracts 
containing the thyroxine were not concentrated to dryness; the values found 
for the ratio of the concentration of I in butyl alcohol to the concentration 


Table X 

Comparimn of Crysialline Thyroxine and Thyroxine Peptide Preparation in Solvent 
Distribut ion Exper iment 
Solvent pair, 0.1 n XaOH-?i-butyl alcohol. 


Sample No. 

Carrier added 

1 

Amount of carrier 
added ! 

j 

Concentration of I in organic solvent 
Concentration of I in aqueous solution 



Chemical I 

Radioactive I 

1 

Thyroxine 

mg. \ 

0.6 

3.2 

3.0 

2 

( c 

0.6 

3.1 

3.0 

3 

(i 

0.6 i 

3.0 

3.0 

4 

Peptide 

1 * 

1.5 ' 

3.1 

5 

C( 

1 

1 ^ 

1.5 

3.2 


of I in O.i N NaOH were much higher in these experiments than in those of 
Table IX. As already pointed out, the lower values observed in the ex- 
periments of Table IX may be attributed to some transformation of thy- 
roxine which occurs while the butyl alcohol extract is being concentrated 
to dryness and which renders the iodine less soluble in biit 3 d alcohol. 

Combination of Thyroxine with Plasma Proteins 

The data so far presented lead to the conclusion that thjToxine in a 
loose combination with plasma protein is the circulating th^Toid hormone. 
It seems of interest, therefore, to determine the particular fraction of 
plasma proteins wdth which thjmoxine is combined. 

Iodine Content of Plasma Protein Fractions — Salter and his coworkers 
(18, 27) have carried out iodine analyses on the various plasma protein 
fractions prepared by Cohn (28). The two albumin fractions, Nos. V and 
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were found to contain 75 per cent of the protein-bound iodine. The 
concentration of iodine appeared to be greatest, however, in the of-globiilin 
fraction. 

These results have been confirmed by us (Table XI). The following 
plasma fractions Avere analyzed: crystalline bovine albumin, human albu- 
min (Fraction Y), human a-globulin (Fraction IV-1), human |d-globuliii 
(Fraction IY- 3 , 4 ), and human 7 -globulin (Fraction II). The a-giobulin 
fraction had the highest concentration of iodine (1.9 X 10“^ per cent), 
the 7-globiiliii the loAvest (<1 X 10”^ per cent). The iodine content of the 
albumin fraction Avas, unfortunately, too small for accurate analysis, and 
the value recorded is probably too Ioav. XeA^er tireless the albumin fraction 
is the largest carrier of iodine because it constitutes the largest fraction of 


Table XI 

Iodine Content of Plasma Protein Fractions 
See the text for discussion. 


'' Fraction No. 

Principal components 

1 Iodine per 100 

1 gm. protein 

Approximate 
protein per 100 
cc. plasma 

■■ 

Estimated I per 
100 cc. plasma 



7 

gm. 

7 

IV-1 

ct'GIobulin 
i d-Globulin 

ISO 

0.5 

1 

IV-3,4 : 

^-Globulin 

of'Giobulin 

56 

GO 

O 

0.5 

II 

T-GIobulin 

<10 

CO 

o 

0 

V 

Albumin 

35 

1 ^ 

1.5 

Ci'A^stailine bovine 1 


30 



albumin j 

I 

Fibrinogen 

<10 ' 

1 

0.4 

0 


the plasma proteins. The values given in Table XI should, how'ever, be 
regarded as preliminary obseiwations; more complete results must aAA’ait 
further refinements in the iodine method as Avell as a more abundant supply 
of pure a- and ^-globulins. 

Thyroxine-Protein Combination — ^ilany reports have dealt Avith the com- 
bination of various molecules AAuth plasma proteins. Thus Roberts and 
Szego (2-9) reported that circulating estrogen is attached to plasma pro- 
tein, probably the /3-globulin fraction, Avhereas the combination of many 
organic anions with serum albumin has been studied by Klotz ei al. (30), 
Teresi and Luck (31), and others, Davis (32) has discussed the physi- 
ological significance of the binding of molecules b}’^ plasma proteins. 

In Table XII are presented our results on the binding of thyroxine by 
various plasma protein fractions. 100 mg. of each protein were dissolved 
or suspended in 10 ce. of a phosphate-saline (0,01 m phosphate-0.15 m 
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MaCl) buffer at pH 7.3. To 3 cc. of a protein solution in a small diaksis 
bag (Visking easing) was added 1 cc. of a standard thyroxine solution. 
Dialysis was carried out in a cold room (6-7°) against 100 cc. of phosphate 
buffer or distilled water. After 4 hours the external solution was replaced 
with a fresh 100 cc. portion and the dialysis continued for another 12 hours. 
The bag was rotated by motor during the dialysis. It is clear from the 
data in Table XII that albumin, a-globulin, and /5-globulin are all capable 

Table XII 

Combination of Thyroxine with Plasma Proteins 


Thyroxine was added to a 1 per cent protein solution in a phosphate-saline buffer 
at pH 7.3 and dialyzed. See the text for details. 


Protein fraction 

Thyroxine 

added 

Dialyzed against 

Per cent of ad- 
ded thyroxine 
remaining in 
dialysis bag 


mg. 



None 

26.2 

Distilled water 

3.2 

Albumin, Traction V 

21.4 

a a 

9S 

(( a ic 

21.4 

Phosphate-saline 
buffer, pH 7.3 

82 

a-GIobulin, Fraction IV-1 

21.4 

Distilled water 

86 

a u li 

21.4 1 

Phosphate-saline 
buffer, pH 7.3 | 

81 

(3-GlobuIin, “ IV-3.4 

25.2 

Distilled water i 

91 

u a li 

24.5 ' 

Phosphate-saline 
buffer, pH 7.3 

70 

'y-Globulin, II 

25.2 

Distilled water 

58 

li an i 

j 24.5 

Phosphate-saline 
buffer, pH 7.3 

22 


of binding thyroxine to a high degree. y-Globuiin is much less potent as 
a thyroxine binder. 

It may be concluded that plasma iodine is not confined to a single plasma 
protein fraction. Albumin, a-giobulin, and, probably to a lesser extent, 
.d-globiilin share in binding the so called “protein-bound iodine” of plasma. 
y-GIobiilin seems to play no role in this respect. It does seem, however, 
as pointed out b}" Salter (27), that the iodine in plavSma is attached to the 
smaller protein molecules. 


DISCUSSION 

The concentration of “protein-bound” iodine in plasma is now widely 
used for the diagnosis of thyroid diseases (33-37)4 This iodine is the frac- 

^ Chajiey, A. L., private communication (1944). 
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tion tliat is precipitated from plasma along with the proteins by such agents 
as zinc ii 3 '"droxide, tungstic acid, or acetic acid plus heat, the inorganic 
iodine Iseing freed from the protein precipitate by simple washing. Pro- 
tein binding, hoAvever, is such a non-specific reaction that the finding of 
iodine in the plasma protein precipitate does not contribute much to an 
iiiidei'staiiding of the chemical nature of this iodine. 

Alcohol and acetone have been widely employed to fractionate the iodine 
of pki^iiia ( df' p. 72, (38-40)). But such solvents do not achieve a clear cut 
separation of organic from inorganic iodine of plasma. Their inadequacy 
has been pointed out by Trevorrow (5), Salter ((9) p. 72), and others (23, 
24, 3S}. Butyl alcohol is much more satisfactory for this purpose, since it 
has hem successfully applied to the thyroid gland and since inorganic and 
non-tliyroxiiie organic iodine can be reextracted from butyl alcohol by 
shaking this solvent with appropriate reagents. 

The first to appty Leland and Foster’s butyl alcohol fractionation pro- 
cedure to blood iodine were Elmer et aL (17). They reported that after 
strong alkali hydrolysis (which destroyed part of the thyroxine present) 
40 to 00 per cent of the organic iodine in the blood was thyroxine-like as 
judged by solubility properties. However, their values for normal human 
blood are high enough to cast suspicion upon their method for the determi- 
nation of iodine. 

Sometime later, Trevorrow (5) also applied Leland and Foster’s method 
to beef plasma and whole blood. She concluded that all of the iodine in 
plasma or whole blood could be directly extracted with butyl alcohol at 
room Temperature and without previous hydrolysis. After reextraction of 
the butyl alcohol with 2 x NaOH, which served to remove inorganic and 
diiodotyrosine iodine, a good part of the iodine remained in the butyl alco- 
hol Her data did not permit quantitative conclusions regarding the per- 
centage of total iodine in the thyroxine fraction. 

Bassett, Coons, and Salter (18) also applied a butyl alcohol fractionation 
to plasma that had been subjected to pepsin h 3 xlrolysis. The}^ reported 
that the thyroxine-like fraction in normal human plasma amounted to 73 
per cent of the protein-bound iodine, but the range of values and number of 
patients studied were not given. Interesting!}^ enough, approximately 
this same percentage was found in the thyi'oxine fraction in three cases of 
hyperth 3 woidism. 

SomeAvliat different results were reported by Wilmanns in an extensive 
study of the iodine in normal, hyperthyroid, and hypothyroid blood (19). 
He treated whole blood with hot butyl alcohol and reported that only 65 
per cent of the iodine could be removed from normal blood with this sol- 
vent, and of this onty 28 per cent was not reextractable with 1 n NaOH. 
He concluded that there are at least two organic iodine fractions in whole 
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blood: (1) free thyroxine (average 28 per cent) and (2) a stable protein- 
bound iodine fraction (average 34 per cent). 

The results obtained in the present investigation confirm Trevorrow’s 
observation that almost all of the iodine in plasma can be extracted with 
butyl alcohol at room temperature. This finding leads us to conclude 
that the iodine of plasma is not stably bound to protein and that its state 
thus differs from that in which iodine exists in the thyroid gland. The 
iodine of the gland becomes butyl alcohol-soluble only after strong hy- 
drolysis. Not only is most of the iodine in plasma extractable with butyl 
alcohol, but, as Table I shows, only 10 to 15 per cent of it can be removed 
from this solvent with the reagent 4 n NaOH-5 per cent NasCOs, which 
extracts inorganic iodine and diiodotyrosine, but not thyroxine, from butyl 
alcohol. In seven human subjects and in one sample of pooled rat plasma 
73 to 93 per cent of the total plasma iodine (average 81 per cent) remained 
in the butyl alcohol extract after it had been treated with the alkali mix- 
ture. When crystalline thyroxine was added to plasma in physiological 
amounts and the mixture subjected to the butyl alcohol extraction pro- 
cedure, 77 to 78 per cent of the thyroxine appeared m the final butyl al- 
cohol extract. Such findings demonstrate that a large fraction (at least 80 
per cent) of plasma iodine behaves like thjwoxine in its solubility proper- 
ties. The additional findings that thyroxine added to plasma precipitates 
quantitatively with the proteins (Table IV) and does not dialyze (Table V) 
also lend support to the view that the iodine in plasma is mainly in the form 
of thyroxine loosel}^ attached to protein. 

Further evidence that th 3 anxme exists in plasma is provided by the ex- 
periments with radioactive iodine (Tables VIII to X). Crystalline thy- 
roxine carrier when added to the butyl alcohol extract of the plasma of 
rats injected with I^^^ showed a constant specific activity upon repeated 
recrystallization. Even more convincing, perhaps, was the finding that 
the radioactive iodine in the butyl alcohol extract distributes itself be- 
tween two immiscible solvents in almost exactly the same manner as does 
added thyi’oxine carrier (Table IX), but quite differently from a thyroxine 
peptide carrier (Table X). 

The results obtained here agi'ee quite well with those of Bassett, Coons, 
and Salter (18), although these workei's hydrolyzed the plasma protein 
with pepsin before extraction with butyl alcohol. Apparently, preliminary 
h^-drolysis of the proteins does not appreciably affect the free thyroxine 
content of plasma. 

Although TrevorroAV repoi’ted that practically all of the iodine in small 
samples of blood or plasma could be extracted with butyl alcohol, she 
found that in the case of beef plasma a variable but large portion (42 to 73 
per cent) of the butyl alcohol-soluble iodine could be reextracted with 2 
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X ^XaOH. Most of the values, however, were based on experiments in 
which large volumes of plasma were used and extraction with butyl al- 
cohol was admittedly incomplete. Nevertheless, in view of this discrep- 
ancy between our results and Trevorrow^’s, the possibility of species varia- 
tion must be considered. 

Ill a recent paper dealing "with the effects of thyroxine, thyroglobulin, 
and thyrotropin on tissue respiration (41), Williams and Whittenberger 
were led to the conclusion that the active form of the thyroid hormone is 
probably a thyroxine peptide. Their main evidence is that thyroxine 
had no calorigenic effect on liver tissue slices, whereas thyroglobulin^ did. 
They also reported that the serum of myxedematous patients given thy- 
roxine intravenously gradually acquired the capacity to raise the QO 2 of 
guinea pig liver slices incubated therein, the maximum effect being reached 
in 6 hours. The latter experiment w^as taken as evidence that injected 
thyroxine must undergo some process of activation before it can increase 
I ox}^gen consumption. Peptide formation was suggested as a possible 
mode of activation. Salter also appears to favor the peptide hypothesis 
(27i. 

The results obtained by us favor thyroxine rather than thyroxine pep- 
tides as the chemical form of plasma iodine. If any activation of thy- 
roxine is required before it can act on tissues, it seems unlikely that peptide 
formation is involved. More likely the solubility of thyroxine and its 
rate of penetration to the site of reaction are important. 

Harington has reported immunological experiments which support the 
view that thyroxine itself circulates in the plasma (14). He found that 
antisera against artificial thyroxine-protein complexes protected rats 
against the characteristic response to a dose of thyroxine. He has also 
reviewed the evidence against the view’’ that thyroxine itself is the normal 
circulating hormone and no longer finds it convincing. Nevertheless the 
whole question of the relation between the biological activity of thyroid 
preparations and their thyroxine content deserves accurate reinvestigation 
mth proper attention to the effects of route of administration, solubility, 
relati\’e activities of d- and L-thyroxine, accurate ^chemical thyroxine de- 
terminations, and method of biological assay. 

The finding that the form in vrhich thyroxine exists in plasma differs from 
that in the gland raises the question by what mechanism the hormone 
is released into the circulation. De Robertis and Nomnski (43) have re- 
ported the presence of a proteolytic enzj^'me in the gland which hydrolyzes 
thyroglobulin into smaller fragments. The concentration of this enzyme 
supposedly is increased in hyperthyroidism. Confirmation of these interest- 

- The claim that the addition of thyroglobulin increases the respiration of liver 

slices has not been confirmed (42) . 
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ing findings would be welcomed as a further step toward an understanding 
of the workings of the thyroid gland. 

We are indebted to the Cutter Laboratories for the supply of human 
plasma protein fractions, the Armour Laboratories for cr3^"stalline bovine 
albumin, E. R. Squibb and Sons for crystalline thyroxine, and the Viobin 
Corporation for the desiccated thyroid powder used in this investigation. 

The technical assistance of Mr. David Feller is also gratefully acknowl- 
edged. 


SUMMARY 

The following evidence is presented in support of the view that the cir- 
culating thyroid hormone in the normal animal consists of thyroxine loosely 
attached to plasma protein. 

1. The iodine of normal plasma is almost completely extractable with 
butyl alcohol at room temperature. Most of this iodine (73 to 93 per cent) 
remains in the butyl alcohol even after the latter is shaken with 4 n NaOH- 
5 per cent Na2C03, a reagent which extracts diiodotyrosine and inorganic 
iodine, but not thyroxine, from butyl alcohol. 

2. When crystalline thyroxine is added to plasma, it behaves like natur- 
ally occiiiTing protein-bound iodine of plasma in the following respects: 
(a) Approximately 80 per cent of it remains in the butyl alcohol extract 
after treatment with the 4 n NaOH-5 per cent Na2C03 reagent. (6) It 
precpitates quantitatively with plasma proteins when Zn(OH)2 is used as 
the precipitating agent, (c) It does not dialyze. 

3. Protein-bound iodine of rat plasma labeled with I^^^ follows thyroxine 
carrier quantitatively when the latter is repeatedly crystallized or when it 
is distri!3Uted between two immiscible solvents. 
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ancy betvveen our results and Trevorrow’s, the possibility of species varia- 
tion must be considered. 

In a recent paper dealing with the effects of thyroxine, thyroglobulin, 
and thyrotropin on tissue respiration (41), Williams and Whittenberger 
were led to the conclusion that the active form of the thyroid hormone is 
probably a thjwoxine peptide. Their main evidence is that thyroxine 
had no calorigenic effect on liver tissue slices, whereas thyroglobulin^ did. 
They also reported that the serum of myxedematous patients given thy- 
roxine intravenous^^ gradually acquired the capacity to raise the QO 2 of 
guinea pig liver slices incubated therein, the maximum effect being reached 
in 6 hours. The latter experiment was taken as evidence that injected 
thyroxine must undergo some process of activation before it can increase 
I oxi’-gen consumption. Peptide formation was suggested as a possible 
mode of activation. Salter also appears to favor the peptide hypothesis 
(27b 

The results obtained by us favor thyroxine rather than thyroxine pep- 
tides as the chemical form of plasma iodine. If any activation of thy- 
roxine is required before it can act on tissues, it seems unlikely that peptide 
formation is involved. More likely the solubility of thyroxine and its 
rate of penetration to the site of reaction are important. 

Harington has reported immunological experiments which support the 
view that tli 3 Toxine itself chculates in the plasma (14). He found that 
antisera against artificial thyroxine-protein complexes protected rats 
against the characteristic response to a dose of thyroxine. He has also 
reviewed the evidence against the view that thyroxine itself is the normal 
chciilatiiig hormone and no longer finds it convincing. Nevertheless the 
whole question of the relation between the biological activity of thyroid 
preparations and their thyroxine content deserves accurate reinvestigation 
with proper attention to the effects of route of administration, solubility, 
relative activities of d- and L-th}roxine, accurate '^chemical thyroxine de- 
terniiiiations, and method of biological assay. 

The finding that the form in which thyroxine exists in plasma differs from 
that in the gland raises the question by what mechanism the hormone 
is released into the circulation. De Robertis and Nowinski (43) have re- 
ported the presence of a proteotytic enzyme in the gland which hydrolyzes 
thyroglobulin into smaller fragments. The concentration of this enzy^me 
supposedly is increased in hyperthyroidism. Confirmation of these interest- 

- The claim that the addition of thyroglobulin increases the respiration of liver 
slices has not been confirmed (42). 
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SUMMARY 

The following evidence is presented in support of the view that the cir- 
culating thyroid hormone in the normal animal consists of thyroxine loosely 
attached to plasma protein. 

1. The iodine of normal plasma is almost completely extractable with 
butyl alcohol at room temperature. Most of this iodine (73 to 93 per cent) 
remains in the butyl alcohol even after the latter is shaken with 4 n NaOH- 
5 per cent Na^COs, a reagent which extracts diiodotyrosine and inorganic 
iodine, but not thyroxine, from butyl alcohol. 

2. When crystalline thyroxine is added to plasma, it behaves like natur- 
ally occurring protein-bound iodine of plasma in the following respects: 
(a) Approximately 80 per cent of it remains in the butyl alcohol extract 
after treatment with the 4 n NaOH-5 per cent Na2C03 reagent. (6) It 
precpitates quantitatively with plasma proteins when Zn(OH)2 is used as 
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THE ISOLATION AND IDENTIFICATION OF 2,2^-DITHIOLISO- 
BUTYRIC ACID FROM ASPAEAGUS=^ 
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islry, Agricultural Research Administration, United Stales Department of 
Agriculture, Albany, California) 

(Received for publication, July 17, 194S) 

A non-protein sulfhjTlryl substance occurs in edible asparagus. Fresh 
press-juice gives a test for both sulfhydryl and disulfide groups, so that an 
eqiiilibriiini apparentl}* exists in the plant between the sulfhydryl and the 
disulfide (oxidized) form. However, when press-juice is exposed to at- 
mospheric oxygen, the sulfhydryl form goes over completely to the oxidized 
form. Attempts to identify this substance as cystine or oxidized gluta- 
thione either by isolation or by polarographic analysis have been unsuccess- 
ful.^ 

It has now been found that the disulfide compound is acidic, thus per- 
mitting its isolation and purification by the extraction of concentrated 
acidified asparagus juice with butanol, removal of the substance from the 
butanol with sodium bicarbonate solution, subsequent acidification of the 
bicarbonate solution, and reextraction of the disulfide compound there- 
from with butanol. A repetition of this distribution with several solvents 
gave a material which appeared to be pure. However, it was not found 
possible to crystallize the disulfide compound or its derivatives such as the 
methyl ester, since in the formation of the disulfide material from the 
sulfhydryl compound a relatively large polymer appeared to form. Even 
ethereal solutions of the disulfide compound became viscous on standing. 

Flowever, upon reduction with sodium in liquid ammonia, 2 , 2'-dithiol- 
isobutyric acid (I) was isolated in pure crystalline form. The proof of 
the structure of this material was obtained from the accompanying series 
of reactions. Hydrogenolysis of 2,2'-dithioiisobut3Tic acid (I) with 
Raney’s nickel (1) gave isobutyric acid (III) which was identified as the 
p-phenylphenacyl ester (2). Refluxing (I) with formaldehyde (3) gave a 
product whose analysis was in agreement with that of the previously 
undescribed 1 ,3-dithiane-5-carboxyiic acid (II). The reaction of the 
sodium salt of the reduced product in liquid ammonia with methyliodide 
(4) gave dmiethyl-2 ,2'-dithiolisobut3Tic acid (IV). This was shown by 

* En23yme Research Division Contribution No. 115. Report of a study made 
under the Research and Marketing Act of 1946. 

^ Potter, E. F., and Johnson, C. M., unpublished results. 
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tlie identity of the product so formed %yith srathetic dimethyl'2 , 2'-dithiol- 
isobutyric acid, wliicli was prepared from 2,2'-diiodoisobutyric acid (V). 
The 2.2'-diiodoisobutyric acid was s^mthesized by the oxidation of glycerol 
diclilorohydrin (YI) to dicliloroacetone, cyanh 3 'driii synthesis on this 
acetone derivative, subsequent hydrolysis to l-hydroxy-2,2"-dichloroiso- 
biityric acid, and finally reduction with fuming hydriodic acid (5). 

Asparagus 
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EXPERIMENTAL 

Isolation of Asparagus Disulfide Compound — 9 gallons of commerciai 
asparagus concentrate, - weighing 40 kilos, were diluted with an equal volume 
of water. This solution, which was at pH 4.5, was extracted with 7 gallons 
of butanol by agitation for 20 minutes.® After standing for 2 hours the 
iicpiid phases were separated by means of a large Sharpies supercentrifuge. 
The disulfide compound was then extracted from the butanol with 3- 
gallons of dilute sodium bicarbonate solution. After acidification of the 
bicarbonate extract, the disulfide compound was removed from the aqueous 
solution with a total of 4 gallons of butanol. The butanol solution wms 

2 The 66 brix concentrate (62.5 per cent solids) w^as prepared from asparagus butts 
by Libb^y McNeill, and Libby of Sacramento, California. 

® More of the disulfide compound could be extracted at a lower pH; however, rela- 
tively more impurities were likewise extracted. 
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concentrated to a volume of 270 ml. in vacuo with a bath at Zo"* and a 
dr}" ice-alcohol trap. A small amount of insoluble material was filtered off 
and discarded. To the filtrate, 1300 mb of benzene were added and the 
precipitate formed was filtered off. The benzene solution Avas then shaken 
thrice Avith 330 ml. of 5 per cent sodium bicarbonate solution; the bicar- 
bonate solution Avas washed AA’ith benzene and then acidified to pH 2 Avith 
10 per cent sulfuric acid. Some sticky black insoluble material was im- 
mediately removed by centrifugation and filtration. The disulfide com- 
pound was extracted from the AA^ater solution AAith 2 liters of ether in three 
batches. The pale 3 "elloAA’ ether solution Avas dried over anhydrous 
sodium sulfate and concentrated to a volume of 100 ml. This ethereal 
solution, which contained 0.317 gm. per ml., was used in the subsequent 
Avork. Hence from 40 kilos of concentrate (AA’hich corresponds to approxi- 
mately 1400 kilos of asparagus butts) 31,7 gm. of the disulfide compound 
were isolated. Since at pH 4.5 the disulfide compound aa'es approximately 
one-third titrated,^ this yield would have been greater if it were feasible 
to extract the concentrate with butanol at a loAA^er pH.^ 

Reduction of Disulfide Compound to 2 ,2' -Dithiolisohutyric Acid — To 175 
ml. of liquid ammonia were added 13 ml. (4.1 gm.) of the ethereal solution 
of disulfide compound. Metallic sodium was added in small pieces until 
a relatively permanent blue color was obtained. As the reduction pro- 
ceeded the material AA’ent into solution. The ammonia was allowed to 
evaporate spontaneously. The residue was taken up in 40 ml. of AA^ater 
and quickly acidified AAdth concentrated hydrochloric acid to pH <2. The 
residue was alloAA^ed to stand overnight Avith 600 ml. of petroleum ether 
(b.p, 92-100^) and then reextracted AAuth 200 ml. The petroleum ether 
AA'as cooled to —18^ for seAmral days. Beautiful colorless crystals of 
2 , 2 '-dithiolisobut 3 n’ic acid separated. Upon recrystallization from 800 
ml. of petroleum ether 1.97 gm. of 2,2'-dithiolisobutyric acid were ob- 
tained corresponding to a 48 per cent yield on a solid basis. The product 
melted at 61-62®. 


Analysis — C^HsOaSs 

Calculated. C 31.56, H 5,30, S 42.12, mol. wt. 152 

Found. ‘‘ 32.3, “ 5.30, 41.6, neutral equivalent 152, mol. wt.® 155, equiv- 

alent weight by — SH titration® 77 


^ Unpublished results. 

^ The molecular weights were determined by the Clark modification (6) of the 
Signer isothermal distillation method. 

The — SH groups were titrated at pH 5,3 with p-ciiloromercuribenzoate with 
nitroprusside as an outside indicator according to the method of Helicrmaii et al. 
(7) . The p-chloromercuribcnzoate was standardized with a specially purified sample 
of cysteine hydrochloride. The value found agreed to within less than 2 per cent of 
the amount of p-chloromerciiribenzoate weighed out. 
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Rcaeimi of '2 ^2^'-Dithiolimhuiyric Acid with Formaldehyde — The condi- 
tions used for this reaction were essentially those which Armstrong and 
dll Vigiieaiid used for the formation of djenkolic acid from cysteine (3). 
To a solution of 0.25 gm. (1.6 mn) of 2j2^-dithiolisobutyric acid in 50 mL 
of 0.1 X HCl was added 0.14 ml. (1.9 mM) of formalin, and the reaction 
mixture axes refluxed for 2 hours (the reaction proceeded very slowly at 
70") . The reaction mixture was evaporated to dr\Tiess in vacuo, whereupon 
a crystalline residue ivas obtained. The crystals were recrystallized from 
12 mi. of hot Avater, yielding 0.19 gm. of needles melting at 143--146°. This 
yield corresponds to 70 per cent of the theoretical for the conversion to 
1 ,3-dit:hiane“0-earboxylic acid. Upon recrystallization from 10 ml. of 
hot water the product melted at 146-148°. The analyses tvere in agree- 
ment with the composition of l,3'dithiane-5-carboxylic acid. 

A nal ys is — CsH &O 2 S 2 

Calculated. C 36.56, H 4.91, S 39.04, mol. wt. 164 

Found. 36.7, 5.04, 39.8, neutral equivalent 161 

This material no longer gave a nitroprusside test upon treatment with 
potassium cu^anide. On an equivalence basis, it gave 65 per cent of the 
color that methionine gives in the Axelrod modification (8) of the Mc- 
Carthy-Siillh''an method for methionine (9). Axelrod^ has shown that all 
the substances tested which contain a sulfur-methylene group gave this 
reaction. 

Hydrogenolysis of 2 ,2'-DiihiolisohutyTic Acid to Isohutyric Acid — The 
procedure used for the hydrogenolysis of 2,2'-dithiolisobutyric acid was 
the same that iloziiigo et aL (1) employed for the hydrogenolysis of several 
sulfur compounds. To a suspension of 10 gm. of Raney’s nickel (10) in 
125 ml. of ethanol, 0.5 gm. (3.3 mivi) of 2,2'-dithiolisobutyric acid and 75 
mi. of neater were added and the reaction mixture ivas refluxed for 2 hours. 
The nickel was filtered off and Avashed wdth 500 ml. of 0.2 n and 100 ml. 
of 1 X NaOH. The filtrate and AA^ashings AA’ere combined and the alcohol 
was distilled off of the alkaline solution. The aqueous solution Avas 
acidified AAitli suKiiric acid and the isobutyric acid w^as steam-distilled. 
After neutralization of the distillate it u^as concentrated in vacuo to ap- 
proximately 5 ml. and then made slightly acidic AAith 1 x hydrochloric 
acid. To this solution AA^ere added 0.907 gm. (3.3 mM) of p-phenylphenacyl 
bromide and 10 ml. of ethanol, and the reaction mixture Avas then refluxed 
for 1 hour (2), AA'liereupon an oil separated. Sufficient 60 per cent ethanol 
Avas added to dissohm the oil vAien hot. On cooling overnight at 5°, 0.60 
gm. of crystalline p-phenylphenacyl ester of isobiitjuic acid Avas obtained 
(65 per cent of theoretical), melting at 70-80°. After tAA'o recrystalliza- 
tions from 60 per cent ethanol the melting point aaus constant at 88 - 90 ° 

' Axelrod, B., unpublislied results. 
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The melting point of a mixture with an authentic sample of the ester was 
the same* 

Analysis — CisHisOs. Calculated. C 76*57, H 6.43 

Found. 76.3, 6*45 


Preparation of p-Phenylphenacyl Ester of Isohutyric Acid — Since this 
ester has not previously been described, it was necessary to prepare it for 
identification purposes. For this purpose the method of Drake and 
Bronitsky (2) was employed with 0.01 mole of isobiityric acid and an 
equivalent amount of p-phenylphenacyl bromide. The procedure was 
the same as above. After two crystallizations, the melting point was 
constant at 88-90°. 

Analysis—CisEisO,. Calculated. C 76.57, H 6.43 
Found. “ 76.4, 6.26 

Formation of DimtihyP2 ^f-Dithiolisoloxityric Acid from Disulfide Corn- 
pound — A metallic sodium reduction of 15 ml. of the ethereal solution of 
the disulfide compound -was carried out as above. After the reduction 
Avas complete, 15 ml. of methyl iodide were slowly added to the liquid 
ammonia solution (4). The ammonia Avas allowed to evaporate spontane- 
ously. The residue was dissolved in water and acidified with dilute hj-dro- 
chloric acid to pH 2.0 and then evaporated in vacuo to dryness. The 
residue was extracted with 400 ml, of benzene, AAkicli dissolved the di- 
methyl-2, 2'-dithiolisobiityric acid completely. Upon removing the ben- 
zene, 3.14 gm. of an oily product Avere obtained, corresponding to a yield 
of 60 per cent of theoretical. The oil Avas dissolved in 200 ml. of petroleum 
ether (b.p. 92-100°) at 25° and cooled to —18°, whereupon the dimethyl- 
2, 2'-dithiolisobiityric acid crystallized out in elongated rectangles. After 
two more crystallizations the melting point Avas constant at 23.5-25°. 
The melting point of a mixture AAuth synthetic dimethyl-2 , 2Cdithioliso- 
butyric acid was identical. 


Analysis — C6H12O2S2 

Calculated. C 39.97, H 6.71, S 35.57, CH 3 16.67, moi. wt, ISO 
Found. “ 40.0, ‘‘ 6.83, “ 34.98 CH 38 14.3, neutral equivalent 179, 

mol. wt.® 183 


® These sulfur determinations were made by the Potter and Jones modification ( 11 ) 
of the Pollock and Partansky permanganate method ( 12 ) , since this method is better 
suited for the determination of sulfur in substances which are oils at room tempera- 
ture than is the Parr bomb peroxide method. 

® The methyl determinations were carried out according to the Baernstein method 
for methionine (13) which gives results 6 per cent low (14). Substances other than 
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The ciimetliyi-2,2''-(iithiolisobut'\Tic acid gave 1.44 times as mticli color 
as did an equivaieiit aiiioiint of inetMonine in the modified (8) McCarth}- 
Sullivaii method. 

Synthesis of Dinuiiad-B , 2^-Dithiolisohutyric Acid — 2 , 2'-Diiocloisobiityric 
acid tvas prepared from glycerol dichlorohydriii according to the directions 
of Glattfeld and Schneider (o), except that the cyaiihydrin sjmtliesis tvas 
carried out with the sodium bisulfide addition product of dichloroacetone 
and potassium cyanide (15) instead of dichloroacetone and liquid hydrogen 
cyanide. 

To 125 ml of a cold solution of sodium ethylate, prepared by reaction of 
0.5 gm. (0.022 mole) of metallic sodium with ethanol, were added 9.5 gm. 
{0.195 mole) of methyl mercaptan. After a few minutes 2 gm. (0.006 
mole) of 2,2^-diiodoisobutyric acid were added and the reaction mixture 
was allowed to warm to room temperature for 1 hour and then was re- 
fluxed for 6 hours. .4fter acidification the reaction mixture was evaporated 
to dr}mess in vacuo. The residue was extracted with 100 ml. of W'arm 
petroleum ether (b.p. 92-100"') and the extract filtered. On cooling to 
— 18° overnight onh" an oil separated. This oil was removed and the 
mother liquor was evaporated to a volume of 25 ml. On cooling again 
to —18°, 0.311 gm. of crystals melting at 23-24.5° was obtained. The 
yield of crystalline dimetliyl-2,2'“dithiolisobutyric acid thus was 30 per 
cent of theoretical. After tw*o recrystallizations, which ■were necessary 
for removal of the yellow color, the melting point was 23.5-25°. 


Analysis — CcHi202S2 

Calculated. C 39.97, H 6.71, S 35,57, CHg 16.67, mol. wt. 180 
Found. “ 39.S, 6.76, 35.0,® CHs'^ 14.3, neutral equivalent 179 

The synthetic dimet}iyl-2,2'-dithiolisobiityu‘ic acid under investigation 
gave the same amount of color in the modified McCarthy-Sullivan methio- 
nine method as did the substance prepared from the natural product. 

DISCUSSION 

2,2^-DitMolisobutyric acid appears to be the first dithiol substance 
reported from a natural source. Because of its apparent similarity to 
British anti-lewisite (2,3-dimercaptopropanol) its role in the metabolism 
of asparagus may well be as an enzyme regulator in that it might control 
heavy metal inhibition. Or, since freshly pressed asparagus juice gives a 
test for both free sulfhydryl and disulfide groups, it may function as a 

iBetMoniue may well give still lower results, particularly those containing two— SCHs 
groups. Hence these results cannot be considered as quantitative but only as es- 
tablishing that two — SCHs groups occur in this compound. 
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Iiydrogen transfer substance similar to glutathione. The effect of this 
substance on respiration and on isolated ena^’mes will be investigated. 

Other sulfur compounds which might be called iiniisual have been iso- 
lated from plant sources. Haagen-Smit et al. (16) have isolated metliyl-/3- 
methyi tliioipropionate from the volatile constituents of pineapple. Kroner 
and Wegner (17) have obtained concentrates of sulfur compounds from 
potatoes which are responsible for at least part of the odor and taste. It 
is noteworthy that one of the fractions of such compounds gave a direct 
reaction with silver foil. Hence there exists a variety of sulfur-containing 
substances in plants which undoubtedly contribute to the taste. Altera- 
tions in these substances during processing or storage of fruits and vege- 
tables would most likely lead to off flavor formation. 

Dithiolisobiityric acidj which for a mercaptan has relatively slight odor, 
apparently is not the precursor of the characteristic odor of the urine 
resulting after the ingestion of asparagus, since no odor resulted when two 
individuals took 10 mg. each of dithiolisobutyric acid orally. 


SUXIMAKY 

2,2'-Ditliiolisobutyric acid has been isolated from asparagus by reduc- 
tion of the oxidized form with metallic sodium. Proof of the structure of 
this substance was obtained from the following reactions. Hydrogenolysis 
of the 2,2'-dithiolisobiit3Hc acid with Raney’s nickel gave isobutyric 
acid (identified as the p-phenylphenacyl ester). Reaction with formalde- 
h^^de led to the formation of 1 ,3-dithiane-5-carboxylic acid. The sodium 
salt of the reduced disulfide substance obtained from asparagus, wdien 
treated in liquid ammonia with methyl iodide, gave dimethyl-2, 2'-dithioli- 
sobutyric acid. The acid so obtained was identical with dimethyl-2, 2^- 
dithiolisobutyric acid prepared s^mthetically from glycerol dichlorohydrin. 

I am indebted to Dr. A. K. Bails for many helpful suggestions during 
the course of this work, and to Dr. 0. H. Emerson, Dr. B. Axelrod, and 
Miss R. Jang of the Enzyme Research Division, and Air. Arthur Bevenue 
and Air. L. AI. Wliite of the W^estern Regional Research Laboratory for 
many of the analyses reported. 
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DIPHOSPHOPYRIDINE NUCLEOTIDE PYTIOPHOSPHATASE 
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Enzymatic splitting of diphosphopyridine nucleotide (DPN)^ by micro- 
organisms, plants, and animal tissues has been kno\vn for many years, 
but the precise nature of this reaction is not well understood (1). Ohl- 
me 3 ^er (2) first observed that adenylic acid (5-phosphoadenosine) appeared 
when DPN was incubated with yeast maceration juice. Later Heiwinkel 
(3) identified aden^dic acid as a product of the action of sweet almond press 
juice on DPN. Although free nicotinamide did not appear, the presumed 
nicotinamide mononucleotide could not be isolated. Das and von Euler 
(4, 5) found inorganic orthophosphate as a product of DPN destruction 
in animal tissues, but there w'as no indication as to the mechanism of this 
reaction. Handler and Klein (6) recovered free nicotinamide quantita- 
tively as a product of DPN destruction by brain, liver, kidney, and muscle 
preparations from rabbits, rats, and dogs, and concluded that the nicotin- 
amide-ribose linkage was the primary and principal site of cleavage in 
these tissues. 

In the course of studies of oxidative phosphorjdation, we observed that 
washed particles of rabbit kidney converted added DPN to adenosine 
triphosphate (ATP). In the absence of an oxidizable substrate to provide 
an energy source for phosphoiylation, adenylic acid was formed in place 
of ATP. The other product of DPN splitting was tentatively identified, 
after partial purification, as nicotinamide ribose phosphate. These and 
related observations make it probable that in such rabbit kidney prepara- 
tions cleavage of the p^uophosphate bond is the predominant mechanism 
of DPN splitting. Almost all of the DPN-splitting activity of rabbit 
brain is due to nucleosidase activity. 

Methods 

Washed Particles of Kidney Cortex — Ividne^^s of a 3 mung rabbit were 
chilled on ice. All subsequent operations wnre performed at 2°, The 
cortex was homogenized in 15 ml. of 0.1 m potassium phosphate buffer of 

* Present address, National Institute of Health, Bethesda 14, Maryland. 

t Supported by fellowships of the Lilijewalchs Foundation, Hierta Retzius Foun- 
dation, and the Swedish government. Present address, Y/enner Grens Institut, 
Stockholm, Sweden. 

^ Nicotinamide-ribose-phosphate-phosphate-ribose-adenine. 
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pH 7.7 and centrifuged at 1500 r.p.m. for 5 minutes to reiiio\'e coarse 
particles. The supernatant fluid was centrifuged at 10,000 r.p.m. for 30 
minutes j and the particles obtained were washed three times with 1 per 
cent KCl and centrifuged each time at 10,000 r.p.m. for 15 minutes. They 
were suspended in 5 ml. of 0.1 m potassium phosphate buffer of pH 7.7, or 
ill 0 ml. of 0.1 M hvTiHCOg (saturated at 22'" with 5 per cent COo + 95 per 
cent Tsh). 1 mh of MgCb (0.03 m), 1 ml. of NaF (0.1 m), and water to 10 
ml. were added. This kidney particle suspension contained 30 to 40 mg. 
of protein per ml. (Washed particles from rabbit brain were similarly 
prepared.) Unwashed homogenates in 0.1 m potassium phosphate buffer 
of pH 7.7 were used in some experiments. 

Diphospliopyridine NucleoUde-~'D7i\ of 0.60 to 0.72 purity was pre- 
pared according to Williamson and Green (7) with minor modifications. 
DPNHo of purit}" 0.50 was prepared by Ohlmeyer’s method (8). 

Determinaiions — Incubations were carried out at 37^, with shaking, in 
air or O2. Usually the reaction was stopped by trichloroacetic acid; for 
DPNH2 determinations, however, the reaction was stopped by heating for 
3 minutes at 100°. DPN was determined b}" the method of Cori, Slein, 
and Cori (9) at 340 ma in the Beckman spectrophotometer. As an oc- 
casional check that the optical density increments were due only to DPNH2, 
pyruvate and lactic dehj^drogenase- were added when the reaction was 
complete. The densities invariably returned to the initial values . DPNHo 
was determined in the lactic dehydrogenase system as described by Kubo- 
witz and Ott (10). 

Compounds containing the nicotinamide-ribose (N-R) moiety were de- 
termined by the fiiiorometric method of Huft' and Peiizweig (11) in the 
Coleman photofluorometer, with DPN as a standard. Under the condi- 
tions of tlie method, the formation of a highly fluorescent condensation 
product with acetone is specific for pentavalent N^-substituted nicotinamide 
derivatives- In expressing results, it has been assumed arbitrarily that 
N-Pi-eontaiiiing compounds arising from DPN splitting have a molar 
fliioi-escence eriiuil to that of DPN.'^ 

Phospliate was deiermined by the method of Fiske and Siibbarow (12). 
Acid-l:ibile phospliate was taken to be the phosphate liberated after 20 
hydrolysis in 1 x H2SO4 at 100°. Acid-stable phosphate was de- 
termined as the additional phosphate liberated after ashing with an lUvSO.!- 
HNO.; mixTure. The procedure of Cohn and Koltlioff (13) was adapted for 
the estimation of inorganic pyrophosphate. Pentose was determined by 

- Purified from rabbit muscle extract. 

® DPN gave 1.4 to 1.9 times as much fluorescence, expressed on a molar basis, as 
N^-metiiylnicotiiiamide chloride. The latter compound was kindly supplied by Dr. 
V. A. Najjar, 
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tile metliod of Mejbaum (14) and adenylic acid by the method of Kalckar 
( 15 ). 


Results 

SplitUng of DPN by Rabbit Kidney and Recovery of Adenylic Acid — 
Preparations of washed particles of rabbit kidney im-ariably split added 
DPN. This destruction was generally associated with little or no decrease 
ill concentration of the N-R moiety. Of twenty preparations incubated 
for a time interval sufficient to destroy 50 per cent or more of the DPN, the 
N-R value was decreased by more than 20 per cent in only four. The 
N-E value was increased hy more than 10 per cent in two, and remained 
nearly constant (dzlO per cent) in ten. These findings will be considered 
again later in this report. 

The loss of DPN was accompanied by the appearance of nearly equiva- 
lent amounts of adenylic acid. Thus, after 15 and 30 minutes incubation, 
1.75 and 2.44 micromoles of DPN were lost and 1.36 and 2.36 micromoles 
of adenylic acid, respectively^ were recovered. Recoveries of adenylic 
add after longer incubation periods were less complete, owing to the 
splitting of adenylic acid by nucleotidase. 

The DPN-splitting activity of kidney particles was roughly proportional 
to their concentration. The activity w^as destroyed by heating at lOO'^ for 
2 minutes and was not significantly altered by omission of MgCb, NaF, 
or phosphate. 

Phosphate Balance and Separation of Reaction Products of DPN Spliiting 
in Non-Respiring System — Without added substrate, there was practically 
no oxy^gen uptake by’' kidney particles, and the values for inorganic ortho-, 
acid-labile, and total organic phosphate were essentially unchanged during 
the splitting of DPN.^ 

Fractionation of the reaction products with mercury' and lead resulted 
in partial separation of the three major components, adenylic acid, nicotin- 
amide mononucleotide, and imsplit DPN (Table I) . The incubation mix- 
ture was treated essentially' as described belov' under '‘Purification of 
nicotinamide mononucleotide’' through the mercuiy precipitation step. 
The insoluble merciuy salts were freed of mercuiy and then fractionated 
with lead at pH 6.4. Adenydic acid was recovered as the predominant 
component of the insoluble lead salts, while DPN (unsplit) was recovered 
as a soluble lead salt. The soluble mercury fraction contained only' small 

^ While these results indicate that no significant amount of phosphate was liberated 
or esterified, small changes in phosphate concentration may^ have been obscured, since 
these experiments were carried out in 0.05 m phosphate buffer. In experiments with 
C02-bicarbonate buffer, up to 28 per cent of the phosphate content of the split DPN 
was liberated as inorganic orthophosphate. This indicates that some nucleotidase 
was present in these kidney preparations. 
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amouiits of adeii 3 "Iic acid and DPN and consisted mainly of an N-E-coii- 
tainiiig compound. After refractionation with mercury, the latter fraction 
was found to contain phosphate, pentose, and N-R in roughly equivalent 
concentrations. 

Stimulatmi of Respiration of Kidney Particles by DPN — The oxygen con- 
sumption and esterification of inorganic orthophosphate by rabbit kidney 
particles were markedly stimulated b3^ DPN (Fig. 1, Table II) . The rate 
of oxygen consumption in the presence of DPN showed no significant lag 
phase and remained constant throughout the period of observation. The 
stimulation of oxygen uptake b\" ademdic acid was somewhat less than with 
DPN and was not maintained so well. That the lesser effectiveness of 
ademdic acid was not due to a concomitant inhibitoiy effect is indicated 

Table I 

Separation of Reaction Products of DPX Splitting in Non-Respiring System 
The incubation mixture contained 20.0 ml. of kidney particles suspended in O.Oo m 
phosphate buffer and 5.0 ml. of neutralized DPN solution. The values are expressed 
in micromoles. 

Adenylic | 


Incubation mixture at 0 min. t 0 211 211 

120min.t 142 211 84 

Mercury salt, soluble 9 95 6 

“ ‘‘ insoluble; lead salt, insoluble 109 9 3 

soluble 4 79 70 


* Nicotiiiamide-ribose moietju 
t Trichloroacetic acid filtrate. 

hx the rate of ox3^gen consumption with DPN and adentdic acid together, 
essentiall}" the same as that for DPN alone and well maintained. 

With graded amounts of DPN (Table II), the ox^^'gen consumption was 
increased to a maximum value. A limit of phosphate esterification was 
not reached in these experiments and all the phosphate taken up was easily 
h3'drolyzable in acid. Fractionation of the reaction products with barium 
will be considered below. 

Phosphate Balance and Separation of Reaction Products of DPN Splitting 
in Respiring System . — The addition of an oxidizable substrate, such as 
glutamate, to kidne}" particles resulted in active ox3?'gen consumption and 
phosphate esterification. In the experiment summarized in Table III, 
approximate!}^ half the orthophosphate disappeared and could be accounted 
for as an acid-labile ester. Fractionation of the esterified phosphate indi- 
cated the presence of two or possibly three components. The neutralized 
trichloroacetic acid filtrate of the reaction mixture was treated with an 
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excess of barium acetate and the pH was adjusted to 6.9. The precipitate 
was dissolved in acid, the barium removed with H 2 SO 4 , and the pH buf- 
fered at 3.6. Addition of cadmium acetate, according to Cohn and Kolthoff 
(13), yielded a crystalline precipitate mth on.ly slight absorption at 260 
m/x and can be presumed to be inorganic p 3 Tophosphate (16). ATP is 
almost completely" soluble as a cadmium salt at pH 3.6. xlnaly^sis of the 
phosphate ester not precipitated cadmium indicated a composition con- 



FiCr. 1. Stimulation of respiration of kidney particles by DPN and adenylic acid. 
Curve 1, 2.5 micromoles of DPN; Curve 2, 2.5 micromoles of DPN + 2.5 micromoles 
of adenylic acid; Curve 3, 2.5 micromoles of adenylic acid; Curve 4, no additions. 
Each vessel contained 1.0 ml. of kidney particles, 130 micromoles of glutamate, the 
additions noted above, and water to make a final volume of 1.75 ml. Incubated in 
O 2 at 37°. 


sistent with that of ATP. Analy^sis of the barium precipitate obtained by 
raising the pH to 8.4 also indicated ATP as the predominant organic phos- 
phate ester. The presence of x4TP in both fractions was checked qualita- 
tively by the phosphorylation of glucose in the hexokinase reaction. The 
barium salts soluble at pH 8.4 contained almost all of the N-E and a small 
amount of acid-labile phosphate ester. The over-all recoveries of phos- 
phate, pentose, and N-R were in fair agreement with the starting concentra- 
tions in the form of DPN. 

The results of Table II are consistent with those of Table III, except that 
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tiie recorerv of ATF Y;as incomplete because llie bariiim precipitate fonnec! 
between pH 7 and 8.5 was not analyzed. Of some interest is the relative 
constancy of the acid-labile phosphate fraction precipitated by barium ar. 
pH 7j in which inorganic pyrophosphate is a prominent component (Table 
Ilb Possibly significant noth respect to the question of whether iiicotin- 
amide mononucleotide is phosphorylated are the amounts of acid-labile 

Table II 

Effect of DPX on Oxygen Co?isumption and Phosphate Esterificaiion 
Each vessel contained i.O ml. of kidne 3 ^ particles in phosphate buffer, 130 micro- 
moles of glutamate, and 4.2 micromoles of DPN at pH 7.7 in a volume of 1.3 nil. 
Incubation 60 minutes in O 2 at S7^. Corrections were made for the time elapsed 
in equilibration and fixation. Each sample was fixed with trichloroacetic acid and 
the filtrate fractionated with barium. Anabases were performed on the barium salts 
insoluble at pH 7 and on the barium salts soluble at pH 8.5. A barium precipitate 
w’hich formed between pH 7 and 8.5 was not anab^zed. The values are expressed in 
micromoles. 


DPN added 

“ remaining 

oo 

* i 

0.8 

0 

1.6 

0 

2.5 

0 

3.3 1 4.2 

0 j 0 

s.o 

0 

6.6 

0.1 

SA 

0.5 

0 x 3 "gen uptake 

: 6.4 

22.5 

26.5 

29.5 

S3.1 ' 33.6 

34.5 

37.1 

37.1 

Phosphate uptake 

0 i 2.4 

8.2 1 

10. S 

12.4 

!i5.S !17.4 

19.6 

21.4 

122.9 

Acid-labile phosphate 

: 1.3 i 3.3 

8.2 1 

10.8 

12.2 

i 

ilo.S il7.4 

1 

18.8 

21.6 

23.6 


Barium salt insoluble at pH 7 


Acid-labile phosphate 
Acid-stable 

0.4 ; 

5.9 6.3 

7.9 1 S.3 ! 8.4 

8.5 

7.9 

8.3 

0.3 i 

0.3 j 0.4 

0.7 i 0.9 ! 1.2 

0.5 

1.1 

1.6 

N-P4 

0 i 0 

1 

0 1 0 

0 1 0 ! 0 

0 

0 

0 

Barium salt soluble at pH 8.5 

Acid-labile phosphate 


0.1 1 2.2 

3.0 2.9 1 3.1 

3.7 

4.7 

5.8 

Acid-stable “ 


2.6 i 3.2 

4.3 i 4.9 1 7.5 

8.2 

8.5 

13.3 

X-Rt 

3.0 1 0 

0.7 1 1.6 

2.6 j 3.8 1 4.8 

5.4 

7.6 

9.0 


The whole vertical column represents an unincubated control, fixed at zero time, 
t Nicotinamide-ribose moiety. 


phosphate in the barium salts soluble at pH 8.5, in which the N-R-con- 
taining compound is found (Tables II and III). 

Purification of Nicotinaniide Mononucleotide (NMN ) — The procedure 
for ^paration of NMK from the other products of DPN splitting involved 
(1) deproteinization with trichloroacetic acid, (2) removal of barium salts 
insoluble at pH 8.4 (ATP, adenosine diphosphate, inorganic phosphate), 
(3) precipitation of the barium salt of NMN with acetone, (4) removal of 
compounds insoluble as mercury salts or complexes at pH 4 (DPN, adenylic 
acid), (5) adsorption of NMN on norit and elution with isoamyl alcohol. 
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Kidney particles in phosphate buffer (20 ml.) were incubated with DPN 
(400 micromoles) for 120 minutes at S7°. 25 ml. of cold 10 per cent tri- 
chloroacetic acid was added, and the resultant precipitate washed with 
cold 10 per cent trichloroacetic acid. The combined supernatant fluid 
and washings were neutralized, satui'ated barium acetate was added in ex- 
cess, and the pH adjusted mth NaOH to 8.4. The precipitate was washed 
with water and discarded. On addition of 500 ml. of cold acetone to the 
combined supernatant fluid and washings (87 ml.), a white flocculent pre- 
cipitate formed, which turned to a 3 rellow oil. This was ceiitrifiigeci. 

Table III 

Fhosphale Balance and Separation of Reaction Products of DPN Splitting in Respiring 

System 


The incubation mixture contained 15 ml. of kidney particles in phosphate buffer, 
,1500 micromoles of glutamate, and DPK in a final volume of 18 ml. The mixture 
was shaken in oxygen. The values are expressed in micromoles. 



PBospiiate 

Ade- Pen- 




Ortho- 

Add- 

labile 

Acid- 

stable 

nine* tose 



Incubation mixture, 0 min.t 

539 

0 

170t 

SSI 170t 

85 

85 

“ “ 60 - 1 1 

293 

249 




a 

Barium salt, insoluble at pH 6.9 







Total insoluble barium salt 

14 

112 


30 

0 


Cadmium salt, insoluble 


50 


4 


i 

“ soluble i 


71 

31 

25 28 1 



Barium salt, insoluble at pH 6.9“8.4 

236 

105 

53 

45 57 

1 


“ soluble at pH 8.4 

26 

i 10 

i 97 

83 

S5 

3 


Deternoined by measuring the absorption at 260 my with a coefficient of 1.6 X 
10' sq. cm. X mole“h 

t Trichloroacetic acid filtrate. 

t Calculated from DPN determination; ail other values are determined. 

washed with acetone, dried in vacuOy and dissolved in dilute HCl. Approx- 
imately 80 per cent of the N-R originally present in the trichloroacetic acid 
extract was recovered. 

Barium was removed with H 2 SO 4 and the precipitate washed with water. 
Mercuric acetate was added until precipitation was complete (pH 3.80); 
analysis of the precipitate showed that the N-R lost in this step was almost 
entirely in the form of unsplit DPN. The supernatant fluid plus washings 
was freed of mercury with H 2 S and shaken for 30 minutes with 2 gm. of 
norit (pH 2.0). Less than 1 per cent of the NMN was unadsorbed. The 
adsorbed NMN was eluted by shaking four times for 30 minutes with 10^ 
ml. of 10 per cent isoamyl alcohol. The combined eluates, which contained 
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75 per cent of the N-R present before adsorption, Y’ere concentrated under 
reduced pressure to S ml. 

Analysis of this purified sample gave the following values in micromoles 
per ml.: N-R 12.6, pentose 12.4, total organic phosphate 14.5,, acid-labile 
phosphate 0.8, orthophosphate 0.0, and DPN 0.04. The ultraviolet ab- 
sorption spectrum revealed a peak at 265 With the molecular ex- 
tinction coefficient for the nicotinamide nucleoside of Sclilenk (17), a 
value of 15.4 micromoles per ml, was obtained. Reduction of the purified 
NMN with hydrosulfite resulted in a marked but unstable increase in 
absorption between 280 and 380 mju, with a maximum at about 330 m/x. 

Table IV 

Relative Rates of Splitting of DPN and DPNHi 
The incubation iiiiKtures contained 0.20 ml. of kidney particles in phosphate buf- 
fer, 0.75 ml. of water, and 0.05 ml. of either DPN or DPNHo. The initial values 
for DPN were 2.71, 2.54, and 2.54 micromoles and for DPNH 2 3.22, 2.63, and 2.73 
micromoles for Experiments 1, 2, and 3, respectively. The vessels were gassed with 
nitrogen passed over heated copper. The vessel contents to be analyzed for DPN 
were fixed by tipping in 0.5 ml. of 20 per cent trichloroacetic acid from a side arm; 
those to be analyzed for DPNH 2 were fixed by plunging the vessel, still attached 
to the manometer, into boiling water. The values are expressed in micromoles. 


Experiment No. 

Incubation time 

Amount split 

' DPN ! 

1 

DPNHs 


min. i 




1 * 

15 : 

0.83 


1.25 

2 1 

! 15 : 

0.17 


0.65 

(j j 

: 15 i 

0.47 


1.19 

! 

30 1 

0.85 


1 1.48 


Relative Rates of Splitimg of DPN and DPNH^ — It was observed that 
the rate of DPN disappearance was more rapid (1.4 to 1.8 times) in an 
actively respiring system (f.c. glutamate present) than in one to which no 
oxidizable substrate had been added. That this disappearance of DPN 
was a splitting and not an accumulation of the reduced form was indicated 
by the absence of DPNH 2 at the end of the incubation period. 

It was considered that the accelerated disappearance of DPN in respiring 
systems might be due to its conversion to DPNH 2 and to a more rapid 
splitting of DPNH 2 . Das and von Euler (4) have reported that the enzy- 
matic release of orthophosphate was faster from DPNH 2 than from DPN. 
The data in Table IV, obtained in the absence of oxidizable substrate, 
show that DPNH 2 is destroyed more rapidly than DPN. Anaerobiosis 
was complete enough to prevent any significant reoxidation of DPNH 2 . 
These data thus provide a possible explanation for the accelerated splitting 
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of DPN in systems in which DPNH 2 is continuously being formed by sub- 
strate oxidation. 

DPN Splitting by Rabbit Brain — In agreement with Handler and Klein 
(6), Ave have found splitting of DPN by brain more rapid than by kidney. 
While brain homogenate (0.5 ml. in an incubation mixture of 0.8 ml.) 
destroyed all but 0.8 of 8,9 micromoles of DPN after 30 minutes incubation,, 
a similar concentration of kidney homogenate destroyed only 4.4 of 8.4 
micromoles after 60 minutes incubation. Significant for the mechanism 
of DPN splitting by brain was the parallel disappearance of DPN and 

Table V 

BPN Splitting by Rabbit Brain 

The incubation mixtures were as follows: Experiment 1, 0.5 ml. of brain particles 
(in phosphate buffer), 0.15 ml. of neutralized DPN solution, 0.20 ml. of Avater; Ex- 
periment 2, 0.5 ml. of brain homogenate, 0.15 ml. of DPN, 0.10 ml. of water; Experi- 
ment 3, 1 .0 ml. of brain particles (in bicarbonate buffer) , 0.30 ml. of DPN, 0.20 ml. of 
water; Experiment 4, 10.0 ml. of brain particles (the same preparation as in Experi- 
ment 3), 0.30 ml. of crystalline muscle adenylic acid or purified nicotinamide mono- 
nucleotide, 0.20 ml. of water. The values are expressed in micromoles. 


Experiment No. 

Substance estimated 

Values after incubation for 

0 min. 

15 min. 

30 min. 

60 min. 

1 

DPN 

8.1 

4.8 

2.8 

0.4 


N-R 

8.1 

4.9 

2.6 

0.5 

2 

DPN 

8.9 


0.3 



N-R 

8.9 


0.3 


3 

DPN 

18.3 

10.7 

5.7 

2.1 


N-R 

18.3 

12.2 

7.4 

2.4 

4 

NMN 

12.3 

3.0 

1 

0.7 


Adenylic acid 

9.9 

8.2 

7.0 

4.7 


N-R (Table V). The rate of splitting of a purified preparation of NMN 
was even more rapid than that of DPN. 

These preparations of brain particles also destroyed adenylic acid but at 
a relatively slow rate. Despite this slow rate of adenylic acid breakdown 
and the rapid splitting of DPN, adenylic acid could not be detected. In 
confirmation of Handler and Klein (6), no inorganic oilhophosphate was 
detected during the splitting of DPN (nor was any inorganic orthophos- 
phate found as a result of NMN splitting). Experiments with added 
adenylic acid revealed that adenylic acid disappearance agreed well, within 
10 per cent, Avith release of inorganic orthophosphate. 

Effects of Nicotinamide on DPN Splitting by Brain and Kidney — It 
has been reported (6, 18) that the inhibition by nicotinamide of DPN 
splitting by several tissues, including brain and kidney, is almost complete. 
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WTiile these findings have been confirmed for brain, there was an almost 
complete lack of iiiliibitory effect by nicotinaixiide on DPN splitting by 
kidney particles (Table VI). The N-E values decreased at rates identical 
with DPN disappearance in experiments with brain, but, as stated in an 

Table VI 

■ Effects ' of Xicotina nude on DPX Splitting by Brain and Kidney 
The incubation mixtures were as follows: Experiment 1, 0.30 ml. of brain (or 
kidney) particles in phosphate buffer (MgCU and NaF omitted), 0.15 mi. of DPIV, 
nicotinamide in the final concentrations shown, and water to a final volume of 0.55 
ml. Experiment 2, 0.5 mi. of brain (or kidney) homogenate, 0.15 ml. of DPN, 0.08 
ml. of 2 M nicotinamide, 0.07 ml. of water. Water replaced nicotinamide when the 
latter was omitted. The values are expressed in micromoles. 


Experiment 1. Varying nicotinamide, 
30 min. incubation 


Tissue 

Substance estimated 

Nicotinamide 



0.18 a£* 

0.18 m 

! 0.09 m 

0.045 m 

0.018 m 

0.000 M 

Brain 

DPN 

7.7 

8.2 

7.7 

7-7 

6.2 

3.5 


N-R , 

7.7 

TT7 

7.6 

7.1 

6.2 

3.2 

Kidney 

DPN 

7.4 

5.4 

5.6 

5.6 

5.9 

5.9 


N-R 

7.4 

8.3 

7.9 

8.3 

7.8 

7.6 



Experiment 2. Varying time, ± 0.2 M nicotinamide 



Time of incubation 



0 min. 

30 min. 

60 mm. 

120 min. 

180 min. 


Brain 

1 Nicotinamide present, DPN 

9.0 

8.7 

7,2 





N-R 

9.0 

8.2 

7.9 





“ absent, DPN 

8.9 

0.3 

0.2 





N-R 

8.9 

0.3 

0.3 




Kidney 

“ present, DPN 

8.0 


i 4.6 

3.2 

2.3 


' 

“ N-R 

S.5 


1 S.S 

S.S 

8.9 


.'f 

absent, DPN 

S.4 


1 4.0 

3.1 

2.1 



- N-R 

S.4 


i 7,3 

1 

7.2 

7.2 



* The whole vertical column represents an unincubated control; fixed at zero 
time. 


earlier section, N-R A^alues were almost unchanged during the course of 
DPN splitting by kidney. It is noteworthy that, while a slight decrease 
ill N-R concentration was observed during DPN splitting by kidney in the 
absence of nicotinamide, there was no decrease when nicotinamide was 
present. 

Emdence for DPN' N'ucleosidase in Kidney — The foregoing data indicate 
that the predominant} mechanism of DPN splitting in rabbit kidney is by 
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pyrophosphatase action. There is also evidence of a variable amount of 
nucleosidase activity. It has been noted that in eight of twenty prepa- 
rations incubated until 50 per cent or more of the DPN was destroyed the 
hI'R values decreased by more than 10 per cent. Further, it has been 
found that under conditions in w^hich there was a decrease in N-R value 
during DPN splitting this decrease could be prevented by nicotinamide 
(Table VI, Experiment 2). 


Table VII 

Comparison of DPN Splitting by Kidney Homogenate, Residue, and Washed Particles 
The preparation of kidney homogenate and particles (in phosphate buffer) was 
essentially as described under ‘^Methods;” the residue was the sediment (not readily 
decanted) after centrifuging the original homogenate at 1500 e.p.m. for 5 minutes. 
Each fraction was adjusted to 15 ml. with phosphate buffer. The incubation mix- 
tures were as follows: Experiments 1 and 2, 0.50 mi. of homogenate, 0.05 ml. of 
MgCb (0.03 m), 0.05 ml. of NaF (0.1 m), 0.15 ml. of DPN; 1.0 ml. of residue, 0.10 
ml. of MgCb (0.03 m), 0.10 ml. of NaF (0.1 m), 0.30 ml. of DPN; 0.5 ml. of particles, 
0.15 ml. of DPN, 0.1 ml. of water. The values are expressed in micromoles. 


Experiment 

No. 


A^alues after incubation for 

0 min. 

15 min. 

30 min. 

60 min. 

120 min . 

1 

Homogenate 

DPN 

s.o 




3.9 



N-R 

8.0 


7.2 

7.5 

7.5 


Residue 

DPN 

19.1 




9.0 



N-R 

19.1 


19.6 

21. S 

21.8 


Particles 

DPN 

8.9 




3.4 



N-R 

8.9 


S.9 

8.9 

9.6 

2 

Homogenate 

DPN 

S.O 


1 

4.0 




N-R 

i s.o 1 



i 9.2 



Residue 

i DPN 

i 14.4 ^ 



9.9 




I N-R 

14.4 



1 1 0 . o 



Particles 

DPN 

8.1 

1 6.4 

5.7 

1 4.5 



1 

N-R 

S.l 

j 9.2 

9.5 

10.0 



Since the absence of nucleosidase activity in some preparations of washed 
kidney particles might be due to its removal in the course of preparation, 
the activity of the unwashed homogenate and of the crude residue was 
tested. These crude kidney preparations, like the Avashed particles, con- 
tained no (or little) nucleosidase acthdty, as is shoum in Table VII. It 
appears that the washed particles retained most of the DPN-splitting 
activity of the original homogenate. 

DISCUSSION 

The stoichiometric recoA^ery of adenylic acid, the absence of significant 
changes in the concentrations of inorganic and organic phosphate, and the 
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isolation of nicotinamide mononucleotide indicate that simple hydrolysis 
of the pyrophosphate bond is the most probal:)le mechanism of DPN 
splitting by washed particles of rabbit kidney. In a system with active 
phosphate esterification, the data are consistent Avith this mechanism, 
since ATP is formed instead of adenylic acid. 

The finding of a second pathway for enzymatic degradation of DPN 
and the fact that both pathways may occur in a single tissue may help 
clarify some questions Avhich have arisen from assuming that DPNase is a 
single enzyme. Reliance on nicotinamide inhibition to preserve DPN or 
to evaluate DPN-splitting activity must be considered in the light of the 
specificity of this inhibition for nucleosidase. The failure of previous in- 
A'estigators to detect pyrophosphatase activit}^ was probably related to 
methods of measurement. Handler and Klein (6) estimated DPN dis- 
appearance by loss of “factor V” actwity for hemophilic bacteria, and 
Spaulding and Graham (19) relied only on the appearance of nicotinamide. 
Since Schlcnk has shown that nicotinamide riboside satisfies ‘ ‘factor re- 
quirements (20), an\' splitting of DPN in which the nicotinamide-ribose 
moiety Avas preserAnd Avoiild not be detected by these methods. 

SUMIVLARY 

1. TaA'O distinct enzymatic mechanisms exist for the degradation of DPN. 
CleaAmge of the glycosidic bond betAAnen nicotinamide and the rest of the 
DPN molecule is catalyzed by “DPN nucleosidase.’’ Cleavage of the 
pyrophosphate bond between adenylic acid and nicotinamide mononucleo- 
tide (NMN) is catalyzed by “DPN pyrophosphatase.” NMN has been 
partially purified. 

2. In rabbit brain, DPN splitting is by nucleosidase action. In rabbit 
kidney, pyrophosphatase action is the predominant mechanism. Nicotin- 
amide inhibition is specific for nucleosidase. 

3. Oxygen consumption and phosphate esterification by rabbit kidney 
particles are markedly stimulated by DPN. In a respiring system adenylic 
acid is recovered as adenosine triphosphate. 

4. DPN disappearance is more rapid from a system in AA^hich substrate is 
being oxidized than from one to which no substrate has been added. 
Added DPNH 2 is split more rapidly than DPN under anaerobic conditions. 

It is a pleasure to express our gratitude to Professor C. F. Cori for his 
constant guidance and encouragement. 
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MICROBIOLOGICAL DETERMINATION OF PHENYLALANINE 

IN PROTEINS AND FOODS 
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Lactobacillus arabinosus (1*“5), Lactobacillus casei (6-8), Lactobacillus 
delbrueckii LD5 (9), Leuconostoc mesenteroides P-60 (5, 10-12), and Strep- 


Table I 

Composition of Basal Medium 


Glucose 

gm. 

20 

DL-Aianine 

mg. 

80 

Sodium acetate (anhydrous) 

12 

L-Arginine hydrochloride 

416 

Salts A ' 


DL* Aspartic acid 

240 

K 2 HPO 4 

1 

L-Cystine 

400 

KH 2 PO 4 

1 

DL-Glutamic acid -f- H 2 O 

940 

Saits B 

mg. 

Glycine 

400 

MgS04-7H20 

400 

L-Histidine hydrochloride + H 2 O. . 

54 

MnS 04 4H20 

20 

L-Hydroxyproline 

20 

NaCl 

20 

DL-Isoleucine 

50 

FeSO^-THsO 

20 

DL-Leucine 

400 

Adenine 

100 

BL-Lysine hydrochloride 

300 

Guanine 

100 

BL-Methionine 

200 

Uracil 

100 

BL-Norleucine 

400 

Thiamine chloride 

2.0 

BL-Phenylalanine* 

160 

Pyridoxamine dihydrochloride . . . 

0.4 

L-Proline 

140 

Calcium pantothenate 

0.4 

BL-Serine 1 

240 

Riboflavin 

0.4 

BL-Threonine 

ISO 

Nicotinic acid 

0.8 

BL-Tryptophan 

400 

p-Aminobenzoic acid 

0.4 

L-Tyrosine 

390 

Biotin 

0.01 

DL -Valine 

240 

Folic acidf 

Solution brought to 1000 cc. vol- j 
ume, pH 6.8 | 

T 

30 t 




Omitted in phenylalanine determination, 
t Obtained through the courtesy of Dr. R. J. Williams, The University of Texas. 
i 30 7 of material of “potency 5000.*^ 


tococGUs faecalis (5, 13, 14) have been either proposed or used for the assay 
of phenylalanine. In this work the basal medium used for methionine (15) 
had to be modified to obtain an adequate curve with L. mesenteroides P-60. 
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determination of phenylalanine 


Table II 

Eecovery of Phenylalanine Added io Protein Hydrolysates 


Phenylalanine 


Protein hyarolj’sate 

In 

hydrolysate’ 

Added 

Total 

Forand 

Recovery 


y 

y 

7 

7 

per cent 

Barley, pearled 

3.13 

10.4 

13.53 

13.50 

99 


6.25 

10.4 

16.65 

16.75 

101 


9.38 

10.4 

19.78 

20.00 

101 

Egg, whole, dried 

13.8 

5.2 

19.00 

19.00 

100 


13.8 

10.4 

24.20 

24.50 

101 


6.9 1 

41.7 

48.60 

48.75 

101 

Ovalbumin 

1 13.35 

5.20 

18.55 

18.25 

98 


^ 13.35 i 

10.40 

23.75 

24.00 

101 


13.35 : 

15.60 

28.95 

29.00 

100 


6.68 

41.70 

48.38 

48.00 

99 

Ox muscle 

4.25 1 

15.6 

19.85 

20.00 

101 


8.50 

15.6 

24.10 i 

24.50 

102 


i 4.25 

f 41.7 

1 

45.95 

45.75 

99 


* Not corrected for moisture and asli. 


Table III 

Phenylalanine Content of Some Proteins and Foods Determined at Different 

Assay Levels'^ 


Assay level ofnaterial 

_ , _ 

Phenylalanine found 

Ovalbumin , Brazil nut meal j Dry skim milk 

Oatmeal 

White rice 

7 

y 

per cent \ 7 

-per cent I 7 ' per cent 

7 

per cent 

7 

per cen: 

100 

6.70 

6.70 i 

1 





200 

13.50 

6.75 3.40 

1.70 i 3.10 i 1.55 





300 

20.50 

6 . S3 i 






400 

26.80 

6.70 ! 6.75 

1.69 6.25 ! 1.56 





500 



: i 

3.50 

0.70 



600 1 


10,50 

1.75 : 9.50 : 1.58 





soo 


13.80 

1.73 ;13.00 i i.62 





1000 


’ 

; 1 

7.0 

0.70 

3.30 

0.33 

1500 : 


1 


10.75 ; 

! 0.71 ! 



2000 i 


! 

1 I :14.75 

0.74 

6.90 

0.34 

3000 j 


j 

j i 



10.30 ■ 

0.34 

4000 I 





j 

13.25 

0.33 

Average 


i 6.75 i 

1.72 ; ; 1.58 


0.71 


0 

CO 


* Not corrected for moisture and ash. 


The new basal mediiiin (Table I) shows pyridoxine replaced by pyridox- 
amine (16) j arginine increased from 96 to 416 mg. per liter (17), tyrosine 
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increased 3-fold, iioiieiicine increased from 120 to 400 nig., and L-metiiio- 
iiiiie and L~tryptophan replaced by the dl compounds. 

The recpiirement for exti^a tyrosine is interesting, as it has been sho\TO 
by other workers (18-20) that there is a relationship between tyrosine and 
plieiiylalanine utilization. 


EXPERIMENTAL 

Leuconosioc mesenteroides P-60 was employed in the assays described.^ 
Basal Medium — The basal medium is shonm in Table I. 

Table IV 


ReprodticihiUiy of Phenylalanine Content When Determined by Separate Assays'^ 


Material 

Assay 1 

Assay 2 

Average 


per cent 

per ceni 

per cent 

Barley, pearled 

0.63 

0.61 

0.62 

Conarachin 

4.00 

4.10 

4.05 

Corn germ, defatted 

0.79 

0.79 

0.79 

“ whole, vellow 

0.63 

0.61 

0.62 

Cottonseed fiour 

2.92 

3.03 

2.9S 

Edestin 

5.14 

5.00 

5.07 

Egg, whole, dried 

' 3.45 

3.24 

[ 3.35 

Ovalbumin 

6.6S ' 

6.75 

1 6.72 

Ox muscle * 

4.25 

I 4.11 

4.18 

Peanut flour 

3.13 

2.81 

2.97 

Rice, white 

0.34 

! 0.32 

0.33 

Wheat germ, defatted 

1.25 

1.26 

1.25 

“ whole 

! 0.70 

i 0.68 

0.69 

Yeast, dried, brewers’ ; 

j 1.67 

1 1.50 

1.58 


* Not corrected for moisture and ash. 


Assay Procedure — The procedures followed for the cultures, inoculum, 
and preparation of samples were identical with those described in other 
papers (15, 16). 

Preparaiion of Phenylalanine Standards — ^L-Phenylalanine was used to 
prepare the standard curve (Fig. 1). The titration values on this curve 
were not altered by the addition to the medium of 1.2 mg. of any of the 
other nineteen amino acids. 

Recovery of phenylalanine added to hydrolysates of barley, dried egg, 
ovalbumin, and ox muscle gave results well within the experimental error 
for this type of assay (Table II). 

Table III sho-ws values found for ovalbumin and several foods at differ- 

^ Obtained from the American Type Culture Collection, Georgetown University 
School of Medicine, Washington, D. C. 
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Table V 

Phenylalanine Content of Some Proteins and Foods 


Percentages calculated for ash and moisture-free material. 


Material 

N 

I Phenylalan- 
; ine 

Values from literature 


per cent 

per cent 


AracMn i 

18.30 

6.96 

6.03 (21), 5.5 (22) 

Casein. 1 

16.07 

4.89 

3.7 (2), 5.45 (5), 5.3 (8), 5.9 (9), 
4.9 (11), 5.2 (12), 5.1 (13), 
3.99 (21), 4.77 (23), 5.5 (24), 
5.71 (25) 

Coconut globulin 

17.42 

5.10 

2.05 (26) 

Conaraeliin ' 

18.20 

4.32 I 

3.29 (21) 

Cottonseed dobuiin. 

18.00 

8.13 j 

9.1 (27) 

Edestin 

18.55 

5.43 

4.2 (2), 5.45 (4), 5.22 (5) 

Gelatin (Bacto)... 

18.32 

2.33 

2.2 (8), 2.3 (9), 1.57 (21), 2.24 
(23), 2.45 (25) 

Glvcinin 

17.30 

5.82 


Lactalbuniin ' 

15.39 

3.59 

3.7 (8), 3.63 (21), 5.6 (22), 2.88 
(23) 

Ovalbumin (crystalline) ' 

15.98 

7.17 i 

7.9 (9), 6.0 (22), 6.18 (26) 

Ox muscle 

16.00 

4.58 

3.9 (8), 4.5 (22), 4.92 (28) 

Peanut, total globulins 

18.01 

5.75 


Phaseoliii (navy bean) ; 

16.07 

8.04 


Wheat bran globulin j 

17.76 

4.22 


Zein 1 

16.00 

7.30 

7.1 (22), 6.77 (25) 

Barley, pearled 

1.86 

0.68 : 

0.45 (13) 

Brazil nut meal 1 

9.03 

2.06 


Cora germ, defatted 

i 3.93 ! 

0.96 

1.37 (22), 0.71 (29) 

‘‘ whole, yellow 

2.22 : 

i 0.73 1 

0.74 (13), 0.62 (22) 

Cottonseed flour 

1 10.36 

1 8.40 

3.56 (13), 4.4 (22), 2.69 (29) 

Egg, whole, dried 

S.ll 

3.71 1 

3.0 (22), 3.09 (29), 3.24 (30) 

Aliik. drv, skim 

1 6.57 

1.82 1 

2.18 (9), 1.89 (12), 2.05 (13), 
2.36 (22), 2.25 (31) 

)atmeal 

i 2.73 

1 0.79 

; 0.82 (13), 1.18 (22) 

Peanut flour 

: 10.15 

^ 3.33 

j 3.43 (22), 1.79 (29) 

Peas, black-eved 

4.15 i 

J 1.34 ' 

i 

Rice, white 

1 1.26 1 

1 0.38 

0.49 (22) 

Rve, whole 

1.98 

1 0.56 

1 0.69 (9) 

Sov beau flour 

S,85 

' 

: 2.63 ; 

! 

2.93 (9), 2.71 03), 3.1 (22), 

I 2.84 (29), 2.93 (32) 

Wheat germ, defatted ! 

6.50 1 

1 1.41 

^ 1.7 (22), 1.66 (29) 

‘ ‘ whole I 

3.07 1 

: 0.7S 

^ 0.96 (9), 0.81 (13), 1.07 (22) 

Yeast, dried, brewersV ... ' 

7.71 ! 

i 1.79 

1 2.12 (9), 1.73 (29), 1.97 (33) 


ent assay levels. Data on the reproducibility of values found for a num- 
ber of materials uiien determined by separate assays are given in Table IV. 
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Tile results (Table T) found for the proteins and foods- agree €|iiite 
well ivith other microliiological values, but do not agree with most of the 
values obtained by chemical methods. This is not surprising in view of 
difficulties inherent in the chemical methods for this amino acid. 



Fig. 1. Standard curve for phenylalanine 
SUMMABY 

A microbiological method is described for the determination of phenylal- 
anine in proteins and foods with Leuconostoc niesenteroides. The results 
of assays on thirty-one proteins and foods agree closely with those ob- 
tained on the same materials by other microbiological methods. 
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Nucleohistones, tbe principal nucleoprotein components of cell nuclei, are 
insoluble in the moderately dilute salt solutions (0.10 to 0.15 m) uhicli are 
used to extract other tissue proteins. They may, however, be extracted 
from cell nuclei by NaCl solutions which are much stronger (1 m or more 
(1)) or much weaker (less than 0.02 m (2)). While the two types of ex- 
tract are chemically similar, they differ marked^ in physical properties, 
and the question arises as to which resembles most closely the ''native’^ 
nucleohistone. 

When nucleohistone is dissolved in m NaCl, it shows the high and anoma- 
lous viscosity and the birefringence of flow which are characteristic of free 
desoxA^-pentose nucleic acid. That the nucleic acid and histone are largely 
dissociated in this solvent has been shovm by several investigators (1, 3, 4). 
The water or dilute salt extracts on the other hand ordinarily do not show 
birefringence of flow, and usually have a low viscosity (1,2). When puri- 
fied preparations made from these water extracts have been characterized 
b}" sedimentation and diffusion methods, they have been found to possess 
a degree of molecular as 3 ^mmetry which, although high for a protein, is 
far less than that found for free desoxypentose nucleic acid (5, 0). Here 
the nucleic acid and histone components appear to be much more tightly 
bound to each other than in strong salt solutions. 

These striking differences have been attributed to three different factors. 
The first is the degree of dissociation of the nucleic acid-histone bond, which 
seems to depend upon the ionic strength of the solution. The second is 
the specific effect which ceidain ions such as iodide have on the viscosity 
of nucleic acid solutions (7). The third factor is the action of the enztmie 
desoxtuibonuclease which is present in ail these extracts, and which de- 
polymerizes desoxypentose nucleic acid. This enzyme is inhibited in m 
N aCl but is veiy active in dilute salt solutions (1). Water extracts of 
nucleohistone made before this fact was realized have, therefore, probably 
suffered considerable degradation (2). In fact, even when the iiiicleo- 
histone is extracted in m NaCl, some enzymatic degradation may take 
place while the fibers are being spun in 0.14 m NaCl, especially when the 
■ enz\mie is present in high concentration, as it is in the spleen (8) . 

In order to obtain imdegraded nucleohistone it is evidently necessaiy 

Finney -Howell Research Foundation Fellow, 1947-48. 
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to cany out tlie preparation in the presence of an effective inhibitor of 
desoxAuiboniiclease. Stern and coworkers (6) have utilised arsenate for 
this purpose. Since desoxyribonuclease is specifically actix^ated by mag- 
nesium ioiij citrate, which binds magnesium ion, is an effective inhibitor 
of this eiizpne (9), and should be of particular value in the isolation of 
imdegraded niicieohistone. 

In this laboratory the extraction and purification of niicieohistone from 
beef spleen liaA-e been carried out in the presence of citrate. Molar NaCl 
extracts made by this method have a much higher viscosity than extracts 
made without citrate. l^Tien such a m NaCl extract is dialyzed against 
O.OOi M citrate the nucleohistone precipitates as fibers, then redissolves to 
give a solution which has the same high viscosity and flow birefringence 
as the M NaCl solution, although the nucleic acid and histone are tightly 
bound to one another. 


Methods 

Preparation of Niicieohistone — ^Beef or veal spleen, obtained within half 
an hour of the death of the animal, was chilled on cracked ice and cubed. 
Approximately 100 gm. were homogenized in the Waring blendor with 250 
cc. of 0.15 M NaCl or 0.05 m sodium citrate. In later experiments the 
spleen was cubed, frozen rapidly on dry ice, and stored in a deep freeze 
cabinet. The use of frozen spleen has two advantages; the tissue is brittle 
and easity homogenized in the blendor, and heating effects are reduced. 
Since no difference could be seen between the nucleohistone prepared from 
fresh or frozen tissue, all the experiments reported here were made on the 
frozen material. All operations were carried out in a cold room at 4° or 
less. 

The first preparations, made b}" the method of Mirsky and Pollister (1) 
(in which only sodium chloride is used), had a low and variable viscosity. 
The procedure was then modified so as to insure the presence of an enzyme 
inhibitor, citrate, at all times. In the preliminary washing of the tissue 
the 0.15 M sodiimi chloride was replaced by 0.05 m sodium citrate adjusted 
to pH 7.0 with hydrochloric acid. The washing was repeated until the 
supernatant solution gaA^e ver}- little precipitate with 5 per cent trichloro- 
acetic acid. The tissue was then washed once with 0.01 m sodium citrate, 
pH 7.0, and extracted with m sodium chloride. In the first preparations 
0.05 M citrate was added to the m sodium chloride; but since solubility 
measurements on the purified nucleohistone showed that the presence of 
this amount of citrate decreased the solubility of the nucleohistone the 
citrate concentration was reduced to 0.01 m in later experiments. The 
viscous extract was cleared by centrifugation at 20,000 X g for 45 minutes, 
and poured into 6 volumes of water. The nucleohistone precipitated as 
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long fibers, -which were washed quickly in O.lo m sodium chloride and dis- 
soh^ed in 1.0 m sodium chloride containing 0.01 m sodium citrate, at pH 
7.0. It was sometimes necessar 3 ^ to use a glass homogenizer to get the 
fibers into solution. The precipitation was repeated three or four times, 
and the final product kept in 1.0 m sodium chloride-0.01 m citrate solution. 

In order to obtain stable solutions of nucleohistone in dilute salt, 25 
cc. portions of the strong salt solution were dial^^zed, with stirring, against 
6 liters of 0.001 m sodium citrate. After 2 hours the nucleohistone pre- 
cipitated, and after about 20 hours it redissolved completely. 

High Speed Centrifugation Experiments — ^Nucleohistone solutions in M 
NaCl with 0.01 m citrate and in 0.001 m citrate were spun in the preparative 
rotor of an air-driven ultracentrifuge for 2 hours at 180,000 X g. The 
top 2 cc. were removed from each tube with a syringe and square tipped 
needle, and the samples combined. Successive lower la\"ers were removed 
in the same waju Each la^^er was analyzed for nitrogen and phosphorus, 
and its ultraviolet absorption spectrum was determined. 

Sodium nucleate was prepared from the nucleohistone b}" the method of 
Hammarsten (10). 

Relative viscosity was measured in Ostwald viscometers at 25°. 

The ultraviolet absorption spectra were determined in a Beckman spectro- 
photometer. 

Nitrogen was measured hj semimicro-Kjeldahl analj^sis. 

Phosphorus was determined b\" the method of Fiske and Subbarow (11). 

Purine-hound desoxypentose was determined the diphenjdamine pro- 
cedure of Dische (12), with tht^mus nucleic acid as the standard. 

Pentose 'nucleic acid was measured on a 5 mg. sample of sodium nucleate 
by the phloroglucinol reaction of von Euler and Hahn (13), with 3 ’east 
nucleic acid as the standard. T\Tien the light absorption was measiued 
in the Becloiian spectrophotometer at 680 there was no interference 
by the desoxypentose nucleic acid. 

RESULTS AND DISCUSSION 

When nucleohistone was prepared from beef spleen hy washing and ex- 
traction with sodium chloride in the absence of an enzyme inhibitor, the 
final solutions in m NaCl had a low and variable viscosity. When 0.05 m 
citrate was used, the product gave a steep viscositx^-concentration curve, 
but gelled at concentrations above 100 y of phosphorus per cc. In solutions 
containing 0.01 m citrate the viscosity was still high, but could now be 
measured at concentrations up to 150 to 200 y of phosphorus per cc. The 
fact that the gel formation was more marked in 0.05 u than in 0.01 m 
citrate suggests that the citrate was responsible for this effect. Repre- 
sentative viscosity-concentration curves are shown in Fig. 1 . Because these 
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curves rise so steeply, the relative viscosity has been plotted on a logarith- 
mic scale. The lower part of the viscosity-concentration curve given by 
Mirsk}?' and Pollister (1) for thymus nucleohistone in m NaCl has been re- 
produced here for comparison. These highly viscous nucleohistone prepa- 
rations also showed a strong birefringence of flow. The ability of citrate 
to inhibit desoxyribonuclease has also been utilized by Chargaff and Zameii- 



GAMMA OF PHOSPHORUS PER c.c. 

Fig.1, The viscosity of beef spleen nucleohistone preparations made in the pres- 
ence of varying amounts of citrate. Ail solutions contained m NaCl. X no citrate, 
O 0.05 M citrate, • 0.01 m citrate, -h thymus nucleohistone, no citrate (from IMirsky 
and Pollister (1) j. 

Ilof (14) for the preparation of highly polymerized desoxypentose nucleic 
acid from yeast. 

Upon dialysis against 0.01 m sodium citrate the nucleohistone precipitated 
in fibrous form, then redissolved completely to give a solution of unchanged 
nitrogen to phosphorus ratio. This solution had a viscosity almost as high 
as that found in m NaCl (see Fig. 2), and showed an equally strong flow 
birefringence. When 0.2 volume of o.O m NaCl was added, the nucleo- 
histoiie precipitated as fibers, then redissolved to give a solution of the same 
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viscosity as that of a 0.001 m citrate solution of the same conceiitratioii. 
When this soliition was allowed to stand in the cold for 1 or more days, 
its viscosity (measured at 25^) increased somewhat, as sho\m in Fig. 2. 

When these preparations were dialyzed against veronal buffer for electro- 
phoretic analysis, they precipitated and dissolved in the same way. In 
one experiment, made on a 0.3 per cent solution in a buffer containing 0.02 



Fig. 2. The effect of the removal of sodium chloride on the viscosity of beef spleen 
nucleohistone. • u NaCl -f- 0.01 m citrate, ■ 0.001 m citrate, A 0.001 m citrate 
4- M NaCl, A 0.001 m citrate 4- m NaCl, 7 days later. 

M veronal, 0.01 m NaOH, and 0.01 m NaF, at pH 7.5, a mobility of — 14 X 
10“^ sq. cm. per sec. per volt was found. A second experiment was made 
on a 0.15 per cent solution in a buffer containing 0.02 m veronal, 0.01 M 
NaOH, and 0.001 m sodium citrate, at pH 7.5; -here the mobility was 
— 20.1 X 10“^. In both experiments only one boundary was seen, but 
since the extremely high viscosity of these solutions could prevent the 
separation of components of different mobility, this cannot be considered 
evidence of homogeneity. 

When the nucleohistone was centrifuged at 180,000 X g in 1.0 m NaCl 
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plus 0.01 M citrate al^out 20 per cent of the protein nitrogen remained in the 
upper la5'ers, while the phosphorus Avas almost completely’' removed (see 
Table I) . The ultraviolet absorption curves obtained on the top two layers 
were characteristic of protein, with maxima at 275 and minima at 250 
The lower layers were extremely viscous; their nitrogen to phosphorus ra- 
tios were somewhat higher than that of the original iiiicleohistoiie and their 


Table I 

Sedimentation of Spleen Nuclcohistone 


Solvent 

Fraction 

N 

P 

N :P ratio 

Ultraviolet absorption 

Exper- 
iment i 

Exper- 
iment 2 

Exper- 
iment 1 

Exper- 
iment 2 

Exper- 
iment 1 

Exper- 
iment 2 

curve 



7 per 
cc. 

7 per cc. 

7 per 
cc. 

7 per 
cc. 




M NaCl -f 

Original 

S65 

703 

255 

1S5 

3.39 

3. so 

Typical imcleo- 

0.01 M 








histone 

citrate 

0-2 cc. 

73 

S7 

1.1 

1.3 

66 

67 

Histone 


2-4 

106 

129 

2.5 

3.4 

42 

38 

1 


4-6 “ 

486 

365 

120 

78 

4.05 

4.67 

Nueleohistone 


6 ce. to 


S72 


1S6 


4.69 

i ( 


gel 

Pellet 


3522 


1125 


3.13 

Between iiucleo- 


i 

1 

i 

i 






1 histone and nu- 
cleic acid 

i 


( 

j 

I Exper- 
j iment 3 

1 

1 Exper- 
iment 4 

Exper- 

iments 

Exper- 
iment 4 

Exper- 
i iment 3 

; Exper- 
, iment 4 


0.001 M 

1 Original 

397 

664 

106 

ISO 

3.74 

; 1 

I 3.691 

• Nueleohistone 

citrate 

1 0-2 cc. 

7 * 

4,3* 

1 

1.2 

I 7* 

1 3.6* 

and 


1 


i 



1 

! 

! 

extra histone 


; 2-4 

10 

8.7 

2 

i 

5 

! 5.4 

cc a 


i 4-6 “t 


857 


! 250 

1 

’ 3.42| 

Nueleohistone 


: 6-7 “t 

I 1270 

2548 

346 

1 628 

1 

1 3.66 

1 4.06: 

1 1 

iL 


^ Values too small for accurate measurement. 
tGel. 


ultraviolet absolution curves also indicated a slight excess of protein. In 
the pellets at the bottom of the tubes, on the other hand, both chemical 
analysis and ultraviolet absorption indicated a greater concentration of nu- 
cleic acid over histone. These results are similar to those of Mirsky and 
Pollister (1), who found that when thymus nueleohistone is centrifuged in 
M ISIaCl the nucleic acid sediments more rapidly than the histone. The 
dialysis studies of Cohen (3) and the ultracentrifugal data of Stern and 
Davis (4) provide further evidence that histone and nucleic acid are par- 
tially dissociated in strong salt solutions. 
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In 0.001 M citrate, on the other hand, the histone was sedimented with 
the nucleic acid; onl}’’ traces of either remained in the upper layers. The 
lower layers had nitrogen to phosphorus ratios and ultraviolet absorption 
curves very like those of the original niicleohistone solution (see Table I). 
These results demonstrated that in 0.001 m citrate solution the nucleic acid 
and histone were not appreciable^ dissociated. Since these nucleohistone 
preparations showed the same high viscosity and flow birefringence as the 
solutions in m XaCl and had retained their ability to precipitate in fibrous 
form, they must still have been composed of highly aseunmetrical particles. 
Nucleohistone can, therefore, show the properties of a linear molecule even 
when the nucleic acid and histone are firmly bound. 

In both the i^i NaCi and the dilute citrate experiments the residual chro- 
mosomes described by ]Mirsky and Ris (15) formed opaque pellets at the 
bottom of the centrifuge tubes. In Experiment 4, in 0.001 m citrate, the 
bottom layer was found to have a higher nitrogen to phosphorus ratio 
than the original nucleohistone (see Table I). This is in agreement with 
Mirsky’s finding that the residual chromosomes have a lower nucleic acid 
content than the nucleohistone. 

The nucleohistone in the intermediate layers, from which the residual 
chromosomes had been removed, had a nitrogen to phosphorus ratio of 
3.4, somewhat lower than that of the original extract. This appears to 
be the best value for the nitrogen to phosphorus ratio of nucleohistone free 
of residual chromosomes. The nitrogen to phosphorus ratios obtained on 
the total nucleohistone extracts (after several reprecipitations) varied from 

3.9 to 3.4. This variation probably means that different amounts of re- 
sidual chromosomes were carried through the nucleohistone isolations. 

The nucleic acid was prepared from spleen nucleohistone in the form of 
the sodium salt. Its ultraviolet absorption curve was similar to that of a 
th^nnus nucleate prepared by a modification^ of the method of Giilland, 
Jordan, and Threlfall (16). The spleen nucleate contained 9.3 per cent 
phosphorus and 15.1 per cent nitrogen; the theoretical values are 9.4 and 

15.9 per cent for sodium nucleate containing adenine, guanine, thymine, 
and cytosine in equal amounts (16). A low nitrogen content, 15.5 per cent, 
was also found Giilland et ah in their thymus nucleate (16). The con- 
centration of purine-bound desoxypentose was 105 per cent that of a thymus 
nucleic acid preparation of the same phosphorus content. The nucleate 
also contained about 2 per cent of pentose nucleic acid, an amount similar 
to that found by von Euler and Hahn in nucleic acid preparations from 
thjmius and liver nuclei (13). In this laboratory small amounts of pentose 
have been found in thymus nucleates prepared b}- either the Hammarsten 
(10) or Giilland (16) procedures. 

^ •Petermann, M. L., and Mason, E, J., unpublished experiments. 
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The nitrogen to phosphorus ratio of the sodium nucleate was 1.63, while 
that of the nucleoliistone free of residual chromosomes was 3.42. The 
nucleohistone therefore contained close to 50 per cent of histone. 

Whether the treatment with strong sodium chloride and with citrate has 
caused any irreversible changes in the nucleohistone molecule is not yet 
known. It has been claimed that the fibrous nature of nucleohistone in 
M NaCl is evidence of denaturation and that the ^‘native nucleoprotein” 
isolated with the use of arsenate as an enzyme inhibitor is a relatively sym- 
metrical molecule (6). In an attempt to answer this question we have be- 
gun the study of nucleohistone extracted from nuclei by water instead of 
by M NaCl. 

When nucleohistone is extracted from spleen nuclei by water, the extracts 
are unstable even in the presence of citrate. Since the thymus contains 
much less desoxyribonuclease than the spleen, it was thought advisable to 
study water extracts of thymus nuclei washed with 0.05 m citrate. These 
extracts have a viscosity as high as that found in m NaCl. They do not 
exhibit the strong flow birefringence which is found with the strong salt 
extracts, but do show the “silkiness” characteristic of asymmetrical par- 
ticles in suspension. When the salt concentration is increased to 0.15 m, 
the nucleohistone precipitates as fibers which have the spontaneous bire- 
fringence described by Cohen.- On repeated precipitation some prepara- 
tions retain their high viscosity in water solution and their ability to 
precipitate as fibers, while others do not. Ahlstrom, von Euler, and Hahn 
(17) have also obtained highly viscous water extracts of nucleohistone, from 
thAmius nuclei isolated in citric acid. The results of these experiments are 
far from conclusive ; they do, however, suggest that the native nucleoprotein 
is present in the nucleus in a far more asymmetrical form than that found 
for the arsenate preparations (6). 

sum:vl\ry 

1. Nucleohistone preparations of high viscosity can be prepared from 
beef spleen by extraction with m NaCl in the presence of 0.01 m sodiiiiii 
citrate. 

2. On dialysis against 0.001 m citrate the nucleohistone precipitates as 
fibers, then redissolves to give a solution of only slightly decreased vis- 
cosity, which still shows birefringence of flow. High speed centrifugation 
experiments show that in this solvent the nucleic acid and histone are 
tightly linked. Nucleohistone can, therefore, show the properties of a lin- 
ear molecule even when the nucleic acid and histone are firmly bound. 

3. Sodium nucleate prepared from the spleen nucleohistone resembled 

^ Cohen, S. S., personal communication. 
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tli3Tniis nucleate in its ultraviolet absorption characteristics and in its con- 
tent of nitrogen, phosphorus, purine-bound desox\’'pentose, and pentose. 

The authors gratefully acknowledge the cooperation of Sidney S. Fiirst 
in carrying out the high speed centrifugation experiments. Some of the 
expenses of this investigation were defrayed hy a grant from the James 
Foundation of New York, Inc. 
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THE APPLICATION OF STRUCTURAL ANALOGUES TO 

ENZYMATIC STUDIES^ 

I. STUDIES ON THE MODE OF ACTION OF BIOTIN ANALOGUES 

By a. E. .AXELROD, S.ARAH ELLEN PURVIS, and KLAUS HOFMANN 

{From the Institute of Pathology , Western Pennsylvania Hospital^ and the De'partmmt 
of Clieinisiry, University of Pittsburgh, Pittsburgh) 

(Received for publication, June 30, 1948) 

In recent coinmimications (1, 2) the synthesis of a number of biotin 
analogues was described, and their antagonistic effects towards biotin and 
oxybiotin for a variety of microorganisms have been presented. Since it 
seems reasonable to assume that biotin functions as a constituent of an 
essential enzyme system, the grovi^hdnhibiting properties of the antago- 
nists may be due to their interference with either the bios}mthesis or func- 
tioning of this system. In 1944, Winzler, Burk, and du Vigiieaud (3) 
observed a pronounced stimulatory effect of biotin upon the fermentation 
rate of biotin-deficient yeast. It appeared to us that their test system 
would be well suited for further studies of the mode of action of our an- 
tagonists. These compounds were found to counteract the stimulatory 
effects upon the fermentation rate of yeast of both biotin and ox^^biotin. 
The inhibitory effects were noted only when the inhibitors were added 
prior to the vitamin. This indicated that the antagonists function by 
preventing the fixation of biotin to certain cellular constituents and are 
without effect upon the enzymatically active form (“bound’’ biotin). 

Methods 

The experimental procedures employed in this study were patterned after 
those of Winzler, Burk, and du Vigneaud (3). 

The basal medium employed for the grot^Th of the yeast Saccharomyces 
cereiisiae 139 was the Hertz modification (4) of the medium described by 
Snell, Eakin, and Williams (5), vith the omission of the casein liydi'olysate. 
Growth on this medium was negligible but could be stimulated by either 
biotin or oxybiotin. The “high” biotin and ox 3 ^biotin media contained 5 
mj (millimicrograms) of biotin and 10 m 7 of oxj^biotin per 10 ml., re- 
spectivel}^, and jdelded maximum growth. Poor growth was obtained on 
the “low” biotin and ox 3 "biotin media which contained 0.08 mj of biotin 
and 0.5 my of ox 3 "biotin per 10 ml., respectively. 60 ml. portions of the 
various media were sterilized by autoclaving at 15 pounds for 10 minutes. 

* Supported in part b3^ grants from the American Cancer Society recommended by 
the Committee on Growth of the National Research Council. 
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After cooling, eacli flask was inoculated with a saline suspension of yeast 
grovm for 24 hours of wort agar slants. After 20 hours incubation at 30°, 
the resulting yeast suspension was centrifuged and washed twice with the 
salt solution^ used in the groA\i}h medium. The yeast was finally re- 
suspended in the salt solution and suitable aliquots taken for the metabolic 
studies. The yeast concentration of these aliquots was determined by 
turbidity measurements in a Lumetron photocolorimeter and a calibration 
curve relating turbidity reading to dry weight. 

Bespiratioii (oxygen consumption) and fermentation (carbon dioxide 
production) measurements were made at 30° with constant volume War- 
burg manometers. The respiration rates were determined with air as the 
gas phase and 0.2 ml. of 10 per cent potassium hydroxide in the inner well 
Gaseous phases of air and purified nitrogen were used for the aerobic and 
anaerobic measurements of fermentation, respective!}". The conclusions 
draATO from the measurements under aerobic and anaerobic conditions were 
essentially the same. Since the majority of the fermentation studies were 
performed aerobically, only the aerobic fermentation rates will be pre- 
sented. The oxygen uptake usually neglected in calculating the aero- 
bic fermentation rates, since it was small compared to the carbon dioxide 
evolution. The following constituents Avere alAA^ays present in each War- 
burg flask: 0.5 ml. of the yeast suspension in the salt solution,^ 0.5 ml. of 
the salt solution, and 40 mg. of glucose. The final liquid volume per flask 
was adjusted to 2.0 ml. AA"ith solutions of biotin, oxybiotin, aspartic acid, 
and inhibitors as indicated in the text. All experiments were conducted 
at 30° and pH 4.0. At the conclusion of each experimental run, the tur- 
bidity of the flask contents Avas determined. Cell counts Avere also oc- 
casionally performed. In no case AA’-as any significant amount of groAA"th 
obtained. 


EXPERIMENTAL 

Effects of Biotin and Oxybiotin on Yeast Metabolmn— It has been reported 
(3) that the fermentation and respiration rates of a biotin-deficient yeast 
are considerably lower than those of a normal yeast. We have confirmed 
these obseiwations and, in addition, have shoAAm that these metabolic 
processes were also markedly lowered in an oxybiotin-deficient yeast, 
yeast grovui in the presence of suboptimum amounts of dZ-oxybiotin 
(0.5 my per 10 ml). These results are presented in Table I. 

^ Throughout this study the concentration of the salt solution added to the War- 
burg flasks was twice that used in the growth medium. The pH of this solution 
was always adjusted to 4.0 before use. Each ml. contained 5 mg, of ammonium 
sulfate. 

2 Amounts of dry yeast ranging from 0.5 to 5.0 mg. per flask were employed. 
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The ‘'Tiotiii effect/’ i.e, the stimulatory effect of biotin upon the fer- 
mentation rate of a biotin-deficient yeast (3), has also been observed in this 
laboratory. Oxybiotin could elicit a similar increase in an oxybiotin- 


Tablb I 

Respiration and Fermentation Rates of^^High^’and Biotin and Oxybiotin Yeasts’^ 


j Low biotin j 

I 1 

High biotin 

i 

; Low oxybiotin 

1 High oxj’biotin 

00 

6 

1 

61 

! IS 

48 

0 

1 — ( 

6 

0 

370 

i 194 

i 376 


* The yeasts were grown as described in the previous section. The symbols 
— Q 02 and Qco- represent respiration and aerobic fermentation, respectively, expressed 
in c.mni. per hour per mg. of dry weight. The Q values were constant during the 
experimental period of 2 hours. Each Warburg flask contained yeast, salt solution, 
and glucose as indicated in ^‘Methods.” All constituents were combined before 
temperature equilibration. 



Fig. 1 . The effect of oxybiotin on the aerobic fermentation of “low” oxybiotin 
yeast. 1.7 mg. of yeast per flask; oxybiotin added as indicated; other conditions 
identical with those described in Table I. 

deficient yeast, as illustrated in Fig. 1 {‘'oxybiotin effect”)* lo- this re- 
spect biotin was more effective than oxybiotin. A similar situation exists 
Avith regard to the groAvth-stimulating properties of these ttvo compounds 
for yeast, ox^hiotin having only 25 per cent of the growth-promoting 
potency of biotin. The fermentation-stimulating activity of oxybiotin 
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was also approximately 25 per cent that of biotin. It appears^ therefore j 
that the effects upon growth correlate well with the metabolic effects j thus 
emphasizing the significance of the enzymatic role of biotin and oxybiotin 
in the growth process. As previously noted for the ^hiotin effect” (3)^ 
the stimulation by oxybiotin could be obtained only in the presence of 
animoiiiiim sulfate. 

Effect of Structural Analogues of Biotin on MetahoUc Processes of Yeast — * 
The three compounds depicted have been shown to inhibit the growth- 
promoting properties of both biotin and oxj^biotin. Their ability to 
counteract the above ''biotin and oxybiotin effects” on fermentation have 
now been investigated. The antagonistic activity of oxybiotinsulfonic 
acid is illustrated in Fig. 2. 

0 

ii 

/C\ 

HN XH 

I i 

HC CH 

HoC" "CR, 

'c C— (CHo)«— -COOH 

Ho H 

7-(3 , 4 -Ureylenecyclohexyl)- 
buty'ric acid^ 

0 

l! 

/C\ 

HX NH 

I I 

HC CH 

I I 

me CH— (cho)4— SO3H 

\ / 

o 

Oxybiotinsulfonic acid 

It may be seen that the basal fermentation rate was not affected by 500 7 
of the inhibitor (Curve I). However, the stimulatory effect of 20 my of 
oxybiotin (Curve III) could be completely abolished by 500 7 of the in- 
hibitor added prior to the oxybiotin (Curve I). The stimulatory effect of 
biotin could also be inhibited by this analogue. The behavior of the other 

^ Tie are indebted to Dr. J. P. English, of the American Cyanamid Company for 
the 7-(3,4-ureylenecyclohexyl)-butyric acid. 
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Fig. 2. Inhibition of the fermentation-stimulatory effect of oxybiotin by oxybiotin- 
sulfonic acid. Each flask contained 1.8 mg. of “low” oxybiotin j^east; oxybiotin- 
sulfonic acid added before temperature equilibration; other conditions as described 
in Table 1. Curve I, fermentation rate under three different experimental condi- 
tions: (1) no addition, (2) 500 y of inhibitor, and (3) 20 my of oxybiotin + 500 y of 
inhibitor; Curve II, 20 my of oxybiotin -f 20 y of inhibitor; Curve III, 20 my of 
oxybiotin. 


Table II 

Inhibitory Effects oj Biotin Analogues on Stimulation of Yeast Fermentation and Growth 
Due to Biotin and Oxybiotin 


Biotin analogue 

Inhibition, ratio* 

Biotin 

Oxybiotin 

1 Fermentation 

Growthf 

Fermentation 

Growthf 

y-(3 , 4-Ureylene cyclohexyl) - ■ 

1,000,000 


75,000 


butyric acid 



1 

! 


Homooxybiotin 

375,000 

445,000 

3,750 

7,400 

Oxybiotinsulfonic acid 

600,000 

1,460,000 

1 5,000 

16,600 


* Mliimicrogranis of inhibitor necessary to abolish completely the effect of 1 my 
of biotin or oxybiotin upon either fermentation or growth, 
t Unpublished observations (Axelrod and Hofmann). 


two compoimds was found to be similar to that of oxybiotinsulfonic acid. 
The effects of the three inhibitors upon the fermentation-stimulating 
activities of both biotin and oxybiotin are shown in Table II. The con- 
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ditions of these experiments were identical those described in Fig. 2. 
Varying quantities of the inhibitors were added before temperature eqnili- 
bration. Biotin (1 m 7 ) and oxybiotin (20 1117 ) were added 30 minutes 
after the zero reading. In this manner, the minimum amount of inhibitor 
necessary to nullify the stimulatory effects was determined. For compari- 
son, the grmAdh-inhibiting potency of the analogues is also reported in 
Table II. It is apparent that the inhibition ratios for oxybiotin are con- 
siderably smaller than those for biotin. This indicates that both the fer- 
mentation and groulh-stimulating activities of oxybiotin are more easily 



Fig. 3. Effect of aspartic acid on the fermentation of a biotin-deficient yeast. 
Each flask contained 3.9 mg. of j^east; biotin (5 m7) and L-aspartic acid (800 7) 
added as indicated; 7 mg. of 7-(3,4-ureylenecyclohexyl)-butyric acid added before 
temperature equilibration; other conditions as described in Table I. Curve I, fer- 
mentation rate under two different conditions, (1) no additions, (2) biotin -{- in- 
hibitor; Curve 11, fermentation rate under two different conditions, (1) aspartic acid, 
(2) aspartic acid -f inhibitor; Curve III, biotin. 

counteracted than those of biotin. The above correlation between meta- 
bolic effect and growth is again evident. The competitive nature of these 
inhibitions is indicated by the constancy of the inhibition ratios both for 
grovth and fennentation over a wide range of biotin or oxybiotin concen- 
trations. 

In another set of experiments, the inhibitors were added 20 minutes 
after the biotin or oxybiotin. Under these conditions none of the inhibitors 
was able to prevent the progressive increase in the fermentation rates. 

Sitmulatory Activity of h-Aspartic Acid — ^As seen in Fig. 3, L-aspartic 
acid w'as capable of stimulating the fermentation of a biotin-deficient yeast 
in the absence of added biotin (Curve II). In the absence of ammonia, 
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the ability of biotin to stimulate fermentation was markedly curtailed; 
however, the stimulatory activity of aspartic acid was not affected. Similar 
results have been obtained by Winzler et al. (3). Of interest was the ob- 
servation that amounts of inhibitor which were capable of completely 
suppressing the activity of biotin were without effect upon the stimu- 
lation by aspartic acid (Curves I and II). 

DISCUSSION 

In recent years many structural analogues of vitamins have been pre- 
pared and their ability to antagonize the grovdh-promoting effects of the 
parent compound has been fulh^ investigated. It has been frequentl}^ sug- 
gested that the analogues might serve as effective tools in enzjnnatic studies 
relating to the mode of action of the vitamins. The experiments herein 
reported represent such a stud}^ and furnish some insight into the mechanism 
by which biotin analogues exert their grovdh-inhibiting effects. Since it 
is recognized that vitamins act as constituents of enzyme systems, the 
analogues could interfere with either the formation or the function of the 
active enzjmie. 

The observation that the antagonists counteract the ^ ^biotin effect” on 
fermentation only w'hen added prior to the vitamin strongly indicates a 
successful competition with biotin in the biosjmthesis of the enzymatically 
active complex (“bound” biotin). This complex may be regarded as a 
combination of either biotin or a biotin derivative with a specific protein. 
The inhibitors are unable to displace biotin or the biotin coenzyme from 
this combination and are incapable of interfering with its enzymatic func- 
tion. This affords a logical explanation for the inability of the analogues 
to affect the basal fermentation rates of yeast w'here the limiting factor 
seems to be the amount of biotin-enzjune present in the cells. Experiments 
reported by Winzler et aL (3) are of interest in this connection. These 
authors observed that the “biotin effect” w^as more rapidly established w’-hen 
the yeast was incubated with biotin prior to the addition of ammonia. 
It seems likely that during this “pretreatment” the vitamin w^as converted 
into the enzyme essential for ammonia assimilation. The inhibition of the 
“biotin effect” by azide or cyanide and the failure of these compounds to 
inliibit the basal fermentation rate (3) could also be similarly explained. 
Thus the inhibitory activities of azide or cyanide might be due to their 
ability to inliibit certain energy-pelding processes w^hich are necessary for 
the synthesis of the biotin-enzjme complex from biotin. 

A relationship between biotin and aspartic acid has been indicated both 
for 'microbial growdh (6, 7) and yeast fermentation (3). As showm by Winz- 
ler et al. (3) and confirmed in our experiments, aspartic acid is capable of 
stimulating yeast fermentation in the absence of both biotin and ammonia. 
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Of interest was our observation that the aspartic acid effect was not in- 
hibited by the biotin analogues. Thus one of the functions of biotin could 
be related to its ability to catalyze the formation of aspartic acid in this 
system. The mode of action of aspartic acid in yeast fermentation remains 
to be elucidated. 


SUMMABY 

Studies on the mode of action of structural analogues of biotin have been 
conducted with both biotin and oxybiotin-deficient yeasts. The following 
observations have been made: (1) The fermentation rate of both biotin and 
oxj^biotin-deficient yeasts w^as low^er than that of normal yeast. This rate 
could be markedly accelerated by either biotin or oxybiotin. (2) A number 
of biotin analogues vrere capable of inhibiting the ''biotin or oxybiotin 
effects” only w'hen added prior to the vitamin. (3) The stimulatory effect 
of aspartic acid on j’-east fermentation was not inhibited by the structural 
analogues. 

It was proposed that the structural analogues exert their growth and 
fermentation-inhibiting effects by pi-eventing the biosynthesis of an enzy- 
matically active complex from biotin. One of the functions of this com- 
plex may be related to the synthesis of aspartic acid, 
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THE SEPARATION AND QUANTITATIVE ESTIMATION OF 
PURINES AND PYRIMIDINES IN MINUTE AMOUNTS'^ 
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{From the Department of Biochemistry ^ College of Physicians and Surgeons, 
Columbia University, New York) 

(Received for publication, June 30, 1948) 

The investigation of an entire series of compounds of great biological 
importance, the nucleic acids, nucleotides, and related substances, has been 
impeded considerably by the lack of specific methods for the characteriza- 
tion and estimation of their nitrogenous constituents. Many problems 
concerning the composition, metabolism, and biological functions of these 
substances cannot even be approached owing to the absence of sufficiently 
simple and widely applicable procedures. 

The older methods for the determination of the total quantity of purines, 
reviewed by Jorpes (4), did not permit the identification of individual 
components. They were based, in the main, on the estimation of the 
nitrogen content of the purine mixtures precipitated with silver (5) or 
copper (6). A microprocedure founded on similar principles was described 
by Graff and Maculla (7). The introduction by Schmidt (8) of specific 
enzymes for analytical purposes represented a definite advance. More 
recently, Kalckar (9) made very elegant use of a combination of enzymatic 
and spectroscopic methods for the microestimation of individual purines. 
The attempt to determine the adenine content of purine mixtures by means 
of an adenine-deficient Neurospora mutant (10) has not yet given reliable 
results (11). 

The pyrimidines have been neglected to an even higher degree. No 
specific methods seem to be available, and this has certainly handicapped 
our understanding of this important class of substances. 

The procedure presented in this paper comprises essentially three steps: 
(a) the separation of the mixtures into individual components by means of 
chi’omatography on paper strips (12), (6) the demonstration of the number 
and position of separated compounds by their conversion into suitable 
metal salts, (c) the identification of the separated purines and pyrimidines 

* This work has been supported by a research grant from the United States Public 
Health Service. Brief notes on some of its phases have appeared (1, 2); it was also 
discussed at the Cold Spring Harbor Symposium on Quantitative Biology, June, 1947, 
(3) and at the Fourth International Congress for Microbiology in Copenhagen, July, 
1947. 

t Swiss-American Student Exchange Fellow. 
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througli the shapes of their characteristic absorption curves in the ultra- 
violet and their quantitative estimation from the extinction values. 



Fig. 1 . Schematic representation of the position on the paper chromatogram of 
tie purines and p^Timidines following the separation of a mixture. The numbering 
of the columns corresponds to the experiment numbers in Table I. 4 adenine G 
guanine, H hypoxanthine, X xanthine, U uracil, C cytosine, T thymine. The condi- 
tions under which the separations were performed are indicated at the bottom, a 
acidic, w, neutral, B 7i-biitanol, M morpholine, D diethylene glycol, Co collidine O 


As presented here, the method applies to the separation and micro- 
estimyion of all purines and pyrimidines normally found as constituents of 
nucleic acids, i.e. adenine, guanine, uracil, cytosine, and thymine. The 
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separation and identification of xanthine and hypoxanthine likewise are in- 
cluded, but the description of the quantitative determination of these 
purines, which has been achieved by similar methods, will be presented 
later in another connection. The procedures can doubtless be extended 
to other substances with characteristic absorption, such as uric acid, the 
pterins, etc. The following; paper (13) and investigations on various 
desoxypentose nucleic acids to be published shortly will illustrate the ap- 
plication of the method to the study of nucleic acid composition. Other 
uses, especially for the determination of individual purines and pyrimidines 
in tissues and body fluids, the separation of nucleotides, etc., will be dis- 
cussed at subsequent occasions. 

The procedures described here should, by offering a map, as it were, of 
the purine and pyrimidine composition of a mixture, be particularly adapted 
to the detection of unexpected components. The range within which the 
bases can be separated and determined lies between 5 y and 40 to 50 7. 
At the optimum concentration, i.c. with about 20 7 of each substance, the 
accuracy is dz4 per cent for the purines and even better for the pyrimidines, 
if the averages of a large series of determinations are considered. In 
individual estimations the accuracy is about ±6 per cent. Larger amounts 
cannot be separated satisfactorily, because then the adsorption zones tend 
to become diffuse. Should the necessity arise to demonstrate very small 
amounts of one purine or pyrimidine in the presence of relatively large 
quantities of the others, it would, therefore, be advantageous to resort to a 
preliminary fractionation of the bases by different means before the frac- 
tions are subjected to the separation procedures discussed here. 

Attention may be directed to a comparison of the efficiency of different 
solvent systems in effecting separation, as illustrated in Fig. 1 . This may 
be of interest, since the choice of solvents will necessarily be governed by 
the type of separation that is to be performed. 

EXPERIMENTAL 

Material 

Adenine Avas a synthetic preparation (14), obtained through the courtesy 
of Dr. M. Hoffer of Hoffmann-La Roche, Inc,, Nutley, New Jersey. 

Guanine (Eastman Kodak Company) was three times recrystaliized 
from HCl as the hydrochloride and then regenerated, 

Hypoxanthine w^as a synthetic preparation.^ Xanthine (Eastman Kodak 
Company) was twice recrystaliized from water. 

Uracil and thymine (Schwarz Laboratories, Inc., New York) were twice 
recrystaliized from ^Yate^. 

^ We are grateful to Dr. J. A. Aeschlimann, Hoffmann-La Roche, Inc., Nutley, New 
Jersey, for this specimen. 
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Cytosine was prepared from uracil the method of Hilbert and Johnson 

(15) J It. was. twice recrystallized from water. 

All substances used gave satisfactory elementary analyses. 

■The solvents employed were commercial preparations. Morpholine 
(Carbide and Carbon Chemicals Corporation) was rectified, b.p. 138°. 
Quinoline and collidine (crude), both supplied by the Koppers Company, 
Inc., were distilled. 

The filter paper used for chromatography was Schleicher and Schlill, 
No. 597. 

Selection of Solvent Systems for Separation 

In Table- I, the positions on the paper chromatogram of the several 
purines and pyrimidines, examined in a variety of solvent mixtures, are 
indicated. . This is done by listing the Rp values (12), i,€. the proportion 
of the distances of the starting point from the adsorbate and from the sol- 
vent front.. These values were determined at room temperature (f.c. 
at about 22°) with solutions containing only one component and were 
verified with mixtures. 

The choice of solvent will, of course, vary with the particular problem, 
as can be gathered from Fig. 1, which illustrates graphically the positions 
of the four purines and three pyrimidines following the separation of the 
mixture in various solvents. Adenine and guanine may be separated 
from each other in all solvent systems examined, with the exception of 
coUidine (Experiments 6 and 7) and collidine-quinoline (Experiments 8 
and 9). Xanthine, on the other hand, is best demonstrated in neutral 
solution in collidine-quinoline (Experiment 9). For hypoxanthine col- 
lidine-quinoline (in neutral solution), butanol, or butanol-diethylene glycol 
can be used. The separation, for qualitative purposes, of the four purines 
may be perfoimed under the conditions expressed in Experiments 5 and 
li of Table I. 

Almost all solvents examined may serve for the separation of the pyrim- 
idines from each other. In the presence of purines, cytosine can be 
demonstrated in collidine or collidine-quinoline, uracil and thjunine in 
biitanol-HCl, both with and without the admixture of diethylene glycol. 
It may be mentioned that isocytosine was found to have an Rp value in 
butanol very similar to that of uracil (Table I, Experiment 1). 

Separation and Quantitative Estimation of Adenine and Guanine 

Solutions— Becmse of the scanty solubility of guanine at neutrality, 
solutions of pH 0.8 to 1.0, usually in 0.1 n sulfuric acid, were used for the 
separation. Their concentration was 0.1 to 0.3 per cent with respect to 

^ We are indebted to Dr. F. Misani for tke synthesis of this substance. 
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each component. As a rule, 10 to 30 7 of each purine were contained in 0.01 
to 0.02 cc., AYhich was the volume serving for the individual separations. 
For comparative purposes, it was found important to employ similar 
volumes of solutions of the same degree of acidity. 

Table I 


Separation of Purines and Pyrimidines in Dijferent Solvent Systems 


Esperi- 

Mixture 

Solvent systemt 

i?p values 

ment 

No, 

for sep- 
aration* 

Adenine 

Guanine 

Hypo- 

xan- 

thine 

1 Uracil 

thine j sine 

Thy. 

mine 

1 

n 

'?i-Butanol (saturated 

0.28 

0.074 

0.17 

0.071 0.32 0.19 

0.47 



with water) 






2 

a 


n-Butanoi (3), mor- 

0.53 

0.29 

0.35 

0.13 i 0.56 0.47 

0.71 




pholine (1), water 









(4) 






3 

n 



0.53 

0.29 

0.35 

0.14 0.55 0.46 

0.73 

4 

a 


n-Butanol (4.5), mor- 

0.60 

0.40 

0.48 

0.35 0.66 0.54 

0.82 




pholine (1.5), di- 




! 





ethylene glycol 






5 

n 


(1) , water (2) 

0.72 

0.46 

0.58 

0.41 0.66 0.-61 

0.78 

6 

a 


Collidine (saturated 

0.67 

0.57 

0 . 6 S 

0.70 O.SO 0.47 

0.85 

7 

n 


with water) 

0.62 

0.56 

0.63 

0.63 0.77 0.42 

0.84 

8 

a] 


Collidine (1), quino- 

! 0.55 

0.41 

0.58 

i 0.63 0.73 0.17 1 

1 O.SO 




line (2) (mixture 

i 



! ' ' 


9 



saturated with 1.5 

0.34 

0.22 

0.44 

1 0.62 0.74 0.21 

1 0.84 



parts water) 




i ; 


10 

n 


n-Butanol (4), di- 

0.53 

0.27 

0.42 

1 0.27 1 0.60 0.45 ' 

0.77 

11 

n 


ethylene glycol (1) , 

0.52 

0.23 

0.31 I 

0.15 ! 0.50 0.50 

1 0.70 



water (1) 




1 ■■ 

1 

i 

12 

a 

n-Butanol (4), di- 

0.20 

0.08 

0.29 

0.31 0.60 0.34 

1 0.74 



ethylene glycol (1), 








0.1 N HCl (1) 





1 

13 

a 

ri-Butanol (saturated 

0.032 

0.006 

0.054 

0.09 0.30 0.035 

1 0.44 



with 0.1 N HCl) 

i 



1 

i 



^ a = acidic (test mixture of purines and pyrimidines dissolved in 0.1 n H 2 SO 4 ); 
n - neutral (mixture neutralized on paper with gaseous NH3 before chromatog- 
raphy). In Experiment 11 the separation was carried out in an NHs atmosphere, 
t The figures in parentheses indicate volume proportions. ■ < 

Separaiioyi — Paper sheets, 15 cm. wide and 50 cm. long, were divided, 
by ruling, into five 2.7 cm. wide longitudinal lanes. A transverse line, 
about 8 cm. below the top of the sheet, indicated the starting points at 
which, in the centers of four of the lanes, known volumes of the solution were 
deposited. The solutions were dispensed by means of a micro burette 
allowing the measurement of 0.01 cc. with an accuracy of per cent. 
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A micrometric burette of the Scholander type (16) or a “'Gilmont iiltra- 
microburet” (Emil Greiner Company, New York) was used. The fifth 
lane was left free. 

Two solvent mixtures were employed in the quantitative determinations. 
One consisted of 4.5 parts (by volume) of ?^-l>utanol, 2 parts of Avater, 1.5 
part of morpholine, and 1 part of diethylene glycol. The other mixture 
contained 4 parts of w-biitanol and 1 part each of diethylene glycol and of 
v-ater. Wlien the latter solvent system was employed, the acidic purine 
solution was, after deposition on the paper, neutralized with gaseous am- 
monia^ and the separation carried out in an ammonia atmosphere. The 
Rf values found with these solvent systems are included in Table I as 
Experiments 4 and 11. The experiments \vere carried out at room tempera- 
ture in closed cylindrical Pyrex glass jars, 46 cm. high with an inside diam- 
eter of 21 cm. Two paper sheets ^vere used simultaneously, their upper 
rims dipping, by means of suitable supports, into a trough filled with 
the solvent mixture. A beaker containing the same solvent wms placed 
at the bottom of the jar. A second vessel contained n ammonia, if a NHs 
atmosphere was to be employed. The separation \vas terminated when the 
solvent front had almost reached the lower rim of the sheets, which or- 
dinarily reciuired about 20 hours. 

Develo'pmeni — The paper sheets were first dried in air. The center 
column was then cut out, dried in an oven at 105° for 20 minutes, and 
sprayed with a 0.25 m solution of mercuric nitrate in 0.5 N nitric acid. 
The purines, thus fixed on the paper as Hg complexes, were made visible 
in the following manner. The sprayed paper strip was placed in a bath 
of 0.5 N nitric acid through which a slow stream of water was permitted 
to flow. The wavShing was considered as terminated when small paper 
strips, which, serving as controls, had also been sprayed with Hg(N 03)2 
and put into the same bath, failed to blacken on treatment with ammonium 
sulfide. The chromatography strip was then passed through a solution of 
ammonium sulfide. Well defined black spots of mercuric sulfide indicated 
the position of the separated purines. As little as 5 t could be demonstrated 
in this maimer. 

Extraction ^ — ^^uth butanol-morpholine-diethylene glycol- water as the 

® The purine samples that are neutralized on the paper before chromatographic 
separation must not contain more than 10 y of guanine. Larger amounts of this 
difficultly soluble purine cannot, under neutral conditions, be recovered quantita- 
tively, if contained in only 0.01 cc. of purine solution. For the recovery of larger 
amounts of guanine (compare Experiment 4 in Table III), it was found advisable to 
deposit two 0.01 cc. portions of solution side by side, in which case lanes 3.5 cm, wdde 
w^ere employed for the separation. 

^ The optical contamination of papers and extracts, for instance by contact with 
vapors of substances absorbing in the ultraviolet, must be avoided. 
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solvent, the four remaining untreated lanes were cut apart, kept for 15 
minutes in an atmosphere of ammonia, in order to neutralize traces of acid, 
and dried in an oven at 105° until no more visible vapors were given off. 
With the developed center strip serving as a guide, small rectangles (usually 
5 to 6 cm. long) were removed from the untreated strips at the positions 
of purine adsorption. Each rectangle was placed in a small test-tube 
(13 X 100 mm.) and kept anew" in an NH3 atmosphere for 15 minutes. 
The tubes w^ere put in a \vater bath, maintained at 80°, and 1 cc. of absolute 
ether was introduced, in three portions, into each tube, in order to remove 
by volatilization the last traces of morpholine. After the ether had evapo- 
rated completely, exactly 4 cc. of 0.1 n hydrochloric acid were added to 
each tube containing adenine and 4 cc. of n hydrochloric acid to the tubes 
containing guanine, and the closed vessels w-ere kept overnight at 37°. 
The extracts then were w"ell mixed, cooled to room temperature, and 
centrifuged immediately before spectroscopy. 

The use of butanol-diethylene glycol-wmter as the solvent rendered the 
extraction much simpler. The paper strips were dried in air for 3 to 4 hours 
and the paper segments, corresponding to the position of the separated 
purines, directly extracted, without further treatment, with 4 cc. portions 
of 0.1 N HCl (for adenine) or n HCl (for guanine). 

Uliramolei Spectroscopy — The absorption in the ultraviolet of the ex- 
tracts Avas read, in 1 cm. quartz cells, in a Beckman photoelectric quartz 
spectrophotometer. The HCl extract of the corresponding paper rec- 
tangles removed from the fifth lane that had been left free, as explained 
above, seiwed as the blank. Acidic extracts of filter paper themselves 
exhibit a low, but neither constant nor regular, absorption in the ultra- 
violet. For this reason, it w’as preferable, rather than taking the absolute 
extinction values at the absorption maxima (adenine at 262.5 rn/i, guanine 
at 249 niju) as the bases of calculation, to estimate the purine contents of 
the extracts from the difference in the extinction values read at the ab- 
sorption maximum and at 290 m^. For 0.001 per cent test solutions in 
0.1 N HCi, i.e. for 10 7 of purine per cc., the difference A wuis cletenniiied as 
follow^s. 


Adenine, 0.930; &o 0.030; A = 0.900 
Guanine, E 2 i 9 0.737; Ez^o 0.262; A ~ 0.475 

In order to verify the position of the maximum, the ultraviolet absorp- 
tion of the extracts Avas inAmriably also determined at 5 mix above and beloAV 
the characteristic absorption maximum of the purine in question, i.e. 
at 267.5 and 257.5 m^x for adenine, at 254 and 244 mja for guanine. In addi- 
tion, the extinction of the extracts also Avas measured at 300 mjtx, at Avhicli 
AA^ave-length the purines absorb very little light. The extinction values 
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found at 300 m/x siioiikl, therefore, be very low, usually between “-0.010 
and +0'.040. Readings outside this range were indicative of contamina- 
tion, and such extracts were discarded. 

The recovery of adenine with butanol-niorpholine-dietliylene glycol- 
water as the solvent system and the readings recorded in a series of such 
determinations are exemplified in Table 11. 

The results of a typical separation of adenine and guanine by means of 
butanol-diet hyleiie glycol-water are presented here as an example. A 
mixture of 13.6 y of adenine and 10.08 y of guanine was subjected to 

Table II 


Recover u of Adenine with Butanol-Morpholine-Dieihylene Glycol-Water As Solvent'^ 


j Adenine 
Experi- subjected. 


E.xtinctlon at wave-length 


Ae 

lOAi 


No. 

matog- 1 
raphy 

300 nip 

290 

! 

267.5 in;4 j 262.5 m^u 

257.5 mju 


A 



1 

19.64 ; 

0.023 

0.039 

0.429 i 0.458 

0.439 

0.419 

y 

4.66 

y 

18.6 

per cent 

95 

2 

19.47 ! 

o.oos 

0.024 

0.41S 0.448 

0.428 1 

0.424 

4.71 

18.8 

97 

3 

10.96 r 

0.007 

0.023 

0.412 ; 0.442 

0.42S 

0.419 

4.66 

18.6 

93 

4 

19.47 

0.013 

0.026 

0.408 0.428 

0.411 

0.402 

4.47 

17.9 

92 

5 

19.64 

0,019 

0.036 j 

0.434 i 0.460 

0.440 

0.424 

4.71 

18.8 

96 

6 

19.64 j 

0.016 

0 

0 

0.429 1 0.455 

0.438 

0.424 

4.71 

18.8 

96 


* Ax is the difference in the e.xtinction of the unknown at 262.5 and at 290 ni/x, 
A the same difference for a standard solution containing 10 y of adenine per cc. The 
expression lOAgr/A corresponds to the adenine concentration in 1 cc. of the unknown 
and, therefore, to one-fourth of the total recovered adenine. 

separation. The following extinction values were recorded at different 
wave-lengths. 


Adenine 

300 miu 0.005 
290 0.017 

267.5 JiifM 0.293 

262.5 0.311 

257.5 “ 0.300 


Guanine 

300 m/u 0.005 

290 “ 0.047 

254 0.150 

249 “ 0.164 

244 0.156 


The computations which follow were based on the proportion between the 

A* values found for the unlcnown and the A values determined, as explained 
above, vith purine solutions containing 10 y per cc. 

Adenine, Ax = 0.311 - 0.017 = 0.294; recovered in 1 cc. (10 Ax/A = 2.94/0.900), 
3.27 7 ; total recovered in 4 ce., 13.1 7 ; recovery, 96 per cent. 

Guanine, A* = 0.164 - 0.047 = 0.117; recovered in 1 cc. (10 Ax/A = 1.17/0.475), 
2.46 7 ; total recovered in 4 cc., 9.84 7 ; recovery, 98 per cent. 
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The results of several similar separation experiments are listed in Table 
IIL 

Separation and IdentificaHon of Adenine, Guanine, Hypoxanthine, 

and Xajithine 

It will suffice to mention only those points in which the procedures 
differed from the quantitative method described above. The solutions 
employed (in 0.1 n’ H 2 SO 4 ) were 0.1 to 0.3 per cent with respect to each of 
the four purines. The solvent systems used for the separation are listed 
in Table 1. 

The development of the guide strips was in all experiments carried out as 
described above for the quantitative estimations, with the exception of 
Experiments 8 and 9 (Table I) in 'which the paper strips were briefly washed 


Table III 

Separation of Mixtures of Adenine and Guanine by Mea7is of n-Butanol-Diethylene 
Glycol-Water in NHz Atmosphere 


Experiment No. 

Adenine 

Guanine 

Amount in 
mixture 

Amount recovered 

Amount in 
mixture 

Amount recovered 


7 

7 

per cent 

7 

7 

per cent 

1 

13.6 

13.8 

101 

10.1 

10.1 

100 

2 

13.6 

12.9 

95 

10.1 

10.4 

103 

3 

13.6 

12.9 

95 

10.1 

9.9 

98 

^ 1 

27.2 

25.4 

93 

20.1 

19.0 

95 


with ether before being spraj^ed with mercuric nitrate, since quinoline 
interfered with the development. 

For the extraction of the adsorbates, the strips were, in Experiments 1 
and 10 to 13 (Table I), dried in air for 4 hours, and then divided into seg- 
ments and extracted as described above. In Experiments 2 to 5 the pro- 
cedures employed for the quantitative estimation with butanol-morpholine- 
diethylene glycol as the solvent system were followed. 

In Experiments 6 to 9 (Table I), i.e. with collidine or collidine-quino- 
line,® it was necessary to remove the last traces of these solvents which 
absorb strongly in the ultraviolet. This vras done by steam distillation. 
The paper segment was placed in a test-tube and wetted with 2 k sodium 
carbonate, in order to liberate the solvent. Two 0.5 cc. portions of water 
were then permitted to evaporate from the tube in a bath of 110°. The 

® The use of a quartz lamp made it possible to ascertain the extent to which the 
strongly fluorescent quinoline sulfate had spread during the chromatography, since 
the separation was more complete when all purines had migrated below the acid zone. 
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subsequent extraction with 0,1 x hydrochloric acid was carried out in the 
same tubes. 

In many of the separation experiments the complete absorption curves 
of the HCl extracts were determined, in order to check the purity of the 
extracted bases. 

Separation and Quantitative Estimaiion of Uracil, Cytosine, and Thymine 

Solutions — ^.iqueoiis solutions of the pyrimidines served for the separa- 
tion experiments. The volumes deposited on the paper were 0.01 to 0.02 
cc., containing 10 to 30 7 of each component. 

Separation — n-Butanol, saturated with water, was employed for the 
separation, which required about 12 hours. Otherwise, the procedures 
AA’ere identical with those follo^Yed in the quantitative purine separation. 
The Rf values of the separated pjwimidines in several solvent mixtures are 
included in Table I. 

Development — The paper sheet was spread out and dried in air and the 
center column cut out and dried in an oven at 105° for 20 minutes. It then 
was placed for about 30 seconds in a buffered 0.01 m mercuric acetate solu- 
tion of pH 6.2. This solution was freshly prepared by mixing 1 part of 
0.1 XI mercuric acetate solution with 3 parts of m sodium acetate solution 
and 6 parts of Avater. The strip, after having been bathed for exactl}?- 20 
seconds in slowly reneAved water, AA'as passed through an ammonium sul- 
fide solution. Compact spots of mercuric sulfide denoted the positions of 
the separated pyrimidines. The identification limits Avere about 5 7 for 
uracil and cytosine, 10 7 for th^unine. 

Extraction — The paper strips Avere dried in air for 4 hours and the 3.5 
to 5 cm. long paper rectangles, cut out AAuth the guidance of the developed 
strip, were each extracted with exactly 4 ce. of Avater in closed tubes that 
Avere kept overnight at 37°. The aa^cU mixed extracts Avere centrifuged 
before spectroseopxx 

Ultraviolet Spectroscopy — The principles discussed aboAT witii j'e>spect 
to the estimation of the purines appl}" here too. The concentrations of 
cytosine and thymine AAore determined, as for the purines, from the differ- 
ence in the extinction values found at the respective absorption maxima, 
and at 290 m/x. For uracil the difference between the absorption maxi- 
mum and the reading obtained at 280 mju was used. The absorption 
maxima recorded for the preparations were uracil 259, cytosine 267.5, 
and thymine 264.5 m/x. The following values for the difference A Avere 
found AAfith 0.001 per cent solutions of the pju-imidines in distilled water. 

IJracil, -£259 0.738; E2BQ 0.148; A = 0.590 
Cytosine, 0.598; 0.053; A = 0.545 

Thymine, ^254.5 0.626; i?29o 0.081; A == 0.545 
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As was explained before with regard to the purines, additional absorp- 
tion readings at 5 mju above and below the respective maxima and also 
at 300 mp: served to ascertain the purity of the extracts. The readings 
recorded in a typical separation of uracil, cytosine, and th^’-mine are exem- 
plified below. Table IV summarizes the results of five separation ex- 
periments. 


Table IV 

Separation of Mixtures of Uracil^ Cytosine^ arid Thymine 




Uracil 


; 

Cytosine 


Thymine 

Experiment 
No. ‘ 

AirjO'jnt in 
mixture , 

Amount recovered 

i 

'Amount in 
! mixture 

Amount recovered 

Amount ; 
in 

mixture 

Amount recovered 


7 i 

7 

per cenl 

1 

1 T 

- 

! per cent 

y 

1 

per cent 

1 1 

24.3 : 

23.1 

95 

; 24.8 

23.9 

96 

24.8 i 

24.5 1 

99 

2 i 

25.0 1 

23,7 

95 

: 25.0 

24.5 

98 

25.0 

23.6 ' 

95 

3 1 

24.5 i 

24.5 

100 

! 24.3 

24.6 

101 

24.5 i 

23.1 ! 

94 

! 

11.9 ! 

11.9 

100 

I 10.7 

10.5 

98 

11.9 1 

11.9 I 

100 

5 

11 . s i 

11.4 

97 

; 10.5 

9.9 

94 

11.8 

11.2 1 

95 


Table V 

Extinction Values for Eluates of Separated Pyrimidines 


Uracil 

t 

i Cytosine 


Thymine 

Wave-length 

E 

i Wave-length j 

E 

Wave-length 

E 

mpi 


1 ! 


m}i 


300 

0.004 

1 300 

0.003 

300 

-0.003 

280 

0.046 

j 290 1 

0.014 j 

290 

0.016 

264 

0.210 

I 272.5 i 

0.150 1 

269.5 

0.172 

259 

i 0.222 

1 267.5 1 

0.157 1 

264.5 

0.178 

254 1 

0.212 

262.5 1 

0.153 i 

259-5 

0.i74 


A mixture containing 11.9 y of uracil, 10.7 y of cjdosine, and 11.9 y of 
th\miine w^as subjected to a chromatographic separation. The readings 
of the extinction values recorded for the eluates (4 cc.) of the separated 
P3Timidines are showm in Table V. 

The computations, based on the proportion between the A® values found 
for the unknown and the A values found for pyrimidine solutions containing 
10 y per cc., follo-w here. 

Uracil, A* = 0.222 — 0.046 == 0.176; recovered in 1 cc. (10 A*/A = 1.76/0.590), 
2.98 j; total recovered in 4 cc., 11.9 7 ; recovery, 100 per cent. 

Cytosine, Aj = 0.157 — 0.014 ~ 0.143; recovered in 1 cc. (10 Ax/A = 1.43/0.545), 
2.62 t; total recovered in 4 cc., 10.5 y; recovery, 98 per cent. 

Tli\^mine, Ax = 0.178 — 0.016 = 0.162; recovered in 1 cc. (10 Ax/A = 1.62/0.545), 
2.97 7; total recovered in 4 cc., 11.9 7 ; recover j", 100 per cent. 
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SUMJ^LIRY 

]\Iixtiires containing minute amounts of purines (adenine , guanine, 
hypoxanthine, xanthine) and pyrimidines (uracil, cytosine, thymine) 
were separated in a variety of solvent systems. The method developed for 
this purpose, which makes use of paper chromatography, permits not only 
the demonstration of the individual components by their conversion into 
mercurj^ salts, but also their identification and quantitative estimation by 
means of ultraviolet spectroscopy. Amounts ranging from 5 to 40 y of 
adenine, guanine, uracil, cytosine, and th^miine thus were separated and 
determined quantitatively. 
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The historically understandable attempts to simplify the problem of 
nucleic acid structure by the formulation of the tetranucleotide h\T)othesis 
have found their classical exposition in Levene’s monograph of 1931 (1). 
The same tendencies are expressed, less precise^, in statements found in 
many text-books according to which the nucleic acid unit, having a molecu- 
lar weight of about 1200, contains four different bases (two purines and 
two pyrimidines) in equimolecular proportions. With the growing recog- 
nition of the complex and macromoleciilar character of the nucleic acids 
the necessity for the postulation of these hypothetical units vanished and 
it became possible to consider nucleic acids as substances comparabjle to 
the proteins in intricacy and, perhaps, even in specificity. 

Our present knowledge of the structure of nucleic acids has been re- 
viewed repeatedly in the recent past (2-4). Other relevant aspects also 
have been considered (5, 6). 

The method for the quantitative estimation of individual purines and 
pyrimidines in mixtures of these bases, presented in the preceding paper 
(7), has made possible a new" approach to the study of the composition of 
nucleic acids. The present communication describes the application of 
these procedures to a stud}?' of the distribution of the nitrogenous constit- 
uents of the pentose nucleic acids of yeast and pig pancreas and includes a 
consideration of aspects related to this problem, such as the mechanisms 
of the acid hydrolysis of these compounds. Other accounts, to be sub- 
mitted shortly, will deal with the composition of desox\"pentose nucleic 
acids. The results reported here will, later in this paper, be correlated 
with the findings of previous w"orkers. 

EXPERIMENTAL 

Material 

Ribonucleic Acid of Yeast — ^The purification procedure used was a modi- 
fication of that of Fletcher et aL (8). 15 gm. of j^east nucleic acid (Merck) 

* This work has been supported by a research grant from the United States Public 
Health Service. 

t Swiss- American Student Exchange Fellow, 

715 



716 


PENTOSE NUCLEIC ACIDS 


were dissolved in 400 cc. of water by the addition of 15 cc. of 2 n ammonia» 
The filtered solution (pH 6.2) was dropped, with mechanical stirring, into 
860 ec. of 95 per cent ethanol containing 5 cc. of concentrated HCl. 
The precipitate, collected by centrifugation, wns w^ashed with 125 cc, of 
66 per cent ethanol and redissolved in 250 cc. of w^ater and 16 cc. of 2 n 
ammonia. The precipitate obtained from the filtered solution with 500 
cc. of alcohol and 4 cc. of concentrated HCl was suspended in 25 cc. of 
w^ater and subjected to diaWsis against running w^ater (14 hours) and several 
changes of ice-cold distilled wmter (20 hours). The ribonucleic acid w'as 
collected, v/ashed Avith 66, 98, and 100 per cent ethanol and Avith ether, and 
dried in vacuo over P2O5; it AA'eighed 7.2 gm. For analysis, the substance 
Avas dried in a high vacuum at 60*^ for 3 hours and TV'eighed out under ex- 
clusion of moisture. 

Found, N (Dumas) 15.3, P (Pregl-Lieb) 8.0 

This nucleic acid shoAA^ed the characteristic absorption spectrum in the 
ultraAiolet (pH 6.5). For the maximum at 257.5 m^ an e(P) value of 9800 
AA-as found; at the minimum of 229 m/u €(P) aa^s 4200 (for definitions, see 

(9)). 

Pentose Nucleic Acid of Pig Pancreas^ — ^The preparation of this material 
folloAved in all essentials the procedures described by Jorpes (10, 11) and by 
Levene and Jorpes (12). The free pentose nucleic acid gave no protein 
tests and contained only a small amount (3 per cent) of desoxypentose 
nucleic acid (diphenylamine reaction). The substance AA^as, for analysis, 
dried as described aboA^e. 

Found, N (Dumas) 15.4, P (Pregl-Lieb) 7.9 

The absorption maximum of this preparation (pH 6.3) AA^as at 256 m/z 
AAith an e(P) of 9800; the corresponding value for the minimum at 228 m^ 
Avas 4200. 

Ribose Nucleotides — Adenylic acid Avas prepared from commercial yeast 
nucleic acid (SchAA^arz Laboratories, Inc,, Ncav York) in the crystalline 
state by the recent method of Buell (13). A feAV modifications Avere in- 
troduced, which included the use of 0.5 n alkali for 24 hours at 37° for 
the cleavage of the nucleic acid, and the repeated precipitation of the 
nucleotide as the lead salt before the recrystallization of the free adenylic 
acid from Avater. The air-dried Avhite crystalline substance contained N 
(Dumas) 18.54, P (Pregl-Lieb) 8.45 per cent. It lost 2.6 per cent of its 
Aveight Avhen dried for 2 hours at 109 ° in vacuo. 

Basic sodium guanylate AAms prepared as a Avhite crystalline poAA’der from 

^ We are indebted to Dr.^F. Misani for help with this preparation. 
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the potassium acetate complex of guanylic acid, collected in the course of 
the preparation of adenylic acid, by the method of Steiidel and Peiser (14). 
The material, dried at 77'^ in vacuo, contained ISi (Dumas) 13.27, P (Pregh 
Lieb) 6.16 per cent. 

Cytidylic mid (Preparation 1) was prepared from the acid hydrolysate 
of commercial yeast nucleic acid by the fractional ciystallization of the 
brucine salts according to Levene (15, 16). The nucleotide, recrystailized 
from 35 per cent ethanol and dried in vacuo at 65"^, contained N 12.3, P 
9.0 per cent, and had a rotation of [a]^ = +50.3° (0.1 per cent solution 
in water). Another specimen of cytidylic acid (Preparation 2) was ob- 
tained through the courtes}^ of Dr. S. J. Thannhauser and Dr. G. Schmidt. 
It contained, after recrystallization from 35 per cent ethanol, N 12.4, P 
9.5 per cent, and had [a[^^ = +50.8° (0.1 per cent solution in water). 
Levene (16) found for this nucleotide a rotation of = +48.5°. 

Quantitative Estimation of Purines in Nucleic Acids 

The nucleic acid was dried in a high vacuum at 60° for 3 hours and 5 to 8 
mg. of the preparation, weighed on a micro balance, were placed in a small 
Pyrex bomb tube (160 X 5 mm.) ; 0.5 cc. of x sulfuric acid was added and 
the sealed tube heated for 1 hour at 100° in a boiling water bath. The clear 
solution was allowed to cool and was transfeiTed, b^^ means of a long capil- 
lary pipette, into a 1 cc. volumetric flask. The tube walls were rinsed 
three or more times with a few drops of 0.1 x H2SO4. The washings served 
to bring the hydrolysate up to volume. When the solvent system used 
for the subsequent purine separation consisted of 7i-butanol, morpholine, 
dietliylene glycol, and water (7), the imdiliited hydrolysate in the volu- 
metric flask was first adjusted to pH 0.8 to 1 by means of a few drops of 30 
per cent aqueous NaOH and then brought to a volume of exactly 1 cc. with 
0.1 X H 2 SO 4 , the washings being used for this purpose. The pH adjustment 
was controlled by dipping the tip of a sliver of hydrion paper (pH 0 to 1.5) 
into the solution. 'Vlfiien morpholine was omitted from the solvent mix- 
ture (7), no alkali was added and the solution was brought up to volume di- 
rectly with 0.1 X H2SO4. 

Several 0.01 to 0.02 cc. portions of this solution, dispensed on paper, as 
described in the preceding publication (7), by means of an accurate micro- 
metric burette, served for parallel separations and estimations. As a rule, 
six determinations were carried out simultaneously with the same hy- 
di'olysis fluid. The procedures used for the development of the guide strip, 
which indicated the number and positions of the separated purines, and 
for the extraction and the identification and estimation of the components 
by spectroscopy in the ultraviolet followed exactly the methods described 
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before (7).- In all analyses, a drop of the hydrolysate and a drop of a 
purine test mixture of known composition were chromatographed side by 
side on a separate paper sheet, in order to compare the positions of the 
adsorbates on the chromatogram and thereby to verify the identification of 
the separated components. 

Quantitative Estimation of Pyrimidines in Nucleic Acids 

A portion, weighing between 15 and 25 mg., of the nucleic acid, that had 
been dried in a high vacuum at 60° for 3 hours, was weighed exactly into 
the special vessel shovm as C in Fig. 1. Absolute methanol (0.5 to 1 cc.) 
W' as added and dry HCl gas passed, by means of a capillary, through the 
suspension wfith complete exclusion of moisture. A copper spiral through 
which cold water circulated converted the neck of the flask into a reflux 
condenser. (The experimental arrangement is illustrated in Fig. 1.) 
Within about 30 minutes the nucleic acid dissolved in the meth 3 d alcohol, 
w’hich became wnrm, and the purine hydrochlorides began to precipitate. 
The passage of HCl gas then was continued for 3 to 5 hours while the mix- 
ture was kept at 50°. After being chilled overnight with rigorous exclusion 
of moisture, the closed reaction vessel was centrifuged. The supernatant 
was quantitatively transferred to a bomb tube (220 mm. long, inside diame- 
ter 65 mm., outside diameter 85 mm.) by means of a capillary siphon which 
was actuated b}’’ suction.^ 

The 3 ’'elloTOsh methanol solution was evaporated at about 45° under a 
nitrogen current and the evaporation was continued, with the addition of 
small portions of fresh methanol, until the alcohol vapors carried almost 
no acid. About fifteen evaporations were, as a rule, necessar^n The res- 
idue was dried overnight in vacuo over CaCb and KOH. After the intro- 
duction of 0.5 cc. of concentrated formic acid (98 to 100 per cent, Eastman 
Kodak), the bomb tube was sealed and heated at 175° for 2 hours. It then 

2 It miglit be pointed out that it is possible to ascertain the presence on the ehro* 
matogram of minor purine or pyrimidine components whose concentrations are in- 
sufficient to permit their direct demonstration as Hg salts. As the relative positions 
of the individual purines and pyrimidines on the chromatogram are known ( 7 ), the 
extract of a segment, removed from the paper strip at the location of the suspected 
substance, may serve for the spectroscopic examination. In this manner, the pen- 
tose nucleic acid of pancreas was tested for thymine, but none was found. 

® It was found preferable to omit the washing of the purine hydrochloride sedi- 
ment, since this resulted invariably in the contamination of the pyrimidine fraction 
by purines, even when cold methanol saturated with gaseous HCl served as the wash 
fluid. The precipitated purine hydrochlorides, dissolved in 0.1 N H2SO4 and brought 
up to a known volume, m.B>y be subjected to separation by chromatography and es- 
timation. The results, however, were not as constant as when the purine hydrolysis 
was carried out with x H2SO4, as described in the preceding section. 
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was chilled to 0^ and, because of inside pressure, opened with all necessary 
precautions. 

To the dark brown hydrolysate 2 to 3 drops of about 40 per cent XaOH 
solution were added, which effected the flocculation of the pigment and the 
clarification of the soiutionfi The tube was centrifuged, the light yellow 
supernatant transferred to a 1 cc. volumetric flask, and the centrifugation 



Fig. 1, Arrangement for the hydrolysis of very small amounts of nucleic acid 
The capillary tube A is connected through the adapter B with the reaction vessel C- 

residue washed, at least three times, with 0.1 to 0.2 cc. portions of warm 
water. The centrifuged washings were used to bring the volume of the 
hydrolysate up to 1 cc. Several, usually six, exactly measured 0.01 to 0.02 
cc. portions of this solution were deposited on the paper sheets serving for 
the chromatographic separation and were neutralized with gaseous am- 
monia. The separation with -butanol-water as the solvent, the develop- 
ment, the extraction, and the identification and quantitative determination 

^ When insufficiently clarified brown solutions are subjected to chromatography, 
dark tongues form on the paper which interfere with the quantitative spectroscopy. 
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of the separated pyrimidines were carried out the method previously 
described (7). 


Control Experiments 

Resistance of Pyrimidines to Acid Treatment — It is well known that the 
liberation of pyrimidines from nucleic acids requires an extremely drastic 
treatment, e.g^ autoclaving at 175*^ for several hours with 20 per cent HCl 
(17) or 25 per cent H2SO4 (18). It appeared of interest to take advantage 
of the ease with which changes in the composition of pyrimidine mixtures 
can be followed with the new- chromatographic method (7) by studying 
the effect of various acids on a mixture of uracil, cytosine, and thymine. 

Table I 

Resistance of Pyrimidines to Treatment with Strong Acid 
A mixture of pyrimidines of known concentration was dissolved in the acids 
indicated below and heated at 175° in a bomb tube. The concentration shifts of the 
individual p^Tiniidines were determined through a comparison of the recoveries of 
separated pyrimidines before and after the heating of the mixture. 


i I i Concentration shift, per cent of 

Experiment | * i Heating ! starting concentration 

No. I ^ I time I 




1 lime 

] 

1 Uracil 

Cytosine 

Thjinine 

1 

1 HCl (1077) 

■ min, 

' 90 

462 

-63 

+3 


IOnHCOOH +XHC 1 (l:l) 

60 

43 

-5 


120 

424 

i -19 

0 

4 V 

5 / 

HCOOH (9S to 100 %) \ 

\ I 

60 ' 

0 

-1 

—2 

120 

0 

42 

+1 


The acids examined were 10 per cent hydrochloric acid, a mixture of equal 
parts of 10 N formic and n hydrochloric acids (19), and, finally, pure formic 
acid (98 to 100 per cent). 

The original solution that served for the experiments contained 49.1 
mg. of uracil, 50.4 mg. of cjdosine, and 44.4 mg. of th^ymine in 10 cc. of 
10 per cent HCL A 2 cc. aliquot of this solution was neutralized with 
concentrated aqueous NaOH and diluted wfith water to an exact volume of 
5 cc. Several 0.01 cc. portions of this neutral solution were subjected to 
chromatographic separation on filter paper with 7i-butanol-water as the 
solvent and to quantitative spectroscopic examination of the separated 
components (7). Another 2 cc. aliquot of the original test mixture Avas 
heated in a bomb tube for 90 minutes at 175°, neutralized and diluted to 
5 cc., as described before, and likewise subjected to quantitative separation. 
The experiments with other acids were carried out in a similar manner. 
The results, assembled in Table I, indicate the instability of cytosine, 
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which was to a large extent conveited to uracil, in acids other than formic 
acid; uracil and thymine resisted the acid treatment. 

Hydrolysis of Yeast Ribonucleic Acid with Strong HCl — Following the 
liberation of purines by hydrolysis with gaseous HCl in dr\" methanol and 
the concentration of the supernatant from the purine hj'drochlorides to 
dryness, as described above, the pwiniidine nucleotide residue was heated, 
in a sealed tube, with 0.3 cc. of 10 per cent hydrochloric acid at 175"^ for 2 
hours. The pyrimidines were separated in the usual manner. Under 
these conditions the nucleic acid yielded 2.1 per cent of cytosine, 7.0 per 
cent of uracil. A comparison with the quantitative estimations summa- 
rized in Table VI will show that the hydrolysis with strong mineral acid 
produced an enormous shift in the relative proportions of the two py- 
rimidines, although the total amount recovered was nearly the same. In 
the HCl hydrolysate the mole proportions of pyrimidine to phosphoric acid 
were cytosine 0.073, uracil 0.242; the cytosine N amounted to only 5.2, the 
uracil N to 11.4 per cent of the nucleic acid N ; the molar cytosine to uracil 
ratio w^as 0.3. 

Hydrolysis of Yeast Ribonucleic Acid with Formic and Hydrochloric Acids — 
The following experiments \vere designed to exclude the possibility that 
the attacks on the nucleic acid by formic and by hydrochloric acids were 
directed against different groupings and w’ere selective with respect to the 
proportions of liberated pyrimidines. From 48.052 mg. of yeast ribonu- 
cleic acid (dried in a high vacuum) the purines were split off as the hydro- 
chlorides, in the manner described, by means of methanolic HCl. The 
methanolic supernatant was evaporated and freed of HCl and the residue 
transferred to a 2.5 cc. volumetric flask and dissolved in methanol. Two 
1 cc. portions of this solution, designated Solutions A and B, were subjected 
to hydrolysis. Solution A was taken to dryness, the residue heated vnih. 1 
cc. of concentrated formic acid for 2 hours at 175^^ in a sealed bomb tube, 
and the pyrimidine distribution determined in the usual manner. The 
evaporation residue of Solution B was similarly treated with formic acid. 
The hydrolysate was evaporated (at the end with frequent additions of 
absolute ethanol) under nitrogen at 45° and the residue again subjected to 
hydrolysis in a sealed tube, this time with 1 cc. of 20 per cent HCl, at 175° 
for 2 hours. The following results on the pyrimidine distribution again 
confirmed the destructive effect of mineral acids on cytosine, but ruled out 
the assumption of a differential action of formic and hydrochloric acids: 
Solution A, cytosine 6.8, uracil 2.4, total pyrimidines 9.2 per cent; Solution 
B, 3.5, 5.7, and 9.2 per cent, respectively. 

Hydrolysis of Nucleotides — 3.264 mg. of adenylic acid were hydrolyzed 
with N sulfuric acid at 100° for 1 hour as described above. Aliquots cor- 
responding to 32.64 y of the nucleotide yielded, when chromatographed in 
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?i-biitanol-dietliyleiie glycol-water, 11.1 7 of adenine (95 per cent of the 
amount expected from the N content). Sodium guanylGi.(% similarly 
treated, gave, per 29.08 7 of the nucleotide, S.34 7 of guanine (100 per cent). 

The hydrolysis of cytidijlic acid was studied with the two preparations 
mentioned before. With Preparation 1 the liberation of phosphoric acid 
and of cytosine by treatment with concentrated formic acid for \mrioiis 
periods was followed and compared with the behavior of yeast ribonucleic 
acid under analogous conditions. Both the nucleotide and the nucleic 
acid were subjected to the operations necessary for the removal of the 
purines, the hydrolysis with formic acid at ITo"^ in a bomb tube, and the 
determination of the pyrimidines in the manner described. At the same 

Table II 


Liberation of Pyrimidines and of Phosphorus from Ycasi Ribonucleic Acid and f rom 
Cytidylic Acid by Heating with Concentrated Formic Acid 


Duiation of 
heating at 175" 

Yeast ribonucleic acid ! 

Cytidylic acid 

! j 

Inorganic P 

Total pyrimidines 
(cytosine 
uracil) 

Inorganic P 

Cytosine 

Cytosine N 

min. 

per cent c>f total P: 

per cent 

percent of total F 

per cent 

per cent of nudeo- 
tdde N 

0 

6 


0 



30 

S3 1 

\ 




60 i 

So 1 


76 



90 ! 

100 

8.2 

100 

22.7 

' 70 

120 

100 

9.2 

100 

25.8 

SO 

150 




25.6 

79 

210 


9.1 

i 



300 


9.2 

1 





time, the total and the inorganic phosphorus contents were estimated 
colorimetrically in dilutions of the hydrolysates. The results will be found 
in Table II. Another set of experiments with cytidylic acid (Preparation 
2), reproduced in Table III, wms designed to compare the effects of 90 and 
99 per cent formic acids and of very strong hydrochloric acid. All hy- 
drolyses w’ere performed in the customary manner in bomb tubes at 
It will be seen (Experiment la) that the action of fresh acid on a hydrolysate 
produced little additional effect. The behavior of cytidylic acid prepara- 
tions toward hydrolysis obviously will require additional study. A glance 
at Tables II and III will show" that the recovery of cytosine amounted in 
no case to more than about 80 per cent of the nucleotide nitrogen. It was 
even lower with strong hydrochloric acid as the h3"drol3^zing agent when, 
as expected, a portion of the cytosine was converted to uracil (Experiment 
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3 in Table III). The reasons for this refractoriness of c\lidyiic acid are 
not yet clear. 


Composition of Yeast Ribonucleic Acid 

Purines — The only purines encountered on the chromatograms were 
adenine and guanine. The absorption maximum of adenine (in 0.1 x 
HCl) was at 263 ni^u, that of guanine (in x HCi) at 249 m/x. A series of 
estimations, each representing the average of at least six parallel deter- 
minations, is assembled in Table IV. The average of all adenine values 
reported is 9.1 per cent, that of all guanine values 10.2 per cent. If the 
value for guanine found for Hydrolysate 13 (Table IV), which appears 
rather out of range, is disregarded, the guanine average becomes 10.0 per 


Table III 

Hydrolysis of Cytidylic Acid 


! 

Experiment j 
No, j 

i 

! 

Acid I 

Duration 

1 of heating 
at 175® 

Pyrimidines found 


Cytosine 

j Cytosine X i 

Uracil | 

L'racii X 



hrs. 

per cent 

j per cent of \ 

1 nucleotide X 

per cent 

per cent of 
nucleotide X 

1 

99% HCOOH : 

2 

\ 23. S 

! ! 

i "3 1 

0 1 

0 


99% “ 

4 

! 25.4 

i S 

0 ! 

0 

2 1 

‘ 90% “ 

2 

1 26.0 

! "9 1 

0 1 

0 

3 

j 20% HCl 

2 

j 16.6 

i 51 

6.5 

1 13 


*** An aliquot of the hydrolysate obtained in Experiment 1 was evaporated to dry- 
ness under Ne at 45® and the residue heated with a fresh portion of concentrated 
formic acid for 2 hours. Only traces of absorbing material were found at the chro- 
matographic position of uracil. 

cent. The experiment with Hydrolysate 22 is for several reasons considered 
as the most reliable; it vill be seen that the figures reported for it differ 
only very slightly from the averages computed for the entire series. VTien 
adenine in Hydrolysate 4 and guanine in H 3 ’'drolysate 22 each were de- 
termined with the use of two different solvent systems, the results were 
ill very good agreement. 

Pyrimidines — Cytosine and uracil, the latter a relatively minor compo- 
nent, were the pyrimidines found in the hydrolysates. The absorption 
maximum for cytosine was at 268 mg, that for uracil at 259 mg (solutions in 
water). The results of several determinations are summarized in Table V* 
The ai'erage value for cytosine was 6.7, that for uracil 2.3 per cent. These 
figures, it is felt, require an upward correction of 5 per cent. As was pointed 
out above (see also foot-note 3), it was found advantageous to omit the 
washing of the purine hydrochlorides that precipitated in the course of 
the h^^drolysis with methanolic HCl, in order to avoid the contamination of 
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the P 3 'rimidine fraction. This involved, of course, a small loss in pyrim- 
idines owing to the retention of some pjTimidine nucleotide by the purine 
sediment. For an estimate of the extent of this loss, hydrolysates of 
thjTnus nucleic acid were employed, since the position of thjnnine on the 
chromatogram rendered it the pyrimidine least affected by contamination 
with purines (7). It was thus found, in comparative hydrolysis experi- 
ments, that approximately 5 per cent of the thymine was retained in the 

Table IV 



Purine Content of Yeast Ribonucleic 

AcicP 


Hydrob'Sate 

No. 

Solvent system 

Adenine 

Guanine 



per cent 

per cent 

1 

n -Butanol-morpholine t 

9.7 


2 

a 

8.6 


4 


9.5 


4 

n -Butanol -diethylene glycol -morpholine 

9.5 


7 

(£ i( 

9.2 


10 

(C tc 

9.9 


13 

ii 

9.6 

12.2 

14 

U il 

8.6 

9.7 

21 

U it 

8.1 

9.3 

22 

li ii 

9.0 

10.1, lOAt 

24 

a a 


10.3 

25 

li u 


10.0 

27 

it it 

00 

9.9 


Each value represents the average of at least six parallel determinations 
(concordant within a range of 5 per cent) on the same hydrolysate. 

t This solvent system, described in the preceding paper (7) for qualitative separa- 
tioiis, may be used for the estimation of adenine but not of guanine. The procedures 
are the same as for the solvent containing diethylene glycol. 

t In this determination n-butanoTdieth.ylene glycol (in NHs atmosphere) was 
employed as the solvent. 

purine hydrochloride precipitate. For this reason, the pyrimidine figures 
given in Tables VI and VIII, which summarize the distribution of the nitrog- 
enous components of pentose nucleic acids, w'ere corrected by this factor. 

Proportions and Balances — Table VI provides a survey of the distribu- 
tion of purines and pyrimidines in the yeast ribonucleic acid. The fact that 
the purines or pyrimidines liberated by the hydrolysis of a nucleotide con- 
tain 1 hydrogen atom more than the corresponding radicals present in the 
iincieaved compound was left out of consideration, since the contributions 
from this correction would have been negligible. It will be seen that the 
molar proportions (taking uracil as 1) and the mole per mole of phosphorus 
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ratios of tlie nitrogenous constituents rule out the existence of a regular 
tetraniicleotide. It is of course understood that the computations pre- 
sented here are not at all dependent upon any particular assumption re- 
garding the structure of the nucleic acid anatyzecL That the recoveries 
in terms of total nitrogen and of total phosphorus were closely similar^ but 


Table V 

Pyrimidine Content of Yeast Rihoyiucleic Acid"^' 


Hydrolysate No. 

Cytosine 

Uraci! 


per cent 

per cent 

32 

T 

2.1 

34 

7.4 

2.3 

35 

6.5 

^ 2.4 

36 

1 6.1 

2.3 

38 

; 6.8 

! 2.4 


Each value represents the average of at least six parallel determinations (con- 
cordant within 5 per cent) on the same hydrolysate. In all separations ?i-butanol 
(saturated with water) served as the solvent. 

t The absorption spectrum of the cytosine solution, isolated in this experiment, 
indicated contamination. 


Table VI 


Yeast Ribonucleic Acid; Proportions and Balances'^ 


Compound 

Con- 
tent in 

Nitro- 
gen in 

N ac- 
counted 
for 

Purine 

N 

Mole 

per 

P ac- 
counted 
for 

Moles 

per 

Molar 

propor- 

tions 

nucleic 

acid 

nucleic 

acid 

Pyrimi- 
dine N 

mole 

P 

4 moles 
P 


per cent 

per cent 

per 
cent of 
nucleic 
acid N 



per 

cent of 
nucleic 
acid P 



Adenine 

1 9.1 

4.72 

30.9 


0.261 

26.1 

1.04 1 

3.2 

Guanine 

1 10.0 

1 4.63 

30.3 


0.256 

25.6 

1.02 : 

3.1 

Cvtosine 

! 7.0 

1 2.65 

17.3 


10.244 

24.4 

0.98 

3.0 

Uracil i 

1 2.4 

1 0.60 

\ 

3.9 


1 0.083 

8.3 

0.33 

1.0 

Total nucleic acid j 

\ 

\ 

82.4 

2.9 


84.4 




* The nucleic acid preparation contained N 15.3, P S.O per cent. 

did not quite reach 100 per cent, may be significant, as will be pointed out 
later. 


Compositmi of Pancreas Pentose Nucleic Acid 

As was the case with the yeast nucleic acid discussed immediately above, 
adenine, guanine, cytosine, and uracil were the four nitrogenous constit- 
uents encountered on the chromatograms. Tests carried out with extracts 
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collected in the region of th\Trdiie adsorption (compare foot-note 2 ) failed 
to indicate the presence of this pwimidine. The series of estimations 
reproduced in Table VII revealed an average content of adenine 5.7s 
guanine 15. 5 j c^'tosine 5.5, uracil 1.2 per cent. Guanine^ therefore, was by 

Table VII 


Purine and Pyrimidine Content of Pancreas Pcniosc A ucleic Acid* 


Hydrolysate No, : 

Adenine j 

! Guanine 

Cytosine 

Uracil 

1 

per ce72t j 

per cent 

per cent 

per cent 

1 1 

6.0 i 

15.4 



2t 

5.5 j 

16.0 j 



3 

5.6 1 

15.2 



5 1 

j 


5.3 

1.5 

6 ; 



5.9 

1,1 

7 ! 

i 

1 


5.2 

1.0 

! 


* Each value represents the average of at least six parallel determinations (con- 
cordant within 0 per cent) on the same hydrohmte. The purine determinations 
were all carried out with ?i-butanol-diethylene glycol -morpholine as the solvent; for 
the estimation of pyrimidines /i-butanol was employed. 

t In this experiment the duration of hydrolysis was doubled to 2 hours. 


Table VIII 

Pancreas Pentose X ucleic Acid; Proportions and Balances* 


Compound 

Con- 
tent in 
nucleic 
acid 

Nitro- 
gen in 
nucleic 
acid 

N 

accounted 

for 

Purine N 
Pyrimi- 
dine N 

Mole 

per 

mole 

P 

P 

accounted 

for 

Molar 

propor- 

tions 


per cent 

per cent 

per cent of 
nucleic acid 
N 



per cent of 
nucleic acid 
F 


Adenine ! 

5.7 

2.95 

19.2 


0.1661 

16.6 

j 3.6 

Guanine ' 

1 15.5 

7. IS 

46.6 


0.402 

40.2 

8.8 

Cvtosine i 

j 5.S 

2.19 

14.2 


0,205 

20.5 

4.5 

Uracil ^ 

1 1.3 ^ 

0.32 

2.1 


0.046 

4.6 

1.0 

Total nucleic acid 



82. 1 

4.0 

i 

i 

81.9 



* The nucleic acid preparation contained N 15.4, P 7,9 per cent. 


far the major component of this nucleic acid. The molar guanine to ade- 
nine ratio was 2.4. It might be mentioned that in the analysis of a second 
less pure preparation of a pancreas nucleic acid which is not discussed in 
detail here, since it contained some protein and about 6 per cent of desoxy- 
pentose nucleic acid, the following figures were found: adenine 4 . 1 , guanine 
16.0 per cent. 

The proportions and balances, computed as for yeast ribonucleic acid, 
are tabulated in Table VIII . 
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Sugar Component of Pentose Nucleic Acids 

Preliminary experiments were carried out on the nature of the pentose 
liberated by the cleavage of the purine nucleotide moiety of the nucleic acids 
studied. It was of interest to ascertain the possibility of examining the 
sugars in minute amounts of hydrolysates by means of filter paper cln-oma- 
tography (20). This proved feasible, particularly when the development 
method for sugars recently described from this laboratory (21) was em- 
ployed. 

The paper used was Schleicher and Schiill, No. 597. The solvent system 
consisted of a mixture of 4 volumes of ?z-butanol, 1 volume of ethanol, and 
5 volumes of water; the upper organic layer was used for the cliromato- 
graphie separation which was permitted to proceed for about 12 hours at 
room temperature. In all experiments, adjacent chromatograms were 
made with authentic n-ribose and also with n-xylose which is the pentose 
nearest to ribose in partition behavior. 

3 mg. portions of the yeast and pancreas nucleic acids each tvere hy- 
drolyzed with 0.3 cc. of X H2SO4 at 100 ° for 1 hour. During this time 
the volume was kept approximately constant by the addition of a few" drops 
of \vater. For the chromatograms 0.01 cc. portions of the ht^drolysates 
were employed; the drops were neutralized on the paper b}" exposure to 
gaseous NH3. Following the separation the paper strips w'ere treated with 
m-phenylenediainine dihydrochloride as described before (21). The 
strongly fluorescent spots indicated the presence of one sugar only, wliich 
wms in all probability B-ribose. The Rf values of the sugar components of 
both yeast and pancreas nucleic acids w^ere 0.30 and coincided completely 
with the position of authentic ribose. D-Xvdose, on the other hand, oc- 
cupied an unmistakably different position, with an Rf value of 0.24. 

Appendix: Characterization of All Nitrogenous Comiiiuerds in One Nucleic 

Acid Sample 

In cases in which the scarcity of the available material precludes tw"o 
separate w^^eighings for the determination of the purines and the pyrimi- 
dines respective^, the following procedure may be employed, which in- 
voh'es the liberation of the purines by mild acid hydrolysis and the, at 
least partial, precipitation of the p^wimidine nucleotides by uranyl acetate 
in a manner similar to that followed with the purine nucleotides (compare 
(22)). With regard to the estimation of the purines the procedures are 
identical with the ones described above, and the figures found have the 
same significance; the figures for the pyrimidines, how^ever, have at best a 
semiquantitative value, though the method may be of interest for the 
characterization of the pyrimidines in very small amounts of nucleic acid. 
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. ^^^25 mg. of the nucleic acid preparation, previously dried 

m a ig v aciiiini ^qo g hours, were weighed exactl}^ into a small 
om tu e, 1.5 cc. of n H2SO4 were added, and the sealed tube was heated 
01 lour at 100°. hydrolysate was brought up to a volume of ex- 
0 8 ^ 1*^ N H2SO4, either directly or after adjustment to pH 

to ^ , as was described above in the section on the estimation of purines. 
- portion of this solut^ion ( 0,3 cc.) seiwed for the purine determinations. 

n^exact 2.0 cc. aliquot of the solution was placed in a centrifuge cup and 
a jusie to pH 7 ^dth the help of a mixed indicator. Guanine, which 
precipitated in centrifuged off and washed once with water. 

loni e united supernatants the nucleotides were precipitated by the 
ac aition of a siifficigj^^ amount of a saturated (7 per cent) uranyl acetate 
so ution. 10 minutes later the mixture was centrifuged and the super- 
na ant 1 ought to neutrality, at which time a second precipitation occurred, 
^ e supernatant ivas discarded and the united precipitates were dissolved 
in a out 1 cc. of in order to remove purine traces. The neutraliza- 

^ ^<^idic Solution brought about the reprecipitation of the uranium 
sa s.^ e mixture was treated with 1 to 2 drops of the uranyl acetate 
so u ion, alloii ed to stand for 10 minutes, and then centrifuged. The sedi- 
men was dissolved suspended in 0.3 cc. of about 100 per cent formic 
acK an the solutj^j^^ transferred quantitatively to a bomb tube, two 0.1 
cc.^poi 10 ns of forinic acid being used for washing. The sealed bomb tube 
vas eate to 175^ foj. 2 hours; the cooled hydrolysis mixture was freed of 
a w 1 e sediment by centrifugation and the supernatant introduced into a 
^ umetric sediment was washed as often as possible with 

sma amounts of Water which served to bring the volume to 1 cc. The 
^ and estimation of the pyrimidines then were carried out 

fh‘ ^ P^Wdines recovered in this manner was considerably lower 

an in e piocedi^.g discussed above for the quantitative estimation of 

evto^n b ' ^ largely attributable to a disappearance of 

+ .■} ^ pyrimidine figures were, for instance, found for 

jeas II o^ucleic acid; cytosine 4.3 and uracil 1.8 per cent, which cor- 
lespon e o M and 78 per cent respectively of the authentic values given 
m xaDiev. in or the pancreas nucleic acid the figures w^ere cytosine 2.9 
anc uraci ^ per ce^t, amounting to a recovery of 53 per cent of the cyto- 

^ Til ^ fb* 1 uracil reported in Table VII. 

I is OSS in Cytosine could not be due to the partial solubility of the 

ailrD^f precipitate of cytidylic acid was completely soluble at this 

, JL- ^mount qi insoluble residue remained when hydrolysates of pen- 

Hleic acids 


state! 

tose 
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uranium salt of cytidyiic acid itself was shown in a control experiment with 
cytidylic acid (Preparation 1). 99.8 mg. of the nucleotide were dissolved 
in 0.1 N HCl to give a volume of exactly 25 cc. It was found that the entire 
P contained in 1 cc. aliquots of this solution went into the precipitate pro- 
duced by uranyl acetate. However, the uranium precipitates thus ob- 
tained, when heated at 175° with concentrated formic acid for varying 
periods, yielded cjdosine values that were considerably lower than those 
given in Table II. The percentages of cytosine found were as follows: after 
90 minutes heating 21.4, after 120 minutes 22.7, after 150 minutes 18.4. 

DISCUSSION 

Since this study is in many ways the first of its kind, the discussion may 
well begin with a brief consideration of its limitations and shortcomings. 
First of aU, it deals solely with the composition of nucleic acids ; its bearing 
on the problem of nucleic acid structure is only indirect. Although the 
recognition of structural principles requires an exact Imowledge of the 
nature and the proportions of all constituents, the findings reported here 
demand no particular assumption with respect to a specific arrangement 
of the components or to the t}q)e of linkage holding them together. Sec- 
ondly, it must be understood that all figures presented refer to the hy- 
drolysates only. Groupings that are not cleaved in the course of hydrolysis 
and compounds that are destroyed during the cleavage of the nucleic acid 
or that are not liberated at all will, of course, escape detection. The 
hydrolysis may, on the other hand, lead to the production of artifacts, not 
present as such in the starting material. These reservations naturally 
apply to the constituent analysis of all complicated organic substances. 

The quality of the nucleic acid preparations also may be responsible for a 
number of errors. It is known that pentose nucleoproteins in general 
require a much more drastic treatment for the detachment of the nucleic 
acid than is the case with the corresponding desox^^'pentose nucleic acid 
complexes; and the commercially available preparations of yeast ribo- 
nucleic acid probably are badly degraded, as indicated by the numerous 
purification procedures found in the literature (6) and also by the not infre- 
quently discordant results obtained with different specimens (2). The 
situation is more favorable with respect to the pentose nucleic acid from 
pancreas and even more so as regards the desoxypentose nucleic acids which 
will be discussed in a forthcoming publication. In any event, general 
principles of composition can already be recognized in the pentose nucleic 
acids. 

That satisfactory methods of hydrolj^sis are among the most important 
requisites for the complete characterization of the composition of nucleic 
acids requires no added emphasis. The liberation of the purines is generally 
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assumed to be achieved b}" mild acid M^drolysis (compare p. 223 in (1) and 
also (19)); and this was definitely proved in the present stiid\" with purified 
adenylic and giianylic acids from which adenine and guanine in the re- 
spective yields of 95 and 100 per cent of the expected amounts were iso- 
lated. The complete release of the pyrimidines presents a much more 
difficult problem. The method commonly employed, viz. prolonged auto- 
claving with strong mineral acid at a high temperature, must, in the light 
of the findings reported here, have led to very erroneous conclusions. It 
has now been found that under these conditions a large part of the cytosine 
of the nucleic acid is converted to uracil. It was, therefore, necessary to 
develop a h^^drolysis procedure that would permit the attainment of the 
maximal liberation of constituents without the production of artifacts or of 
a shift in proportions. Concentrated formic acid was finally chosen for 
this purpose. This treatment ^fielded values that were often higher, but 
in no ease lower, than those for total pyrimidine content found with strong 
mineral acid. Furthermore, since it effected no appreciable conversion of 
cytosine to uracil, the important question of the presence of uracil as such 
in the pentose nucleic acids became susceptible of an answer. 

The great advantage of the estimation method employed here lies in the 
fact that it makes possible a complete survey of the distribution of purines 
and pyrimidines in minute amounts of nucleic acid hydrolysates® and that 
it is capable of distinguishing between the different nitrogenous constit- 
uents. Since the total hydrolysate is subjected to a partition between 
solvents, all components, regardless of their physical properties, have an 
equal chance of being demonstrated without having to undergo wasteful 
conversions into derivatives. 

The accuracy of the chromatographic separation of the purines and 
pyrimidines has been discussed in the preceding communication (7). It 
now remains to consider the faults that could vitiate the analytical results 
on nucleic acids. If pynimidines had partly been liberated in the course of 
the mild hydrolysis employed for the release of purines, slightly too high a 
value could have resulted for adenine, due to contamination with uracil 
and, perhaps, also with cytosine. This is, howey^er, unlikely, not only 
because of the spectroscopic controls that yvere invariably applied, but 
also because of the well known stability of the pyrimidine nucleotides. 
The latter property could, hoyvey^er, be a cause of error in the pyrimidine 
determinations ; this will be taken up later. Another error could have been 

® Even smaller quantities of nucleic acid than were used here could doubtless be 
employed for the estimations, if the hydrolysates were adjusted to a lesser volume, 
or if, without volume adjustment, a known amount of a substance were added to the 
hydrolysates which, ser\dng as a marker, could be separated and estimated quanti- 
tatively on the chromatogram. 
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introduced by the contamination of the pyrimidine fraction with purines 
that had not been removed completely as the hydrochlorides. This is 
even less likely; in the chromatographic procedure used, the cytosine frac- 
tion could have contained traces of hypoxanthine which, however, probably 
is not a common nucleic acid constituent and is quite different spectro- 
scopically from cytosine. The absorption maxima of uracil and of adenine, 
its possible contaminant, are nearer, but since no uracil spot was detected 
ill the corresponding hydrolysates of desoxypentose nucleic acids, contamina- 
tion with adenine is not likely to have played an important role. 

Before the results presented in this studi" are compared with those of 
previous workers, one additional point should be stressed. The inspection 
of Tables VI and VIII will show" that in both nucleic acid preparations a 
certain proportion (15 to IS per cent) was not accounted for. Several 
reasons could be responsible for this deficit. It could, for instance, have 
resulted from the summation of hydrolysis losses affecting equally the 
estimations of all the purines and pyrimidines. One observation w'oiild 
seem to favor this assumption. When the total number of gm. atoms 
of nitrogen found in the hydroh^sates is divided by the total number of 
moles of the four bases in w^hich they are contained (see molar proportions 
in Tables VI and VIII), the quotients, which indicate the average nitrogen 
content of each nitrogenous constituent, are in very good agreement with 
the atomic nitrogen to phosphorus ratio calculated from the anal>d:ical 
values found for the intact nucleic acids. For 3"east ribonucleic acid this 
quotient is 4.1, the atomic N:P ratio 4.2; the corresponding figures for the 
pancreas nucleic acid are 4,3 and 4,3. This agreement suggests that the 
hydrolyses did not result in a considerable fractionation. 

Another possibility is that the nucleic acids contained small amounts of 
unidentified components which either w^ere resistant to hydrolysis or gave 
rise to substances that could not be demonstrated by the chromatographic 
methods. In this connection, attention may be drawn to the behavior of 
isolated cytidylic acid toward hydi*olysis, discussed above in conjunction 
wdth the experimental fi.ndings. Several peculiarities exhibited by ribo- 
nucleic acids, e.g. the lability of the internucleotide linkages toward alkali, 
cannot be explained on the basis of the currently assigned structures; 
and these problems will have to be investigated further in connection with 
the behavior of isolated pyrimidine nucleosides and nucleotides. It will 
be remembered that dephosphorylation of the nucleic acids appeared com- 
plete under the conditions of hydrolysis (Table II) ; but it is not impossible 
that a small proportion of differently linlced pyrimidines was not liberated 
by acid hydrolysis. Chromatographic separation studies on the distribu- 
tion of the constituent nucleotides and other investigations, w'hich are being 
carried out at present, will perhaps contribute to a decision. 
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The identification of the sugar component that is associated with the 
purine moiety of the pentose nucleic acids studied here was attempted, in 
order to test the possibility of applying a chromatographic microprocedure 
to the investigation of the carbohydrates present in minute amounts of 
nucleic acids. Only one sugar was detected in the hj^droiysates of the 
yeast and the pancreas nucleic acids. It was identical in partition be- 
havior Avith D-ribose, Avhich is in accordance with the original findings of 
Levene and Jacobs (23). 

"VlTien the tetranucleotide structure of \es^>st ribonucleic acid is discussed 
in the literature (compare, for instance, (3) p. 198), reference is usually 
made to a publication of Levene (24) that is said to provide the evidence for 
the occurrence in this nucleic acid of the two purines and the two pyrimi- 
dines in equimolecular proportions. Actually, this is far from correct. 
From 10 gm. of nucleic acid (N 15.2, P 8.6 per cent) 2.0 gm. of adenine 
picrate and 1.0 gm. of guanine were isolated. The same quantity of 
nucleic acid jdelded cytosine, as ivhat is described as 3.0 gm. of a crude 
picrate, and uracil whose isolation Avas reported AAuthout any indication of 
its AA'Oight. The nitrogenous bases AA'ere, therefore, distributed as follows: 
adenine 7,1 per cent (0.19 mole per mole of P); guanine, in good agreement 
with the present findings, 10 per cent (0.24 mole); cytosine (if the crude 
derivative is considered as cytosine picrate) 9.8 per cent (0.32 mole); no 
value can be assigned to uracil. The corresponding molar proportions, 
viz. adenine 1.0, guanine 1.3, C}d:osine (?) 1.7, hardly lend themselves to 
the formulation of a regular tetranucleotide. The figures assembled in 
Table VI in the present paper proAude, in fact, much better evidence of 
regularity, but further considerations of this kind should be postponed. 

Most of the other evidence is of a more circumstantial nature, e.g. the 
rates of liberation of phosphoric acid (25, 26) and of sugar (26, 27), the 
calorimetric behavior of yeast nucleic acid (28), the amount of total purine 
nitrogen liberated (19), etc. A discussion of the analytical data submitted 
in a preliminary form by Loring et aL (29) should, in vieA\^ of a recent note 
(30), aAA^ait the presentation of experimental details. 

The pentose nucleic acid of pancreas, w^hile much investigated, has not 
had as important a part as yeast nucleic acid in the development of the 
conception of nucleic acid structure, though its peculiar composition early 
sen-ed to draw attention to the far from simple problems invohmd. It Avas 
suspected of not fitting into the pattern of a regular tetranucleotide and 
was in turn formulated as a guanylic acid complex of ribonucleic acid and as 
a hexa- or pentanucleotide. Hammarsten (31) assumed a guanine to 
adenine ratio of 3:1, Steudel (32) of 4:1, Levene and Jorpes (12) found in 
different preparations 3.3 and 4.6 times as much guanine as adenine, and 
Jorpes (ll)'tAvice as much guanine as adenine. Since some of the guanylic 
acid present in this material appears to be bound rather feebly, it is probable 
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that different methods of isolation led to products of somewhat varying 
compositionj quite apart from the uncertainties inherent in the estimation 
methods. 

It will be seen that the findings summarized in Table VIII correspond 
to about 4 molecules of adenine and 5 of cytosine per 10 molecules of 
guanine. The ratio of purine to pyrimidine nitrogen was very high. Since 
pancreas is rich in riboniiclease which appears to act preferentially on the 
pyrimidine nucleotide portion of ribonucleic acids (33, 34), it is not im- 
possible that some pjTimidine was liberated in the course of the prepara- 
tion of the material. 

One more point remains to be considered, namely the presence of uracil 
ill the pentose nucleic acids- That cytosine is converted to uracil with 
relative ease has long been known (35) ; and in view of the extremely ener- 
getic methods commonl}- used for hydrolysis it is natural that the possi- 
bility of uracil being an artifact has formed the subject of lively contro- 
versies. Kowalevsky (36), in an investigation of 3'east ribonucleic acid 
carried out in Steudeks laboratory, attempted to demonstrate the exclusive 
presence of three nitrogenous bases which she claimed to occur in the fol- 
lowing molar proportions: adenine 1, guanine 1.6, cytosine 1.1. VTiile the 
concentration of uracil in the hydrolysates of both pentose nucleic acids 
examined in the present study is very low, there is every reason to believe 
that it is a genuine constituent of the preparations. To what extent, 
however, the effect of deaminases and of other enz^mies acting on the 
nucleic acids during their isolation may contribute to their final composition 
is a problem that will have to be considered separately. 

The authors wish to thank Miss Ruth Doniger and Mrs. Charlotte Green 
for excellent assistance and Mr. W. Saschek and Miss R. Rother for the 
microanalyses. 


SUMIVmRY 

The methods for the separation and estimation of adenine, guanine, 
cytosine, and uracil in minute amounts, described in the preceding com- 
munication, were applied to a study of the distribution of these nitrogenous 
constituents in hydroh^sates of the ribonucleic acids of j^east and of pan- 
creas. Since it was shovm that under the customary conditions of hy- 
drolysis with strong mineral acid cytosine was largely converted to uracil, 
concentrated formic acid ^vas chosen as the hydrolyzing agent. 

The presentation of detailed methods for the preparation of the hy- 
di'olysates and the estimation of the individual components is followed by a 
consideration of the proportions in w^hich the purines and pyrimidines were 
found in the hydrolysates. A procedure, permitting the characterization 
of the nitrogenous constituents in very small quantities of nucleic acid, 
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and the application of chromatography on filter paper to the identification 
of the carbohydrate components of nucleic acids likewise are described. 

The paper, w'hicli includes studies of the li3’'droiysis behavior of isolated 
nucleotides, concludes with a critical discussion of the findings. 
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A NEW PREPARATION OF CRYSTALLINE ANTERIOR 
PITUITARY GROWTH HORMONE'^ 

By ALFRED E. WILHELMI, JACOB B. FISHIVLAN, and JAXE A. RUSSELL 
With the Technical Assistance of ALikjorie Cappiello 
{From the Department of Physiological Chemistry, Yale University, Nev: Haven) 

(Received for publication, July 21, I94S) 

The isolation and identification of the anterior pituitar}^ growth hormone 
as a pure protein were first achieved by Li, Evans, and Simpson (1, 2) in 
1944-45. Their method is a beautiful example of the classical procedures 
of protein fractionation by the controlled use of salt and of h^^drogen ion 
concentrations. It owes its distinction to the proof that the grovdh-pro- 
moting activity of anterior pituitary extracts, first demonstrated by Evans 
and Long (3), is attributable to an individual protein. The disadvantages 
of the method lie in the somewhat low extraction efficiency from acetone 
powders of the anterior pituitary glands, in the tedium of the many repeated 
steps of the process, in the time consumed, in the losses ineffitably associated 
with repeated manipulations, and in the resulting low yields of product (of 
the order of 60 mg. per Idlo of fresh anterior pituitary glands). The method 
attains its objective of isolating pure growth hormone, and it secures infor- 
mation about the properties of the protein that is essential in the develop- 
ment of an improved method, but is impractical for obtaining the hormone 
in the quantities required for extensive experimental and clinical investi- 
gation. 

It has been found that a fractionation of calcium hydroxide extracts of 
fresh bovine anterior pituitary glands, by means of ethanol at low tempera- 
tures along the lines successfully exploited by Cohn and his colleagues (4) 
in the separation of the plasma proteins, yields an abundance of crude 
fractions with liigh growth-promoting activity. Re-solution of these active 
fractions in dilute potassium chloride, followed b}^ removal of the bulk of 
impurities in a precipitate formed at pH 5.0 and by a fractional precipitation 
with ethanol, starting at pH 8.5 to 8.7, yields a crystalline protein, electro- 
phoretically homogeneous, which from its biological activity and other 
properties is identified as the anterior pituitary growth hormone. The 
welds of the crude primary fractions average about 33 gm. per kilo of fresh 
glands. The welds of the purification procedure lie between 8 and 16 per 
cent. On this basis, the new method can be expected to produce quantities 

* The work reported in this paper is being done under a grant from the American 
Cancer Society on the recommendation of the Committee On Growth of the National 
Research Council. 
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of pure or nearly pure crystalline growth hormone of the order of 3 gm. 
per kilo of fresh glands. 


Methods 

The growth-promoting action of the various fractions was measured by 
their effects on the body weight of male hypophysectomized rats/ of about 
iOO gm. body weight, brought about by the daily intraperitoneal injection 
of solutions of the test material in normal saline for 10 days. In most 
instances the effects on growth were checked by measurements of the width 
of the proximal epiphyseal cartilage of the tibia, as described by Evans, 
Simpson, Marx, and Kibrick (5). Adrenocorticotropic activity was meas- 
ured by the method of Sayers, Sayers, and Woodbury (6). Glycostatic 
activity was measured by the effects of two intraperitoneal injections of the 
test substance in normal saline solution on the level of the muscle glycogen 
of 200 to 250 gm. hypophysectomized male rats fasted for 24 hours (7). All 
of the experimental animals were maintained on a diet of laboratory chow 
in a room at a constant temperature of 25.5®. 

Determinations of pH were made with the glass electrode. 

Method of Isolation — The anterior lobes were carefully dissected from 
frozen bovine pituitary glands and were stored in a freezer until required. 
Small lots of 300 to 500 gm. were used for the individual runs. 

The glands are prepared for extraction by thawing them slightly, mixing 
the separated glands with coarsely ground solid carbon dioxide, and grind- 
ing them to a fine powder by two or three passes, with successively closer 
plate settings, through a Straub dry food grinder previously chilled with 
solid carbon dioxide. The carbon dioxide is allowed to evaporate, leaving 
a cold pink mush of the ground glands. 

All subsequent operations are carried out in a cold room at 0-5®. 

The ground glands, free of carbon dioxide, are suspended in dilute calcium 
hydroxide solution, pH 11.5, and stirred mechanically for 24 hours. 2 liters 
of calcium hydroxide solution are used for 300 to 350 gm. of fresh frozen 
glands. During the early hours of stirring, the pH of the mixture must be 
maintained at 11.5 by occasional additions of solid calcium hydroxide. 
The pH becomes steady after 3 or 4 hours, and, in the conditions in our cold 
room, it is usually not less than pH 11.0 at the end of 24 hours stirring. 

The pH of the mixture is adjusted to 8.5 to 8.7 by bubbling in. carbon 
dioxide gas, care being taken not to overrun, and the mixture is allowed to 
settle overnight. It is thereafter centrifuged, the opalescent pink super- 
natant solution is decanted, and the residue is discarded. 

^ The hypophysectomized rats used in the growth tests were purchased from Hor- 
mone Assay, Inc., of Chicago, IHinois. The condition, survival, and uniformity of 
response of these animals were excellent. 
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1\) Iho superiRitaiit suhiliou, rapidly stirred, a. calculated \'oiume of a 
mixture of equal parts (.)f 95 per (‘ent ethanol and Matei* (1:1 ethanol) is 
added dropwise. at a rate of ahout fiO ml. per liour, until the concentration 
of ethanol in the mixture is 12 per cent. The precipitate that forms is cen- 
trifuged off, Fraction A. 

To the 12 per cent ethanol supernatant solution, vigorously stirred, 1:1 
ethanol is added dropwise until the ethanol concentration is 24 per cent. 
The precipitate is centrifuged off, Fra(*tion B. 

The 24 per cent ethanol supernatant solution is adjusted to pH 6.8 with 
4 N hydrochloric acid, and the resulting precipitate centiifuged off, Frac- 
tion G. 

The supernatant solution is adjusted to pH 4.6 with 4 n hydrochloric 
acid, and the resulting precipitate centrifuged off, Fraction D. 

To the 24 per cent ethanol supernatant solution, pH 4.6, vigorously 
stirred, 95 per cent ethanol is added dropwise until the ethanol concentra- 
tion of the mixture is 40 per (*ent. The I'esulting precipitate is centrifuged 
off, Fraction E. 

The clear pink supernatant solution is discarded. 

Fraciions A to E are each suspended in distilled water and lyophilized. 
They constitute the crude primary fractions. Of these, Fractions A, B, 
and G contain nearly all of the growth activity, and these fractions may lie 
purified in the following steps. 

A 0.5 per cent solution of Fraction A, B, or C in 0.1 n potassium chloride 
solution is made with the aid of 1 n potassium hydroxide, added until the 
pH of the mixture is 11.0. Solution is usually c'omplete; if it is not, the 
solution is cleared by centrifuging. 

The pH of the solution is adjusted to 5.0 with 4 n hydrochloric acid. 
The resulting precipitate is centrifuged off, suspended in one-half the origi- 
nal volume of 0.1 n potassium chloride solution, and saved. 

The supernatant solution, water-clear and usually nearly colorless, is 
adjusted to pH 8.5 to 8.7 with 1 n potassium hydroxide, and a calculated 
v'olume of 1:1 ethanol is added dropwise (rate, 30 ml. per hour) to thc^ 
rapidly stirred solution until the ethanol concentration of the mixture is 5 
per cent. The resulting precipitate, which exhibits some crystals on micro- 
scopic examination, is centrifuged off and saved. 

To the water-clear 5 per cent ethanol supernatant solution, vigorously 
stirred, the calcailatcal volume of 1:1 ethanol is added dropwise until the 
ethanol concentration of the mixture is 20 per cent. A crystalline precipi- 
tate forms slowdy and steadily throughout the period of additicni, and the 
process appears to be complete by the end of the addition. The crystalline^ 
precipitate is pure, or nearly pure growth hormone. It is collected by 
centrifugation, suspended in distilled water, dialyzed against distilled wmter 
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until sail “free, and lyopliilized. A photograph ol the crystalliiK' product 
is presented in Fig. 1. 

The precipitate, pFI 5.0, together Aviththeo percent ethanol precipitate, 
may be rodissolved in one-half the original volume ol 0.1 n ]iotassiuin 



Fig. 1. Growth hormone crystals, photographed in their motlicr liquor. Dark- 
ficld; magnification X 430. 

Table I 

Yivldfi of Total Solids and of Crude Fractions d to E in Xine Extract iott.s of Fresh. 
Beef Anterior Fituilarif Glands 


Experiment 

XY. 

Glands, 

fresh 

weight 

Solids in extract 

.7 

B 

Fract 

C 

ons 

D 


A + B -f 
C 


gm. 

gm. 

'gni. per kg. 

gm. 

gm. 

gm. 

gm: 

gm. 

gm. per 
kg. 

12 

804 



0.6 

1.9 

4.0 

1.2 

0.4 

21.7 

46 

804 

23.5 

77.3 

4.6 

2.3 

4.6 

3.5 

1.2 

38.3 

62 ; 

305 

24.0 

1 81.6 

I 16.6=^= 

i 

t 

1.4 


55.3 

82 

835 

32.1 

! 95.8 

1 9.5 

3.4 

2.3 

2.0 

0.9 

-15.2 

115 

350 

23.8 

68.0 

4.5 

8.6 

1 2.8 

1.9 

0.6 

45.3 

143 ^ 

350 

14.6 

; 41.7 

: 2.9 

1 1.3 

0.4 

1.1 


13.1 

168 

500 

1 28.1 

56.2 

1 10.3 

[ i.y 

0.2 

1.9 


24.8 

194 

430 

i 26.4 

61.4 

5.8 

i 2.0 

0.6 

2.0 


19.6 

21S 

1 382 

: 23.5 

61.5 

1 8.7'^ 

1 

1 

1 0.3 


22.7 


Fractions A, B, and C not separated. 


chloride solution with the aid of 1 n potassium hydroxide and put through 
the procedure once more to yield additional crystalline product. Thc^ 
products obtained in a second and third i-ework of the precipitate at pM 
5.0 are in small yield and are not homogeneous. 

Yields 

A summary of the yields of total solids in the crude extracts of several 
separate runs and of the amounts of Fractions A to E is presented in Tabk' 
I. The total solids of the pH 8.5 to 8.7 extract, measured liy lyophilizing 
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an aliquot of tlie extract, average nearly 69 gm. per kilo of fresli glands. At 
an average of 12 per cent of nitrogen, this amounts to 8.38 gm. of nitrogen 
per kilo of fresli glands. Li, Evans, and Simpson (2) report a yield of 4.37 
gm. of nitrogen per kilo of fresh glands in one whole extract of an acetone 
powder. It seems probable that active material may be more readily and 
completely extracted from the finely ground fresh glands than from the 
acetone powder. 

The yields of Fractions A to E vary somewhat from rim to run, and the 
distribution of material, especially between Fractions A, B, and C, is also* 
irregular. This may be due in part to differences between different lots of 
glands, and in part to the effects of evaporation from open vessels, during 
vigorous stirring in a room in which a strong flow of cold air is maintained, 
on the final ethanol concentration attained at each step. There is also a 


Table II 

Sunmtanj of Yields of Crystalline Growth Hormone from Experiment 194- 


Fresh glands extracted 

gm. 

j 

430 

Fraction A 


5.8' 

Crystals (1st run) 

! 0.939 

(2nd “ ) 

1 0.177 

1 


Fractions B -1- C 

2.5 

Crystals (1st run) 

0.159 i 


“ (2nd “ ) 

0.072 


Total crystals 

1.347 



Yield, 2.99 gm. of crystals per kilo of fresh glands. 


slow drift of pH from its starting point of 8.5 to 8.7 to about 7.5 to 7.7 at the 
end of the second ethanol addition, and this may influence the distribution 
of material between Fractions A and B. More consistent yields of material 
in each fraction might be attained by carrying out the procedure in closed 
vessels. The combined yield of Fractions A, B, and C is about 33 gm, per 
kilo of fresh glands. Slightly less than one-half of the total solids in the 
extract is collected in the five crude fractions. The final supernatant solu- 
tion has not yet been explored for its content of other kinds of pituitary 
hormone activity. 

The yields of crystalline material obtained from Fractions A, B, and C 
of one run are outlined in Table IL In this instance, the yield is about 17 
per cent of the crude starting material. This step of the procedure was 
developed during attempts to purify the crude crystalline preparations de- 
scribed in a preliminary report of the method (8). In these trial procedures, 
yields of electrophoretically homogeneous material of the order of 8 to 20 
per cent of the starting material were obtained. It may therefore not be 
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unreasonable to expect fields of crystalline material by the new and simpler 
procedure to be of the order of 3 gm. per kilo of fresh anterior pituitary 
glands. 

Electrophoretic Analysis 

Because of the uncertainties of the growth assay and the fact that Frac- 
tions Aj B, and C already exhibit an order of growth activity such that it is 



Extract b 

420 min. 


; 



X 

330min. 

0-5% EfOH 

394min. 


"R" 

345min. A 

5-iO%EtOH 

508min. 



290min. — ' 

10-15% EfOH 

382 min. 


"D" ^ 

240min. ,.X’ 1 


15-20% EfOH 

382 mm. 


360 min. \ 





Fig. 2. (a) Tracings of the electrophoretic patterns of the crude extract and of the 
five primary fractions. The large slow peaks in Fractions A and B are identifiable 
b 3 ^ their mobilities with the growth hormone. (6) Tracings of the electrophoretic 
patterns of successive fractions obtained during the fractional crystallization of the 
growth hormone from KCI solution with ethanol . Ml of the tracings are of ascending 
boundaries. Gh^cine buffer pH 10.0, ionic strength 0.17, temperature 4°, current 17 
milliamperes. 

difficult to discriminate them biologically from more highl}^ purified materi- 
als, the progress of purification has been followed electrophoretically. The 
Tiseiiiis apparatus emplot^ed is equipped with, the Longsworth modification 
of the Philpot scanning device. For many of the routine observations a 
buffer of the composition, glycine 0.1 m, sodium hydroxide 0.67 m, sodium 
chloride 0.1 m, pH 10.0, ionic strength 0 . 17 , is employed, since it was found 
that good clear solutions of 1 per cent protein concentration were most 
easily obtained in this buffer, especially with the cruder fractions. In Fig. 
2, a are seen the electrophoretic patterns in glycine buffer pH 10 of the 
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whole extract and of the five crude fractions. The large slow peak seen in 
Fractions A, B, and C has a mobility characteristic of that of the growth 
hormone. The corresponding peaks in Fractions D and E comprise a rela- 
tively small proportion of the areas of the patterns. This is in good accord 
with the biological data summarized below. The different patterns of 
Fractions A, B, and C, taken together with the fact that a colored contami- 
nant of the fractions increases in amount from Fraction A to C, seem to 
justify taking these fractions separately, as described. In one run these 
fractions were combined by maldng a straightforward addition of 1:1 
ethanol to a concentration of 24 per cent of ethanol. Since the final purifi- 
cation steps had not been developed at that time, it cannot be said whether 
an “ABC’’ fraction would be as easily susceptible of purification as the 
separate fractions are. This point will be examined, since a considerable 
economy of effort can be made if the first three fractions can be taken as one. 

The advantage of the final fractional precipitation with ethanol is illus- 
trated in Fig. 2, 6, which is taken from an experiment in which separate pre- 
cipitates were collected at 5, 10, 15, and 20 per cent of ethanol. !Most of 
the impurity carried over from the precipitation at pH 5.0 appears to be 
removed at the lowest concentration of ethanol. There is no significant 
difference between the other three fractions, which are uniformly ciystalline. 
They are therefore taken as one fraction in the routine version of the meth- 
od. 

The electrophoretic patterns of a crystalline preparation of growth hor- 
mone in glycine buffer at pti 10 and in acetate buffer at pH 4 are iliiistrated 
in Fig. 3. The material appears to be homogeneous, and the mobilities 
observed at each hydrogen ion concentration correspond closely with the 
mobilities observed by Li, Evans, and Simpson (2) and b}^ Li- for their 
preparation of pure growth hormone. 

This same preparation is being examined for us in the ultracentrifiige by 
Dr. Emil L. Smith of the University of Utah School of Medicine. In gly- 
cine buffer at pH 9.4 and at protein concentrations of 1 and 0.5 per cent, 
only a single sedimenting boundary is observed, and the rate of sedimenta- 
tion is of an order indicating a molecular Aveight of about 49,000 for the 
material. A more complete ultracentrifugal analysis wdll be reported at 
another time, but this preliminary information affords additional evidence 
of the purity of the crystalline product and of its identity with the pure 
growth hormone isolated by Li, Evans, and Simpson (2). 

Biological Activity 

The observed effects of the crude Fractions A to E upon growth and upon 
the width of the proxinaal epiphyseal cartilage of the tibia in hypophysecto- 

“ Li, C. H., personal communication. 
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mized male rats are summarized in Table III. It will be seen that Frac- 
tioiis Aj B, and C bring about growth increments of 2 gm. or more per day 
at a dose level of 100 y per day. Since the relationship between dose and 



Fig. 3, Tracings of the ascending boundaries observed during the electrophoresis 
of crystalline growth hormone, (a) Glycine buffer pH 10.0, ionic strength 0,17. 
(h) Acetate buffer pH 4.1, ionic strength 0.13. Temperature 4°, current 17 milli- 
aniperes. 



328min. 


230min. 



Table III 

Effect of Crude Primary Fractions upon Growth and Width of Tibial Epiphyseal 
Cartilage in Hypophysectomized Rats 


FractioQ No, 

1 

Daily dose 

lo day in( 

Body weight 

:rease in 

Epiphyseal width 


mg. 

gm. 

ft 

194-A 

0.10 

28.3 

204 

143-B 

0.01 

8.3 

102 

12-B 

0.10 

23.0 


12-C 

0.10 

21.0 


168-D 

0.10 

7.6 

55 

ns-D 

1.00 

18.3 

198 

115-E 

1.00 

4.6 

75 


Each figure is the mean of three or four rats. 


response is a logarithmic one, these fractions already exhibit unit activity; 
that is, they can be expected to bring about growth increments of 1 gm, per 
day at dose levels of 10 y per day. A full dress assay in an elaborate experi- 
mental design is therefore necessary to distinguish the growth potency of 
these three fractions from that of the crystalline hormone. Fractions D 



WILHELMI, FISHMAN, AND RUSSELL 


743 


and E are much less active, which accords with the electrophoretic evidence 
that an element identifiable with the growth hormone forms only a minor 
part of the total electrophoretic pattern. In general, the effects of the 
different fractions in the different doses upon the widths of the tibia! 
epiphyses correspond very well with their relative effects upon growth. 

The growth-promoting effects of the crystalline hormone are summarized 
ill Table IV. Fractions 198-A, 198-B, and 198-C were obtained with 0 to 
5, 5 to 10, and 10 to 15 per cent of ethanol respectively. The first of these 
fractions, as one might expect from the electrophoretic patterns of Fig. 2, h, 
appears to be less active than the others. At the dose level of 20 y daii}% 
the crystalline fractions exhibit both growth and cartilage effects compar- 
able to those observed with the pure growth hormone of Li, Evans, and 
Simpson (2). 

Table IV 


Effect of Purified Growth Hormone on Growth and Width of Tibial Epiphyseal 
Cartilage in Hypophysecioiyiized Rats 


Fraction No, 

Daily dose 

1C day increase in 


Body weight 

Epiphyseal width 


ms- 

gfn. 


198- A 

0.02 

12.3 

119 

19S-B 

0.02 

16.6 

159 

198-C 

0.02 

14.3 

150 

202-3-BCD 1 

0.02 

15.8 

180 


0.10 

25.0 

207 


Each figure is the mean of three or four rats. 


The crystalline material has been tested for adrenocorticotropic activity 
by the method of Sayers, Sayers, and Woodbury (6). A dose of 0.5 mg. 
per 100 gm. of body weight, injected intravenously into each of four 1 day- 
hypophysectomized rats immediately after the removal of one adrenal 
gland, produced in 1 hour an average fall in the concentration of ascorbic 
acid of only 23 mg. per cent in the remaining adrenal gland as compared 
with that of the control gland. This corresponds to the effect of 0.2 to 0.3 
7 of purified adrenocorticotropic hormone, a negligible contamination of 
the order of 4 to 6 parts in 10,000. 

Complete information is not yet available on the other kinds of pituitary 
hormone activity present in the crystalline growth hormone. A detailed 
assay of a cruder crystalline preparation made by the old procedure (S)^ 
which showed two components electrophoretically, 3 fielded the following 
results:® (a) adrenocorticotropic hormone, less than 1.25 per cent of Armour 

® We are grateful to the late Dr. Fred C. Koch, to Dr. Paul L. Munson, and to 
Mr. Irby Bunding of the Armour Hesearch Laboratories, for their kindness in con- 
ducting these assays for us. 
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Lx\lA standard; (h) prolactin, less than 0.1 per cent of Armour standard (16 
internal ioiial units per mg.) ; (c) gonadotropic, negligible effects on uterine 
and ovarian weights of h 3 ?‘pophysectomized female rats in 4 days at dose 
levels of 0.4 and 0.8 mg. per daj^; (d) thju’otropic hormone, 7.2 per cent of 
i\-rmoiir standard or about 0.1 Evans chick unit per mg.; (e) pressor activ- 
ity, less than 0.01 U. S. P. reference posterior pituitary units per mg. ; (/) 
ox^docic activity, less than 0.004 U. S. P. reference posterior pituitary units 
per mg- This crude material is therefore relatively free of other kinds of 
anterior and posterior pituitarj^ hormone activities, and it is to be expected 
that the ciystalliiie hormone, which satisfied at least three of the criteria for 
purit}', will prove to be cleaner in these respects. 

All of the active growth hormone preparations examined so far, including 
the purest cr^’stalliiie preparations, have exhibited excellent glycostatic 
activity, which has become more intense with increasing degree of purifica- 
tion. A detailed account of the experiments will be given elsewhere, but 
it ma\’ be said, on the basis of the present observations, that the activity" 
of the anterior pitiiitar}^ gland in maintaining normal levels of muscle gly- 
cogeii in the 24 hour fasted hypophysectomized rat, first observed by 
Russell (7j, appears to be a property of the growth hormone. 

Work is in progress on a detailed chemical and physicochemical study of 
the crystalline growth hormone prepared by the present method, in order 
to compare the properties of this material with those described by Li ei aL 
(2, 9, 10) for their pure growth hormone. 

Attention has so far been concentrated on developing the new method 
for isolating growth hormone. It is hoped, however, that the principles 
and procedure of the new method be applied to the efficient isolation 
of other hormones of the anterior pituitaiy gland. 

SUMMARY 

A new method is , described for the preparation of cr^^stalline growth 
hormone from fresh bovine anterior pituitary glands. The method depends 
upon the fractionation with ethanol at low temperatures of a calcium hy- 
droxide extract of the ground, fresh glands. The crude fractions obtained 
at this stage are purified hj an isoelectric precipitation of contaminating 
material from dilute salt solution, followed by a fractional cr^^stallization 
with ethanol. The .yields of the crystalline product, which is electrophoreti- 
cally and ultracentrifugally homogeneous, are of the order of 3 gm. per kilo 
of fresh glands. The crystals have the expected effects upon body growth 
and upon the width of the proximal epiphyseal cartilage of the tibia in 
h 3 "popli\^sectoinized rats. They are also the most active glycostatic hor- 
mone preparations yet isolated; so that it appears that glycostatic activity 
is one of the properties of the growih hormone. 
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NOTES ON MYOGLOBIN PREPARATION AND IRON CONTENT 

By william J. BOWEN 

{From the Laboratory of Physical Biologyy National Institute of Healthy 
Bethesday Maryland) 

(Received for publicatipn, June 22, 1948) 

Since the first description by Theorell (11) of a process of isolating and 
purifying myoglobin from horse “heart by crystallization, several workers 
have succeeded in preparing myoglobin by TheorelFs procedure. Roche 
and Vieil (8) and Rossi and Aragona (9) have described methods less ardu- 
ous than TheorelFs. Their methods, however, sacrifice yield to gain sim- 
plicity. 

We have developed a modification of TheorelFs procedure for preparing 
horse heart myoglobin in which the more than twenty steps described by 
him are reduced to about ten with no sacrifice of yield. During the work, 
difficulty was experienced in attaining purity of the preparations based on 
the value for the iron content, 0.345 per cent, reported by Theorell (11) 
and others. It became apparent that the value 0.345 per cent iron is 
greater than the value computed from the ratio in myoglobin of iron con- 
tent (1 atom per molecule) and the molecular weight. The results of 
analyses of our preparations indicate that the value computed from the 
molecular weight derived from sedimentation and diffusion constants can 
be used as a criterion of purity of myoglobin. 

Preparation 

At a slaughter-house, horse hearts are removed as soon as possible and 
perfused through the coronary arteries with tepid 0.85 per cent NaCl solu- 
tion (made on the site with warm tap water) until the solution emerging 
from the veins is colorless. About 15 liters of solution are used per heart. 
The auricles and as much fat and connective tissue as practical are trimmed 
away from the ventricles. In the laboratory the work is carried out at 
1-5*^ as far as possible. The ventricular flesh is ground by an electrically 
driven meat chopper, and the ground meat is mixed with a chilled volume 
of water equal in ml. to the weight of the meat in gm. The mixture is 
stirred well and left in the cold overnight. 

The following morning the extract is separated by centrifuging at lOOOg 
or more. The extract is then partially purified by making the solution 
3 M (50 per cent of saturation) with ammonium sulfate and separating the 
precipitate thus salted out by either centrifugation (1000^) or filtration. 
The supernatant solution is put into cellophane sausage bags 3 or 4 inches 
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in diameterj are then immersed in a chilled, batli of saturated am-” 

moniiini sulfate that contains an excess of the salt and is adjusted to pH 7.1 
to 7.3 Avith NH 4 OH. The solution outside the bag is stirred with an electric 
stirrer for 24 hours. 

Crystals of myoglobin appear in a day or so gathered in typical clusters 
(11), the form of At^hicli resembles sheaves of grain. The clusters increase 
in size for 2 or 3 tveeks and reach lengths up to 1 ml. The myoglobin 
can be left in the baths indefinitely at about 5°. (We have stored it thus 
for 1 3 "ear.) To isolate the crystals from the amorphous impurities, the 
contents of the dialysis bag are centrifuged at 1000^ for 10 minutes. The 
supernatant solution with as much of the amorphous material as possible 
is aspirated from the la^^er of crystals. The remaining precipitate of crys- 
tals and amorphous matter is resuspended in saturated ammoniiiiii sulfate^ 
and centrifuged at 200p to 300p for 5 minutes. The supernatant solution 
is again removed by aspiration. The process of resiispension, centrifuga- 
tion, and aspiration is repeated three times. The precipitate of crystals 
is next suspended in saturated ammonium sulfate^ in a 500 ml. graduated 
cylinder. Af'ter 24 hours the larger crystals have settled to the bottom 
and the solution aboA^e them is removed by aspiration. This process of 
suspension, settling, and aspiration in the cylinder is carried out six times. 

After the final Avashing, the ammonium sulfate is diluted until the myo- 
globin is dissoh^ed. The solution is then dialyzed in a cellophane bag, 0.75 
to 1.0 inch in diameter, in the cold against running distilled water for 24 
hours or until a portion of the extract gives no indication of sulfate AAdieii 
tested Avith 10 per cent barium chloride. The dialysis is carried out on a 
rocker arm with a bubble in the bag to assure mixing. When the solution 
is removed from the bag, it contains a light precipitate Avliich is apparently 
of no coiiseciiience and is removed by filtration. The solution of myoglobin 
thus obtained can be stored indefinitely in a refrigerator if a drop of chloro- 
form is added. 


Iron Content 

In his original publication, Theorell (11) presented four determinations 
of iron in horse heart mjmglobin w^hich aAmraged 0.345 per cent. Later, 
Theorell and de Drive (12) obtained 0.340 per cent in human myoglobin. 
Either of these values is sometimes claimed to be the iron content of hemo- 
globin (4, 5, 11), and since myoglobin, like hemoglobin, contains 1 iron 
atom per unit of heme, it has been accepted as the iron content of myo- 
globin. hlillikan (5) gives 0.345 per cent in a rerdew of research on myo- 

^ In order to lessen the possibility of contaminating the myoglobin with iron 
contained as an impurity in ammonium sulfate, the saturated solution was filtered 
after standing several w'eeks and the iron in it had precipitated. 
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globin, and Rossi and Aragona (9) state that they obtained this proportion 
repeatedly. Drabkin (4) found 0.340 dz 0.002 per cent. "Wlieii used to 
calculate the molecular weight of myoglobin, 0.345 per cent iron gives 
16AS&. The value 0.340 gives 16,424. 

The molecular weight of horse heart myoglobin has been determined by 
five methods. These are listed in Table I, together with the calculated 
values for iron content on the assumption of 1 atom of iron per molecule. 
It is to be noted that the results are consistently low^er than that obtained 
by Theorell. Zinoffsky (14) found, by painstaking methods, that the iron 
content of horse hemoglobin is also less than 0.345 per cent; he obtained 
0.335 per cent. Valer (13), working with care equal to Zinoffsky’s, obtained 
0,330 per cent. 


Table I 

Molecular Weight of Myoglohiid from Literature and Calcidated Iron 
Content for Each Observation 


Mol wt. 

Iron calculated 
from mol. wt. 

Method of determination of mol. ’wt. 

Observer and reference No. 

16,850 

per cent 

0.331 

Osmotic pressure 

Eoche and Vieil (8) 

17,200 

0.325 

Sedimentation and difiusion 

Poison (6) 

17 ,m 

0.319 

Sedimentation-equilibrium 

- (10) 

17 

00 

CO 

O 

Bergmann and Niemann (1) 

Roche and Derrien (7) 

17,600 

0.317 

Rule of simple multiples 

Pedersen (10) 


* Roehe and Derrien actually give 16,934, but they neglected to add the value of 
the molecular weight of 1 heme molecule (600) to the weight of the globin portion 
determined by them. 


The molecular weight 17,500 (Table I), according to Pedersen (10), is 
the mean of four values obtained from determinations of the sedimentation 
equilibrium by Poison. Poison (6) also determined the molecular Aveight 
of myoglobin from the same preparation from sedimentation and diffusion 
constants, with correction for particle size. In this instance he obtained 
17,200. Technical difficulties prevent the exact measurement of these val- 
ues by sedimentation and diffusion methods and the publications cited give 
few of the data necessary for statistical evaluation. Poison (6) presents 
five experimental diffusion constants taken on two concentrations of myo- 
globin, which vary less than 1.1 per cent from the mean; however, according 
to Edsall (3), Svedberg has estimated the probable error in diffusion and 
sedimentation constants as 2 to 3 per cent and in calculated molecular 
weights as 5 to 10 per cent. 

We have analyzed several preparations of myoglobin, prepared as de- 
scrib ed above, for iron. These analyses were made by the method described 
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by Delory (2), with aja'-dipjTidyl as an indicator. To establish the ac- 
curacy of the method, a statistical analysis of its reliability was made. 
First, twelve standards, to each of which were added 25 t of iron per 10 
ml., were anah^zed. These gave an average iron content of 25.02 7 (cr = 
0.80; coefficient of variation == 3.2 per cent). Secondly, nine samples of 
1 ml. each from a single solution of horse heart myoglobin known to be 
only partially pure were analyzed for iron content and dry weight. The 
iron ranged from 6.00 to 6.19 7, with an average value of 6.10 (v = 0.2; 
coefficient of variation = 3.3 per cent). The dry weights ranged from 1.97 
to 2.10 mg. per nil. and averaged 2.03 mg. (<r = 0.14; coefficient of varia- 
tion = 6 per cent). 

Finally eight preparations of mjmglobin of different concentrations were 
analyzed hj this method. The determinations of iron in them were 0.313, 
0.317, 0,305, 0.322, 0.352, 0.325, 0.340, and 0.306 per cent, average 0.323 
(a = 0.043; coefficient of variation = 13.3 per cent). 

The possibility exists that this value for the iron content of myoglobin 
is affected loss of either the heme or globin of denatured molecules. Tlie 
solubility and stability of globin from myoglobin are unknown for the con- 
ditions of the preparation; however, from knowledge of the relative stabili- 
ties of globin and heme of hemoglobin, one would expect the heme to be 
more stable than the globin. If this obtains for myoglobin, denaturation 
would increase the iron content rather than decrease it, and wmuld give 
values equal to or greater than 0.345 per cent. 

The average value for iron content of myoglobin, 0.323 per cent, is in 
good agreement with the composition calculated from the molecular weights 
obtained by the sedimentation-diffusion studies (see Table I) discussed 
above. It agrees substantially with values for iron in horse hemoglobin 
found b}" Zinoffst^^ (14) and Yaler (13). When used to calculate the mo- 
lecular weight of myoglobin, 0.323 per cent gives 17,288. This result agrees 
well with Poison’s (6, 10) determination of the molecular weights of niyo- 
globin, 17,200 and 17,500. 


SUMMARY 

A method to isolate and purify myoglobin of horse heart is described. 
The theoretical percentage composition with respect to iron in myoglobin 
is believed to be nearer 0.323 than the commonly accepted value 0.345, 
Eight preparations of myoglobin were analyzed. They were found to have 
values for iron ranging from 0.305 to 0.352 per cent, with an average of 
0.323 per cent. Y hen used to calculate the molecular weight of myoglobin, 
0.323 per cent gives 17,300, which is in good agreement with the results 
of sedimentation and diffusion studies of myoglobin. 
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COMPARATIVE GROWTH ON DIETS CONTAINING TEN 
AND NINETEEN AMINO ACIDS, WITH FURTHER 
OBSERVATIONS UPON THE ROLE OF 
GLUTAMIC AND ASPARTIC ACIDS* 
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(Received for publication, August 2, 1948) 

In a series of papers extending over many years evidence has been pre- 
sented regarding the nutritive role of each of the recognized components of 
proteins. The results have demonstrated that ten amino acids are essential 
dietary components for the rat. The exclusion from the food of any one of 
these, other than arginine, leads to a profound nutritive failure, loss in 
weight, and eventual death. Arginine differs in several respects from other 
constituents of proteins. First, it can be S 3 nithesized by the rat (1), biit 
not at a rate commensurate with the needs of the organism for maximum 
growth. Thus, ^mung animals w^hich are deprived of arginine gain much 
less rapidly than do their litter mates which receive this amino acid (2). 
Because of this fact, arginine is classified in this laboratory as an essential 
component of the food. On the other hand, arginine is unique in that it 
can be replaced in part for growth purposes by proline or glutamic acid, 
though not by hydroxyproline (3). These relationships are believed to be 
associated with the ability or inability of the organism to effect the inter- 
conversion of the amino acids in question {cf. (3-6)), 

In connection with the above studies two points require further con- 
sideration. The first has to do with the nutritive efficiency of diets in 
which the ten essential amino acids are virtually the sole sources of nitrogen. 
The second relates to the precise status of glutamic acid as a growth stimu- 
lant in the 'presence of argmine. No data have been presented from this 
laboratory regarding the comparative growth behavior of animals receiving 
mixtures of ten and nineteen amino acids. Several years ago, experiments 
of this nature were conducted under the most favorable conditions then 
possible. At that time, the conclusion was reached, and stated on several 
occasions without the submission of evidence (7, 8), that animals upon such 
simplified diets gain in weight as rapidly as they do when all of the com- 

Aided by grants from the Rockefeller Foundation, the Nutrition Foundation, 
Inc., and the Graduate School Research Fund of the University of Illinois. 

t Present address, Bureau of Human Nutrition and Home Economics, United 
States Department of iVgriculture, Beltsville, Mar^dand. 
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poneiits of proteins are supplied preformed. We still believe that this (*oii- 
elusion was correct for the experimental conditions then employed. How- 
eveFj it is not true for the improved dietary regime now used in such studies^ 
As pointed out previously (3), certain moderate deficiencies could not be 
detected by the growth method until slowdy acquired information concern- 
ing the nutritive requisites of the rat, and the advent of adequate supplies 
of crystalline vitamins, enabled us to overhaul thoroughly our basal 
ration (2). 

The primary objective of the present paper wms to establish the efficacw^ 
for groAvth purposes, of mixtures of the essential amino acids. Incidental 
to these studies, additional information has been obtained concerning the 
second question mentioned above; namety, the dietary role of glutamic, 
acid. Elsewhere (3), attention has been directed to the fact that the growth 
status of this amino acid is somewhat uncertain. It is less than one-third 
as effective as arginine when added to a basal ration which is devoid of both 
of these compounds and the prolines. On the other hand, its addition to a 
diet carrying sixteen amino acids including arginine increases significantly 
the rate of gain of the experimental subjects. These rather anomalous 
observations appeared to necessitate additional experiments before one 
could classify glutamic acid with respect to its function in growth. Ac- 
eordinglj:^, a considerable number of tests have been conducted for the 
purpose of determining the ma-givitude of the stimulation exerted by tliis 
amino acid when incorporated in diets containing arginine. The resulis 
ai'e summarized below. 


EXPERIMENTAL 

iliroughout the investigation, male weanling rats served as the subjects. 
Each animal was housed in a separate cage, and rvas permitted to consume 
lood and water ad libitum. All tests were continued for 28 days, Tla^ 
amino acids which furnished the nitrogen of the rations were purified in- 
variably until they yielded correct analytical values. 

In Table I is presented the composition of three amino acid mixture's 
which served as the basis of the comparative tests. Mixture XXIII con- 
tained all of the amino acids known to he present in proteins except citrul- 
line. The absence of the latter is without effect upon the rate of gain of the 
rat, as has been showui by numerous experiments in this laboratory. The 
mixture furnishes each essential in excess quantity, without unnecessary 
ivaste, and supports as rapid growth as any preparation we have succeeded 
in devising. It has been used in hundreds of feeding trials in this labora- 
tory, and is now regarded as our standard. Mixture XXIV was composed 
of the ten essential amino acids only. Its effective nitrogen, f.e. the nitro- 
gen furnished hj the physiologically active amino acids, was identical with 
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tiiat oi Mixture XXIII. jMixture XXY was analogous in composition 
to ]\ fix til re ^iXIV except that it contained glutamic acid. By a proportion- 
ate adjustment downward in the amounts of the other components, its 
effective nitrogen was maintained at the same level as that present in 
hiixtiires XXIII and XXIY. 


Table I 


Composition of Amino Acid Mixtures 



Vixture X3 

cm 

used 

Alixture XXIV 

Mixture XXV 

Physio- 

logically 

active 

As 

Physio- ‘ 
logically' 
active 

\s used 

Physio- 

logically 

active 

As used 

Glycine 

Alanine 

gw 

0 

0 

. 

1 

2 

gtn. 

0.10 

0 

gm. 

gm. 

gm. 

gm. 

Serine 

0 

1 

0 

20'^ 









Valine 

1 

0 

2 

00* 

1 

32 

2 

64* 

1 

14 

9 

2S* 

Leucine 1 

1 

2 

1 

20 

1 

oS' 

1 

58 

1 

37 

1 

37 

Isoleucine i 

0 

8 

1 

60* 

1 

06 

2 

12* 

0 

91 

1 

82* 

Cystine 

0 

2 

0 

20 


1 







Methionine 

0 

S 

0 

SO* 

1 

06i 

1 

06* 

0 

91 

0 

91* 

Threonine 

0 

7 

1 

40* 

0 

.92; 

1 

S4* 

0 

SO 

1 

00* 

Phenylalanine 

1 

2 

1 

20* 

1 

.5S‘ 

1 

oS* 

1 

37 

1 

37^^ 

Tyrosine 

0 

6 

0 

.60 









Proline 

0 

2 

0 

.20 









Hydroxyproiine 

0 

1 

0 

.10 









Tr^mtophan 

0 

4 

0 

.40 

0 

.53 

0 

53 

0 

46 

0 

.46 

Aspartic acid 

0 

2 

0 

.40* 









Glutamic “ 

2 

0 

2 

.00 





2 

.00 

2 

.00 

Lysine 

1, 

2 



1 

.5s: 



1 

37 



moBohydrochloride 



1 

.50 



1 

.98 



1 

.71 

Histidine 

0, 

i 



! ^ 

.92; 



0 

.80 



monohydrochloride monohydrate 



0 

.95 1 

i 


1 

.24 



1 

.OS 

Arginine 

0 

4 



0 

.53 



0, 

.46 



' ‘ moiiohydrochloride 



0 

.50 


i 

0 

.64 



0 

.56 

Sodium bicarbonate 

1 


1 

.27 



1 

.66 



1 

.44 


12.1 

I 

17, 

.02 

ii.oS' 

! 

16. S7 

1 

: 11 

1 

.59 

16.60 


* Racemic acids. 


In Table II is shown the make-up of Diets 1 to 3 inclusive, containing 
respectively nineteen, ten, and eleven amino acids. The unknown nitrogen 
present in the liver extract did not exceed 32 mg. per 100 gm. of food, and 
consequently could not have contributed significant amounts of glutamic 
acid or other amino acids. The diets were appropriately supplemented 
with vitamins. For this purpose, the quantities listed in Table III were 
thoroughly admixed with each kilo of ration. 
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Tile results of the experiments are presented in Table IT. hi Series I a 
comparison AA^as made of the growth of animals upon diets coiitairiirig ten, 
and niiieteeii amino acids. For this purpose, thirty-five male rats from 
five litters Avere divided as equitably as possible between the two diets. 
As ATill be observed, the animals Avhich receiABd the ten esse,!itial amino 
acids shoAved a mean gain in 28 days of 77.4 ± 1.38 gm., while the positive 
controls AAhich consumed nineteen amino acids manifested a mean gain of 
93.1 ± 1.95 gm. The mean difference (15.7 gm.) is highly significant^ 


Table II 

Composition of Diets 



Diet 1 

Diet 2 

Diets 

Amino acid Mixture XXIII 

gm. 

17.02 


gm. 

XXIV 

00 

CD 


XXY 


16.60 

Sucrose 

15.00 

15.00 

15.00 

Dextrin 

59.23 

59. 3S 

59.65 

Cellu flour 

2.00 

2.00 

2.00 

Salt mixture* . . 

4.00 

4.00 

4.00 

Corn oil 

2.00 

2.00 

2.00 

Vitamin A and D concentrate! • 

0.05 

0.05 

0.10 

0.05 

0.10 

Inositol 

0.10 

Choline chloride 

j 0.20 

0.20 

0.40 

0.20 

Liver extract f 

0.40 

! 0.40 



1 100.00 

100.00 

100.00 


* Jones and Foster (9). 

t This contained 65,000 U. S. P. units of vitamin A and 13,000 LT S. P. units of 
vitamin D per gm. 

t Wilson^s liver powder, 1:20. 

and indicates that the simpler amino acid mixture is considerably less 
effecth^e than the more complex one as a source of nitrogen for growth. 

Recently, Womack, and Rose ((3) p. 46) observed that animals upon 
rations containing L-tryptophan made someAvhat better gains than did 
controls upon like diets carrying the same weight of DL-tryptopliaii. This 
finding aa^s unexpected inasmuch as the optical isomers of this amino acid 
are generally regarded as equally effecthm in the rat for groAvth purposes 
(10, 11). The experiment summarized as Series I in the present paper 
antedated the observation of Womack and Rose, and immlved the use of 
DL- tryptophan. In vieAA’ of this fact, it became necessary to repeat the 
experiment under identical conditions except for the use of n-tryptophan. 
The results are summarized as Series II in Table IV. In this series three 
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groups, totaling 101 anirnals froiri twenty-seven litters, received diets con- 
taining respectively the ten essentials, the ten essentials plus glutamic acid, 
and nineteen amino acids. Disregarding for the moment the second group 


HABiE III 
Titamin Supplemenis 



1 Added to each kilo o£ diet 

( 


MS- 

Thiamine hvdro chloride 1 

1 5 

Riboflavin 

10 

Pvridoxine hydrochloride 

5 

Nicotinic acid 

0 

Calcium. -pantothenate 

25 

p-Arainobenzoic acid 

1 300 

Oi-To cop hero! 

I 25 

2-Methyl-l , 4-naphtlioquinone 

2 

Biotni 

100 



Table 17 

Groivth Effects of (xluianic and Asparik Acids 


Tlie experiments covered 2Sdays each. 


Series No- 

No. of 
animals 
(males 
throughout) 

Meaa gain in weight 
and probable error 
of mean 


Nature of amino acid mixture 


IS 

gm. 

77.4 i 

1.38 

10 amino 

acids 

(Mixture XXI7) 


17 

93.1 


1.95 

19 

a 

£ 1 

( XXIII) 

II 

32 

79.1 

± 

0.S2 

10 

< t 

£ C 

( XXI7) 


38 

91.6 

± 

1.07 

11 

c i 

£l 

( XXV) 


31 

108.4 

d: 

1.28 

19 

i t 

« { 

( XXIII) 

III 

34 

97.2 

± 

0.94 

18 

e ( 

£( 

(no glutamic acid) 


33 

103.2 


1.37 

19 

< £ 


(Mixture XXIII) 

IV 

19 

109.9 


1.28 

18 

£ t 

a 

(no aspartic acid) 


19 

111.6 

=b 

2.17 

19 

£ ( 

C ( 

t 


^ In Series I the amino acid mixtures contaiiied dl- tryptophan; in all other series 
L-tryptophan was employed. 

t This mixture was identical with Mature XKIII except that it contained 2.0 
per cent of L-asparticacid. 

whicli received eleven amino acids, one xvill observe tbat the animals upon 
the ten essentials showed a mean gain of 79.1 rh 0.82 gm., while the controls 
upon nineteen amino acids manifested a mean gain oi 108.4 dz 1.28 gm. 
Thus,, the mean difference was 29.3 gm., or almost twice as great as that in 
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Series I. Evidently, a mixture of all of the components of proteins is 
distinctly superior in nutritive quality to one carrying the ten essentials 
only. The task of synthesizing ten amino acids simultaneously appeal's to 
present too great a burden upon the chemical resources of the cells to permit 
the latter to keep pace with the needs of the organism for optimum growth. 
The astounding fact to be noted is that, in the young rat, the tissues 
succeed in manufacturing ten of their own constituents at rates which alloAV 
bodily gains of 2.8 gm. per day. 

The finding that a mixture of ten amino acids is inferior to one containing 
nineteen is contrary to our observation of 10 years ago with the use of a less 
satisfactory basal ration. Probably the divergence is attributable to 
defects in our earlier diets involving constituents other than the amino 
acids. Thus, inadequate quantities of vitamins, and perhaps of certain 
nomnitrogenous components of the food, may have limited growth even 
when all amino acids were present. This possibility'^ is supported by the 
fact that the best growth then observed was much less than is now obtained 
regularly. 

In this connection, reference must be made briefly to a paper of Albancse 
and Irby (12) in which the authors report that young rats lose weight upon 
a diet containing the essential amino acids in approximately the proportion 
found in casein. The paper is mentioned with reluctance inasmuch as its 
conclusions have already been refuted by Martin (13) and Kinsey and 
Grant (14). Albanese and Irby suggest that the inadequacy of their diet 
may have been due in part to toxic effects of the ‘‘unnatural forms of certain 
amino acids” used in the ration. This explanation is extremely improb- 
able.^ A more reasonable one is that the diet was deficient in isoleuciiie. 
The latter is said to have been supplied as a “Meucine-isoleucine mixture,” 
but no information is presented as to the amount of isoleucine wliich it. 
contained. In the experiments of Martin, and of Kinsey and Grant, 
growth occurred invariably upon the diets containing only ten amino acids, 
but the mean daily’' gains of the rats were considerably less than those 
recorded in the present paper. Somewhat earlier, Bauer and Berg (15) had 
shown that the ten essentials suffice for the slow growth of mice. 

The data summarized as Series I and II (Table IV) lend support to the 
idea expressed elsewhere (3) that L-tryptophan, under certain conditions, 
permits better growth than the same amount of DL-tryptophan. As will be 
observed, the two groups of animals which ingested ten amino acids made 
almost identical mean gains. On the other hand, with the diet containing 

1 A personal communication from Br. K. A. J. Wretlind of the Karoliiiska Insti- 
tutet, Stockholm, announces that he has obtained weight gains in rats of 0.3 to 0.9 gm . 
daily upon diets containing 10 to 20 per cent of a mixture of only the racemic forms of 
the ten essential amino acids. His paper is now in press. 
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nineteen amino acids, the animals which received L-tryptophan showed a 
mean gain which was 15.3 gm. in excess of that achieved by the subjects 
which consumed the racemic compound. Thus, the superiority of n- 
tryptophan is evident only with the ration which otherwise possessed the 
greater nutritive quality. Statistically the difference is highly significant. 
Perhaps one may assume from the findings that the inversion of n-trypto- 
phan keeps pace with the needs of the organism for limited growth, such as 
that which occurs when all of the non-essential amino acids must be 
synthesized concurrently, but is not sufficiently rapid to meet the require- 
ments for maximum growth. Possible objections may be raised to this 
interpretation; but if it should prove to be correct, the behavior of DL-tr\q)- 
toplian will provide another illustration of how the rate of a reaction may 
affect the magnitude of the gain. The problem is being investigated 
further in this laboratory at the present time. 

The data in Table IV are illuminating also with respect to the growth 
effects of glutamic acid. In Series II, the inclusion of this amino acid in the 
food increased the mean gain of the subjects from 79.1 ± 0.82 to 9L6 dz 1.07 
gm. Tims, the mean difference was 12.5 gm. However, despite the stimu- 
latory action of glutamic acid, the accomplishment of the animals upon 
eleven amino acids was quite inferior to that of the controls which received 
nineteen amino acids. The respective gains were 91.6 zb 1.07 and 108.4 zb 
1.28 gm., with a mean difference of 16.8 gm. Both increments are highly 
significant statistically. 

Taken by themselves, the findings in Series II are difficult to interpret. 
Do they imply that glutamic acid has a specific role in growth, or do they 
merely reflect the decreasing s\mthetic burden upon the animals as the 
number of preformed amino acids in the food is increased? In order to 
throw further light upon this question, a comparison was made of the 
growth of animals upon two diets which were more complete with respect 
U) tlieir amino acid content, and were comparable in composition except 
that one contained 2 per cent of L-glutamic acid and the other was devoid 
of this substance. Thus, the general procedure in this experiment was 
analogous to that followed in most of our previous investigations involving 
the nutritive r61e of the amino acids. For the purpose in hand, 67 male 
rats from nineteen litters were divided as equitably as possible into two 
groups. The positive controls received a ration containing Mixture XXIII . 
The diet of their litter mates carried a similar mixture from which glutamic 
acid alone had been excluded. The effective nitrogen content of the two 
diets was equalized by an appropriate and proportional increase in each of 
the eighteen amino acids in the second mixture. Thus, the only variable 
was the glutamic acid content of the food. 

The results of the tests are summarized as Series III in Table IV. The 
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data show that the mean gains of the rats which respectively were deprived 
of and received glutamic acid were 97.2 zb 0.94 and 103.2 zb 1.37 gm.; 
hence, the mean difference amounted to 6.0 gm. in favor of the animals 
which consumed the more complete ration. A difference of this magnitude 
is of doubtful significance. The ratio of the mean difference to the probable 
error of the difference is 3.6. This implies that the odds against the differ- 
ence being due to chance alone are approximate!}" 65 to 1. Most investi- 
gators would not be inclined to regard this as convincing. In any event, 
the exclusion of glutamic acid from a ration containing all of the amino 


Table V 

Classification of Amino Acids with Respect to Their Growth Effects in the Rat 


Essential 

Non-essential 

Lysine 

Glycine 

Tryptophan 

Alanine 

Histidine 

Serine 

Phenylalanine 

Cystine* 

Leucine 

Tyrosine t 

Isoleucine 

Aspartic acid 

Threonine 

Glutamic “ t 

Methionine 

Proline t 

Valine 

Hydroxyproline 

Arginine § 

Citrulline 


* Cystine can replace about one-sixth of the methionine requirement, but has no 
growth effect in the absence of methionine. 

t Tyrosine can replace about one-half of the phenylalanine requirement, but has 
no growth effect in the absence of phenylalanine. 

t Glutamic acid and proiine can serve individually as rather ineffective substi- 
tutes for arginine in the diet . This property is not shared by hydroxyproline . 

§ Arginine can be synthesized by the rat, but not at a sufficiently rapid rate to 
meet the demands of maxhnwn growth. Its classification, therefore, as essential or 
non-essential is purely a matter of definition. 

acids except citrulline does not exert the inhibition in growth one would 
expect of an indispensable dietary component. Under like conditions, the 
absence of arginine, the least effective of the essentials, induces a much 
more profound influence upon the rate of gain in body weight. It seems 
necessary, therefore, in accordance with our recent tentative suggestion (3), 
to classify glutamic acid as a dispensable amino acid for the rat despite the 
fact that it, like proline, can replace in part the arginine requirement of this 
species. 

Series IV of Table IV summarizes, for comparative purposes, the results 
of similar tests upon the growth effects of aspartic acid. Thirty-eight 
young rats from eleven litters were divided into two groups of nineteen 
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animals eaciij and were placed upon comparable diets except that one con- 
tained 2 per cent of aspartic acid and the other was devoid of this amino 
acid. The nitrogen content of the two rations was equalized as described 
for the tests of Series III. The data demonstrate clearl}^ that the ex- 
clusion of aspartic acid is without effect upon the rate of gain. This is in 
agreement with the conclusion of Rose and Fierke (16) in earlier experi- 
ments involving the use of a much less satisfactory basal ration. 

Inasmuch as the present paper is the last from this laboratory dealing 
specifically with the growth effects of the amino acids in the rat, their final 
classification into essential and non-essential components of the food is 
summarized in Table Y. This table is a modification of one published 
elseAvhere (17) more than 10 j^ars ago. Since that time, certain inter- 
relationships have been discovered which vrere not then appreciated. 
Furthermore, during the same interval marked species differences have 
come to light. No longer is one warranted in referring to amino acids as 
dispensable or indispensable without designating the species in w-hicli the 
tests were made, and indicating the criterion used as the basis of the classifi- 
cation. The conclusions presented in Table V apply to the growth of the 
rat only. 


SUMIVLiEY 

Experiments have been conducted upon a relatively large number of 
young rats to determine the comparative efficiency for growth purposes of 
mixtures of ten and nineteen amino acids. Contrary to our observations 
of more than a decade ago, involving the use of a less satisfactory basal 
ration, the results demonstrate that the simpler mixture possesses a low^er 
nutritive value as measured by the relative gains in weight of the subjects. 
During periods of 28 days, animals which receive the ten essentials only, in 
an otherwise adequate diet, gain approximately 70 to 75 per cent as much 
as their litter mates which consume nineteen amino acids. 

Further experiments upon the role of glutamic acid in growdh indicate 
that the addition of this amino acid to a ration containing the ten essentials 
exerts a significant stimulatory effect upon the rate of gain, but that its 
removal from a diet containing nineteen amino acids is follow^ed by a very 
slight inhibition 'which statistically is of doubtful significance. Under the 
latter conditions, its influence, if any, upon grow-th is certainly much less 
than that manifested by arginine. In view* of these facts, glutamic acid is 
classified as a dispensable dietary component for the rat. 

In confirmation of an earlier investigation from this laboratory, the 
exclusion of aspartic acid from the food does not affect the growth of the rat. 

A final classification of the amino acids with respect to their role in the 
growth of the rat is presented. 
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ENZYMATIC DEHALOGENATION OF CERTAIN BROMINATED 
AND CHLORINATED COMPOUNDS 

By LEON A. HEPPEL and VIRGINIA T. PORTERFIELD* 

{From the Laboratory of Physical Biology, National Institute of Health, 
Bethesda, Maryland) 

(Received for publication, July 22, 1918) 

The dehalogenation in vivo of brominated aliphatic hydrocarbons such 
as methyl bromide (1) and bromochloromethane (2) has been demonstrated 
by recovery of inorganic bromide from blood and urine. The intracellular 
formation of bromide and methyl alcohol from methyl bromide has been 
advanced as an explanation for its prolonged toxic effect (3). Evidence 
for the splitting of chlorinated aliphatic hydrocarbons has not been ob- 
tained. Thus, methyl alcohol could not be detected in the blood of animals 
exposed to methyl chloride (4). In the present investigation it was found 
that protein fractions from liver catalyzed the hydrolysis of bromochloro- 
methane (CH 2 BrCl), dibromomethane, and dichloromethane to hydrogen 
ion, halide ion, and formaldehyde. The enz 3 niie system was activated by 
cyanide and sulfhydryl compounds. 

Methods 

Preparation of Tissues — Slices of tissue approximately 0.3 mm. thick were 
cut free-hand and immersed in Krebs-Ringer-phosphate solution (5). Ho- 
mogenates were prepared according to Potter and Elvehjem (6). Extracts 
were made by centrifuging homogenates for 10 minutes at 11,000 r.p.m. in 
an angle centrifuge at 2°. The solution used for preparing homogenates 
and extracts was similar to that of Buchanan, Hastings, and Nesbett (7). 

Measurement of Enzymatic Dehalogenation — Inorganic bromide formed in 
an hour from brominated hydrocarbons was proportional to the concentra- 
tion of tissue. The reaction was stopped by addition of trichloroacetic acid 
(final concentration 5 per cent). Bromide was determined by Friedmanns 
procedure (8) after removal of organic brominated compounds by aeration 
for 15 minutes at 40°. 

Assay for enzymatic activity was also carried out by measuring the rate 
of CO 2 evolution from a bicarbonate buffer due to the liberation of h 3 "drogen 

* Part of the material in this paper was taken from a thesis submitted by Virginia 
T. Porterfield to the Chemistry Department of the Graduate School of Georgetown 
University in partial fulfilment of the requirement for the degree of Master of Science, 
June, 1948. 
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ion from lialogeiiated compounds. Warburg flasks were gassed in pairs for 
8 minutes, at a rate of 100 ml. per minute, with 95 per cent per cent 
CO 2 . The gas stream was first bubbled through 500 ml. of fluid containing 
the desired concentration of halogenated compound. By this procedure 
the concentration of volatile substrate in the reaction' vessels was 80 to 
95 per cent of that in the reservoir wash bottle (9). Aitev a 5 minute 
equilibration period CO 2 evolution was measured for 20 minutes, during 
which time the rate was linear. 

Determination 0 ^ Formaldehyde — The incubation mixture was distilled 
Avith acid and the chromotropic acid procedure for formaldehyde Avas ap- 
plied to the distillate (10). Fraenkel-Conrat et al (11) have pointed out 
that proteins rich in indole groups aauII bind formaldehyde irreversibly even 

Table I 

Per Cent Recovery of Formaldehyde Added to Rat Liver Extracts 

Formaldehyde, usually 120 7, was added to 2.5 ml. of liver e.xtracfc, equivalent 
to 375 mg. of liver. The A^olume was made to 10 ml., after which the containers were 
stoppered and kept at 25° for 15 minutes. Then acid was added and the volume was 
made up to 20 ml. Distillation was carried nearly to dryness. With steam dis- 
tillation 25 ml. of distillate were collected. 



H 2 SO 4 

HCl 

CChCOOH 


20 per cent 
(volume) 

10 per cent 
(volume) 

20 per cent 
(volume) 

10 per cent 
(volume) 

20 per cent 
(weight) 

10 per cent 
(weight) 

Distillation 

51.2 (5)* 

82.3 (5) 

87.1 (2) 
97.4 (3) 

82.7 (3) 
92.9 (3) 

85.3 (3) 

90.3 (3) 

96.0 (7) 
93.4 (3) 

92.1 (4) 

90.1 (4) 

Steam distillation. 


* The figures in parentheses indicate the number of determinations whose result 
are averaged. 


under conditions of combined acid hydrolysis and distillation. Table I in- 
dicates that formaldehyde could be recovered in satisfactory amounts Avhen 
added to liver extracts, provided that a suitable choice of acid and method 
of distillation Avas made. It should be noted that the commonly used pro- 
cedure of distillation Avith sulfuric acid gave low recoveries. 

Preparations Used — The CH 2 BrCh Avas a fraction distilling in a 4 foot 
column at 67-68®, AAith an index of refraction nf of 1.4796 and a density 
at 25® of 1.930. The compounds CHoBr^, CH 2 CI 2 , CHBrs, CH2C1-CH2C1, 
and CHCI3 Avere also redistilled. The other compounds were Eastman 
Kodak products used without purification. 

i This compound was obtained from the Michigan Chemical Corporation, St. 
Louis, IMichigan. The commercial sample had a distillation range of 64.8-67.5°. 
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Results 

Dehalogenation of Aliphatic Halogenated Hydrocarbons by Tissue Prepara- 
lions — Table II shows that slices of rat liver, kidae}^, and spleen catalyzed 
the formation of bromide from CHoBrCl. Certain other tissues were rela- 
tively ineffective under these conditions. Homogenates of liver were active 
but those of kidney showed greatly reduced or no activity. The cleavage 
of CH2BrCl by rat liver homogenate was 3 times as rapid in nitrogen as 
in air. It -was completely inhibited by 10“® m HgCh and by 5 minutes 
incubation at 60'^. 50 per cent inhibition was caused by 10“- m NaF and 
30 per cent inhibition by 10“^ m HgClo. 

Table II 

Formation of Inorganic Bromide from CHoBrCl by Rat Slices from Various Organs 
Slices weighing 500 mg. and about 0.3 mm, in thickness were incubated with shak- 
ing at 37°. Incubation time, 1 hour; gas phase, air ; immersion fluid, 10 ml. of Krebs- 
Ringer-phosphate, pH 7.4; concentration of CH 2 BrCl in liquid phase, 0.011 m. 
The results are averages of at least two separate assays. 


Organ 

Inorganic bromide per gra. 
wet tissue per nr. 


mg. 

Kidney 

1.09 

Liver 

0.71 

Spleen 

0.26 

Brain 

i 0,08 

Heart 

0,06 

Diaphragm 

0,06 


Table III indicates the relative amounts of bromide and formaldehyde 
resulting from incubation of CH 2 BrCl and CH 2 Br 2 with rat liver extract. 
The results are consistent with the following equations: 

CHoBrCl -h HeO - 2H- + Br~ + Cl" + HCHO 
CH^Br. 4- HoO == 2H^ + 2Br- + ECHO 

In the case of CH 2 CI 2 no exact comparisons were made but the accumulation 
of formaldeh^^de was of the same order of magnitude as hydrogen ion pro- 
duction measured manometrically. In several experiments with CH 2 BrCl 
formaldehyde was determined colorimetrically and also gravimetricalh" as 
the dimedon derivative (12). Satisfactory agreement was obtained and the 
crystalline dimedon compound had the same melting point and mixed melt- 
ing point as an authentic sample. 

The rate of CO 2 evolution from a bicarbonate buffer due to fixed acid 
production from CH 2 BrCl was proportional to the concentration of tissue. 
This is shown in Fig. 1. The ordinates of Fig. 1 represent uncorrected 
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values for CO 2 because volatile substrate was disappearing at a rate propor- 
tional to CO2 formation. The true values are somewhat larger than those 
indicated. 

Fig. 2 slimvs that with optimal substrate concentrations CH2BrCl was 
dehalogenated about 4 times as rapidly as CH2Br2 or CH2CI2. Chloroform 
was acted upon slowly and bromoform was not attacked. Several ethane 
derivatives were tested either manometrically or by measuring inorganic 
bromide. With CoHsBr, CHsBr-CHsBr, CH2Cl-CH2Br, and CHsCh- 
CH2CI the rate was somew’hat slower than that observed with CH 261-2. 

Table III 

Comparison of Amounts of Bromide and Formaldehyde Formed from 
CH^BrCl and CH2Br2 during Incubation with Rat Liver Extract 
Anaerobic incubation was carried out at 37°, for 60 minutes with CHsBrCl and 90 
minutes with CH 2 Br 2 . Each flask contained 10 ml. of fluid, including liver extract 
equivalent to 375 mg, of fresh liver. The medium contained 0.13 m; Mg'^'^, 0.01 
m; CF, 0.15 m; Na'*', 0.03 m; phosphate, pH 7.4, 0.02 m. The concentration of sub- 
strate was 0.022 M. 



Experiment No. 

Bromide production 

Formaldehyde 

production 

Br“ 

ECHO 



micromoles 

micromoles 


CHsBrCl 

1 

5.4 

5.2 

1.0 


2 

6.5 

6.4 

1.0 


3 

9.3 

8.6 

1.1 

Average 




1.05 

CHsBrs 

1 

7.1 

2.8 

2.5 


2 

6.5 

5.3 

1.2 

1 

3 

4.0 

1.9 

2.1 


4 

3.7 

1.7 

2.2 

Average 




2.0 


Activation by Cyanide and Sulfhydryl Compounds — Crude liver extracts 
aged at 0®, dialyzed extracts, and ammonium sulfate fractions required ac- 
tivation by cyanide and either glutathione or cysteine. Table indicates 
that with the concentrations tested both glutathione and cyanide were 
needed for the greatest effect. Irving, Fruton, and Bergmann (13) have 
recorded some interesting experiments with papain and cathepsin, whose 
requirements for activation are somewhat similar to those recorded here. 

Purification of Enzyme Activity — K 5-fold purification of the crude rat 
liver extracts by ammonium sulfate fractionation could be demonstrated. 
A fraction was precipitated between 0.45 and 0.55 saturation. This frac- 
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tion[had a pH optimum in the range 7.1 to 7.4. At pH 5.1 and 8.5 en- 
zymatic activity was lost after several hours at 2°. At pH 7.4 and 2° the 
activity decreased by one-third over a period of several weeks. 



ML. OF ENZYME 

Fig. 1. Relationship between reaction velocity and concentration of enzyme. An 
ammonium sulfate fraction of rat liver with 10 mg. of protein per ml. was used. The 
Warburg flasks also contained 0.05 m; CF, 0.048 .m; Na'^, 0.017 m; 0.004 m; 

CN", 0.01 m; HCO^j 0.017 m; glutathione, 1.7 X 10“® m; CH^BrCl, 0.022 m ; total 
volume, 3 ml. 

Effect of Exposure of Rats to CH^BrCl on Enzymatic Activity of Liver — 
Adult male rats were exposed 6 to 7 hours daily, 5 days a week, to an at- 
mosphere containing 1,000 parts per million of CH 2 BrCi. After twenty to 
thirty exposures the rats were killed and homogenates of their livers were 
incubated in air with CHsBrCl. Seventeen of these preparations formed an 
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Fig. 2. Comparison of rates of enzymatic hydrolysis of different substrates. Each 
flask contained 1 mi. of crude rat liver extract with a protein content of 60 mg. The 
flasks also contained 0.05 m; Cl-, 0.048 0.017 0.004 m; CN-,0.01 

m; HCOJ", 0.017 m; glutathione, 1.7 X 10“® m; CH 2 BrCl, 0.022 m; total fluid volumej, 
3 ml. 


Table IV 

Requirements of Ammonium Sulfate Fraction for Glutathione 
and Cyanide in Order to Catalyze Hydrolysis of CE^BrCl 


The Warburg flasks contained a fluid volume of 3 ml.; K+, 0.04 m; Cl”*, 0.048 m; 
Na"*", 0.017 M; 0.004 m; HCO^, 0.017 m; CHsBrCl, 0.022 m; enzyme solution, 1 
ml., with 9 mg. of protein. 


Concentration of GSH 

Concentration of CN“ 

Enzyme activity 

M 


C0% per hr. 

0 

0.01 

0 

2.1 X 10-^ 

0.01 

74 

2.1 X 10-® 

0.01 

195 

2.1 X 10-^ 

0 

0 

2.1 X 10-® 

0 

46 

1.8 X 10-^ 

0 

26 
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average of 1.32 mg. of bromide per gm. of wet tissue per hour compared 
with a figure of 0.81 for homogenates from fourteen unexposed control rats. 
The difference was statistically highly significant (P < 0.001 with Fisher’s 
t method (14)). 

Formaldehyde was demonstrated in the livers of rats killed after an hour 
of deep narcosis with CH2BrCL The concentration was only LI mg. per 
100 gm. of liver. This may be due to oxidation in vivo of most of the 
formaldehyde resulting from hydrolysis of CH2BrCl. 

SUMMARY 

1. The enzymatic dehalogenation of CH2BrCI, CH2Br2, CH2CI2. 
CHsBr • CtLBr, CHsCl- CH2CI, CHCI3, CsHsBr, and CHoCl* CHsBr hasbeen 
demonstrated in liver extracts. The products of reaction with CH2BrCl, 
CH2Br2, and CH2CI2 were formaldehyde, halide ion, and hydrogen ion. 

2 . The enzyme system required activation by cyanide and either gluta- 
thione or cysteine. 

3 . A 5 -fold purification was achieved by fractionation of liver extracts 
with ammonium sulfate. 

The authors are indebted to Dr. Arthur Kornberg for helpful advice and 
criticism. The technical assistance of Mrs. Evel3m G. Peake is gratefully 
acknowledged. 
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HEPATORENAL FACTORS IN CIRCULATORY HOMEOSTASIS 

IX. THE IDENTIFICATION OF THE HEPATIC VASODEPRESSOR 
SUBSTANCE, VDM, WITH FERRITIN^^ 

By ABRAHAM MAZUR and EPHRAIM SHORE 
With the Technical Assistance of Ieenb Litt 

(From the Department of Medicine, Cornell University Medical College, 
and The Nexo York Hospital, Nexo York) 

(Received for publication, June 26, 1948) 

Earlier studies from this laboratory (1) have revealed the regular parti- 
cipation in experimental shock of two hitherto undescribed vasotropic 
principles, a ^aasoexcitor material (VEM) of renal and a vasodepressor 
material (VDM) of hepatic origin. The renal vasoexcitor appeared during 
the initial compensatory or hyperreactive phase of shock, the hepatic 
vasodepressor during the subsequent decompensatory or hyporeactive 
phase. The effect of the renal vasoexcitor on the terminal vascular bed 
of an animal in shock was to increase spontaneous vasomotion and en- 
hance the reactivity of the terminal arterioles and precapillary sphincters 
to the topical application of epinephrine. The hepatic vasodepressor, on 
the other hand, brought about a reduction of vasomotion and a depression 
of the reactivity of these terminal muscular vessels to epinephrine. These 
principles were detected in both blood and tissue extracts by the vascular 
effects which they induced when injected intravenously into anesthetized 
normal rats whose mesoappendix w^'as exposed for direct visualization. 
Enhancement or depression of the reactivity of the blood vessels to the 
topical application of epinephrine permitted the differentiation between 
the vasoexcitor and vasodepressor principles (2). 

The present study is concerned with the purification and chemical 
characterization of VDM of hepatic origin and with its relationship to the 
VDM present in the blood during the hyporeactive phase of shock. Al- 
though our studies have shown that a vasodepressor material of comparable 
activity is also formed by skeletal muscle and spleen during the shock 
syndrome, attention in this study has been largely focused on the ■\^DM 
of hepatic origin. 

With the progressive concentration of VDM activity in extracts of beef, 

Aided by grants from the Josiah Macy, Jr., Foundation, Eli Lilly and Company, 
the Postley Hypertension Fund, and the United States Public Health Service. 

We wish to acknowledge our indebtedness to Dr. G. FI. A. Clowes and Dr. E. D. 
Campbell of the Lilly Research Laboratories for the many ways in which they have 
assisted in these studies. 
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dog, rat, and liiimaii liver, preparations were obtained which were increas- 
inglj concentrated ,with respect to the ratio of iron to nitrogen. The 
iron component had the characteristics of colloidal ferric hydroxide. The 
possibility was therefore explored that hepatic VDM miglit be identical 
with ferritin, an unusual iron-protein first crystallized by Laiifberger (3) 
and shown to be present in both liver and spleen. This identification was 
established by a combination of chemical and immunochemical procedures. 
It was further found that ferritin (or apoferritin) was identical with natu- 
rally occurring VDM, present in the liver and blood during hyporeactive 
shock and in the blood during the chronic stage of experimental renal and 
liiiman essential hypertension. 

■ • EXPERIMENTAL 

Our previous studies (1) have established the conditions in vivo and in- 
vitro for the formation and inactivation of VDM. These have been listed 
ill Table I. This information made it possible to set up appropriate condi- 
tions not onl}^ for obtaining maximal yields of hepatic VDM for chemical 
fractionation, but also for clarifying, hy immunochemical procedures, the 
relationship of the purified VDM of hepatic origin to naturally occurring 
VDM. 

The method of preparation of active VDM solutions for purposes of 
chemical fractionation was based on Reaction 4, Table L The rat meso- 
appendix technique was utilized for the determination of the potency of 
VDM during the process of fractionation (2). The test sample was diluted 
with 0.9 per cent saline until the intravenous injection into a test rat of 
0.5 ml. resulted in an inhibition of the epinephrine response which lasted 
from 20 to 40 minutes. This depression of epinephrine reactivity is similar 
to that induced by 0.5 ml. of dog plasma removed during the irreversible 
phase of hemorrhagic shock. These bioassays were conducted under the 
supervision of our associate, Dr. B. W. Zweifach. 

Concen tration of Beef Liver VDM — Large scale preparation of VDM was 
carried out with beef liver in the laboratories of Eli Lilly and Company, 
Indianapolis, under the direction of Dr. E. D. Campbell. The liver, 
collected immediately after slaughter of the animal, was packed in insulated 
cans and maintained at approximately body temperature for 2 hours. 
This procedure was effective in maintaining anaerobic conditions for the 
greatest proportion of the tissue. The liver was then sliced with an electric 
slicing machine as thin as feasible (about 2 mm.). The slices were Avashed 
by gentle mixing Avith 5 volumes of 0.9 per cent saline and the extract 
clarified in a Sharpies centrifuge. This extract corresponds to Fraction A in 
Table II. Table II gives the method used for the concentration of VDM. 
The procedure was carried through Step 3 by Dr. Campbell, and the 
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dialyzed solution, which usually represented a concentrate from 60 kilos of 
liver, was lyophilized and sent to our laboratory for further fractionation. 
Steps 4 and 6 lowered the total recoverable activity but were ne'\’ertlieless 
advantageous, since they removed appreciable amounts of inactive material. 
The degree of concentration of VDM activity, by the method outlined in 
Table II, Amried considerably from one preparation to another (see Table 
III). 

Table I 

Factors Governing Origin and Inactivation of VDM 
For studies in vitro liver slices (dog, rabbit, rat) were incubated with 5 volumes 
of Ringer-phosphate, pH 7.4, at 37.5° for 2 hours. The centrifuged clear solution 
was injected into the rat to test for VDM activity. A neutral test signified absence 
of any effect on the reactivity of the blood vessels of the mesoappendix to topical 
epinephrine. Anaerobic liver slices were prepared by incubation of normal liver 
slices in Ringer -phosphate in N 2 for 2 hours. The slices were removed from the 
solution, washed with cold saline to remove any adhering VDM, and then used for 
further incubation. 



Experimental conditions 

Rat assay 

In vivo 

Reaction 1. Plasma, irreversible shock (hyporeactive 
stage) 

“ 2, Liver, irreversible shock (hyporeactive 

stage) 

i 

VDM 

a 

In vitro 

3- Normal liver slices in O 2 

5. Anaerobic liver slices in O 2 

Neutral 

VDM 

Inactivation 

“ 6. Normal liver slices + VDM in O 2 

Neutral 

{in vitro) 

U 7. 4- “ N 2 i 

8. Anaerobic liver slices 4* VDM in O 2 

9. Liver slices, irreversible shock, -}- VDM 

in O 2 

VDM 

iC 


The properties of Fraction B, Table II, were those of proteins. 50 per 
cent of the total nitrogen of an acid hydrolysis mixture aa^rs accounted for 
by humin, ammonia, glutamic acid, phenylalanine, tyrosine, arginine, and 
histidine (4). The concentrated beef liAmr VDM gave negath-e Moliscli 
and pentose tests and contained 0.1 per cent phosphorus. The straw- 
y^elloAV VDM solutions contained protein-bound iron in variable concentra- 
tions. Addition of Na 2 S 204 and pyridine yielded no absorption bands of 
hemochromogens. The iron was therefore not present as a porphyrin com- 
plex. 

An electrophoretic study^ of one beef Ibrnr VDM preparation (Fraction 

^ We wish to express our appreciation to Dr. Kurt Stem and Mr. Jack Wagman of 
the Brooklyn Polytechnic Institute for the electrophoresis and ultraeentrifuge de- 
terminations reported in this paper. 
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i ^i^fcvealed a mixture of at least two protein components with different 
titles. ^ Another sudi fraction xvas run in the iiltraceiitrifiige^ at 34,000 
toi oO minutes. The original solution, before centrifugation, con- 
tiiiiieo .01 iiig. of iron p^r mg. of nitrogen. After centrifugation, most of 
ilie^ eo or had concentrated in the form of a dark brown pellet at the bottom 
of tube. It ^ras separated and redissolved in phosphate l)iifrer, pH 

solution was found to contain 0.17 mg. of iron per mg. of iiitro- 
gea contained tlie VDAI activity. The almost colorless supernatant 

Vvarf X eiy low in iron and was devoid of VDM activity. 

oj Bog Liver VDM — Dog liver VDM was prepared in our 
laboia^tory fiom two sources: from slices of liver obtained from dogs in 
hyporeactive shock and washed Avith saline, and from normal dog Ihmr 

Table II 

(^'oncen I ration of Liver VDM Activity 

Tiie steps outlined are for the preparation of VDM from beef liver. Steps 4 and 
S were omi e foi th ^r ^paration o f VDM from dog, horse, human, and rat. 

btep ^ • Dxtract anaerobic liver slices with 5 volumes saline ; centrifuge (Fraction A) 

^ ' iltrato to pH 5,0 with 1 n IlCl; heat in water bath to S0-(S5°; filter: 

discard ppt, 

5tep «■:> • Conceiitiate filtrate in vacuo approximately 20-fold; dialyze against running 
tap water 

,tep 4. h^aCl; centrifuge ppt. and redissolve in water; dialyze 

- a'e oO/o Saturated with (NH 4 ) 2 S 04 ; centrifuge ppt. and redissolve in 

water; repeat 4 times; dialyze 

iVT ^aCl; centrifuge ppt.; redissolve and repeat; dialyze 

- , . Aiake oO/o saturated with (NH 4 )oS 04 ; centrifuge ppt. and repeat; dialyze 

(Traction B) 


ces incubated in nitrogen for 2 hours at 37.5° (Reactions 2 and 4, Table 
_ axima concentration of VDM activity was obtained by using tbc 
(tho out ined in Table II, except for the omission of Steps 4 and 6. 
peatet h-actionation with varying concentrations of (NH 4 ) 2 SO.i yielded a 
ction viti 1.12 mg. of iron per mg. of nitrogen, which gave a positive 

of 0.0005 y of nitrogen per 0.5 ml. of solution. 
^ 'll those obtained from beef liver, the iron was 

->oundto the protein, from rvhich it was not removed by dialysis in 
presence oi 0.1 m phosphate buffer, pH 7.4, 0.05 m NaCN, 1 m acetate 
^r, pi -r.o, or 0.01 X HCl. The iron could be removed from the protein 
ia y sm m acetate buffer, pH 4.6, in the presence of Na 2 S 204 . Under 
; con 1 ions the addition of a jO-'-dipATid^d gave rise to the pink color 
e ferrous-dipyridyl complex. 

,ble III presents the results of a. comparison of the VDM activity with 
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{he iron and nitroji;en content of a num])er of YDM preparations from beef, 
dog, horse, rat, and human liver. There was no relation between VDM 
activity and the N content. However, within the experimental error of 
the rat assay method, a good correlation was found ])etweeii the iron con- 
tent and, VDM activity. 

Relation of ]1)M to Ferritin — The presence of iron in all fractions with 
\1)]\I activity as well as the chemical nature of the iron-protein linkage 
led to a consideration of the possible identity of VDM with ferritin. The 


Table III 

Carr elation of VDM Activity and Fe Content 


Source of liver 

Preparation No. 

Fe Content 

VDM activity 

Nitrogen 

in terms of 

Iron 



mg. Fe per mg. X 


“■ 

Hoof 

1072-3 

0.004 

0 . 05 

0.0002 

a 

1070 

0.001) 

0.02 

0.0002 

a 

1567 

0.011 

0.03 

0.0003 

i ( 

]05fl 

0.016 

0.03 

0.0005 

( c 

1085 

0.016 

0.05 

O.OOOS 


1084 

0.068 

0.004 

0.0003 


\w 

0.604 

; 0.001 

' 0.0006 

IT liman 

1 

0.24 

0.001 

0.0002 

Hat 

1 

0.3S 

^ 0.001 

0.0004 


2 

0.53 

1 0.001 

0.0005 

Horse 

1 

0 . 78 

i 0.001 

0.0008 

Hog 

‘> 

0.311 

1 0.001 : 

0.0003 


1 

0.354 

i 0.001 

1 0.0004 


10 

0.500 

i 0.0006 

1 0.0003 

a 

3=^ 

1.120 

1 

0.0004 

0.0004 


These prei)arations were obtained by repeated fractionation of Fraction B, 
Table II, with concentrations of (NH.i)2S04 varying from 20 to 30 per cent of satu- 
ration. 


(exploration of this possibility was facilitated l.)y the fundamental studies 
of (Iranick (5) on crystalline ferritin. 

The addition to preparations of dog liver VDAI (such as Preparation 3, 
Table III) of a 20 per cent solution of CdS 04 to a final concentration of 5 
per cent resulted in the deposition of dark brown crystals typical of ferritin 
(Fig. 1). The presence of ferritin in VDM preparations being established, 
it was then necessary to determine whether ferritin was the principle 
responsible for the vasotropic activity of these preparatiems. 

To permit a comparison of the chemical and vasotropic properties of 
VDM concentrates with ferritin, crystalline ferritin Avas prepared from 
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horse spleen imd Vixev, dog livei-, and hunnin liver ohinined nL lUilopsy. 
The method was esscaiiially that of (h'aniek ((>) with some modifications.- 
Prior to the precipitation of crude ferritin by 50 per cent saturation with 
as outlined by Granick, the solution wns adjusted to pH d.ti 
with 50 per cent acetic acid and allowed to stand for se\'eral hours at room 
temperature or o^mrnight in tlie refrigerator. The pi*ecipitate whi(*h 
formed wuis centrifuged and discarded. The ferritin wiis tlien ciystallized 
with CclS04, ]*edissohmd in 2 pei* cent (NH4)2B04, and incrystallized fom* 



Frn. 1. Crystals (t/) of dog liver ferritin prepared according to (franick ((t) a,nd 
(h) from a highly concentrated dog liver VDM solution, 

times. It was next divssolved in 2 per cent (NIT4,)2S04 and dialyzed agninst 
running tap water overnight to remove most of the cadmium. Th(‘ cdcair 
solution wus then treated with an equal volume of satui'atod (Nn4)2S04 
and the precipitate recovered by centrifugation. It w^as redissolvcul in 
wmter and the reprecipitation with (NH4)2S04 repeated three t imes. This 
procedure served to reduce further the Cd content of the final foiTitin 
solution. The contaminating (NH4)2S04 was removed l)y exhaust/i\A) 
dialysis and the concentrated ferritin solutions stored in the refrigeratoi* 
with toluene as the preservative. It w'as found that freezing of such 
solutions should be avoided, since some insoluble ferritin appeared on 
thawing, winch did not redissolve completely. 

- Agner, K., personal communication. 
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A typical ferritin preparation from horse spleen contained 20.7 per cent 
iron, ILO per cent nitrogen, 1.29 per cent phosphorus, and 0.23 per cent 
cadmium. Thus, it contained 1.88 nig. of iron per mg. of nitrogen. 

The visible light absorption spectra of purified crystalline horse spleen 
ferritin and a dog liver VDM preparation are shown in Fig. 2. Also shown 
is the absorption spectrum of a colloidal ferric hydroxide solution prepared 
by heating a dilute solution of ferric chloride to 100^. The three curves 


900, 


C 800 

■I ^ 

S 700U- 


VDM (dog liven) 
Teppitin (horse jspjeers) 
Colloidal |epric oxide 



A (mjj) 

Fig. 2. Visible light absorption spectra of solutions of dog liver VDM, erystaiiine 
horse spleen ferritin, and colloidal ferric hydroxide, determined by means of the 
Beckman spectrophotometer. 


are ahnost identical wdien the wave-length is plotted against the extinction 
coefficient calculated on the basis of iron content. 

Ultracentrifuge determinations^ were carried out on a preparation of 
horse spleen ferritin and on a highly concentrated VDM solution prepared 
from the liver of dogs in the irreversible phase of hemorrhagic shock. 
The ferritin was purified without the use of CdS04, by means of alcohol 
precipitation at low temperatures.^ The fenitin solution, which contained 
2.10 mg. of iron per mg. of nitrogen, was- centrifuged at 24,000 r.p,m. 
The deep brown color of the solution was associated with a rapidly sedi- 
menting component, corresponding to the aggregated apoferritin-iron 
hydroxide complex as reported by Rothen (7). The VDM solution, which 
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contained 1.17 mg. of iron per mg. of nitrogen, was centrifuged in a similar 
manner. The deep brown material sedimented at a rate similar to that 
of the ferritin boundary previously obtained. However, there was present, 
in addition, an equal amount of a colorless component of a much lower 
molecular weight, the boundary of which did not quite detach itself from 
the meniscus after centrifugation for 36 minutes at 24,000 r.p.m. The 
VDM solution therefore contained an iron-protein fraction with sedi- 
mentation characteristics similar to that of ferritin. This fraction con- 
stituted approximately one-half of the total protein. 

The pure ferritin solutions wnre active at 0.0005 y of nitrogen per 0.5 
ml. ill the test rat. This is equal in physiological activity to the most 
concentrated of the hepatic VDM preparations (Table III). 

In order to determine whether the vasodepressor activity of ferritin was 
associated \Yith the iron or protein moiety, the activity of iron-free crystal- 
line apoferritiii was investigated. The apoferritin was prepared according 
to Granick and Michaelis (8) and further purified by four precipitations 
at 50 per cent saturation with ammonium sulfate. The purified apoferritin 
contained 16.2 per cent nitrogen, 0.05 per cent phosphorus, and 0.16 per 
cent cadmium. It was free of iron. Apoferritin gave a positive VDM 
test with 0.0005 7 of nitrogen, a potency similar to that of crystalline 
ferritin. VDM activity was therefore associated with the protein moiety 
of ferritin. The VDM activities of a number of ferritin and apoferritin 
preparations are recorded in Table IV. Two fractions, Nos. 1162A and 
1162F, Table IV, were precipitated from a ferritin preparation, No. 1162, 
by fractionation with varying concentrations of (NH4)2S04. Fraction 
1162A, precipitated at 23 per cent saturation with (NH4)2S04, contained 
more iron (2.20 mg. of iron per mg. of nitrogen), whereas Fraction F, 
precipitated at 34.6 to 40 per cent saturation with (NH4)2S04, contained 
less iron (0.93 mg. of iron per mg, of nitrogen) than the original ferritin 
solution, Preparation 1162 (1.88 mg. of iron per mg. of nitrogen). Also 
shown are two fractions, Nos. 1162X andll62Y, prepared by the centrif- 
ugation of ferritin Preparation 1162 at 13,000 r.p.m. for 30 minutes at 5° 
in a Sorvall centrifuge. Fraction 1162X was pipetted from the top of the 
resultant solution and contained 1.28 mg. of iron per mg. of nitrogen, 
whereas Fraction 1162Y was recovered from the bottom of the tube as a 
dark brown pellet and redissolved in water. It contained 2.49 mg. of 
iron per mg. of nitrogen. All four fractions thus prepared, together with 
the original ferritin solution from which each had been obtained, had 
identical VDM activities on the basis of their protein or nitrogen content, 
although their iron content varied. All gave typical ferritin crystals 
with CdS04. 

Inactivation of VDM Activity of Ferritin after Aerobic Incubation with 
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Liver Slices — In order to ascertain the possible identity between ferritin 
and naturally occurring VDM, a variety of experiments were carried out 
by means of which such an identity could be established. A characteristic 
of naturally occurring VDM is its inactivation by normal Iwer slices on 
aerobic incubation in vitro at 37.5^ (9) (Reaction 6, Table I). This is 
true for VDM in the blood and in saline washes of the liver of dogs in 
irreversible hemorrhagic shock, and for VDM resulting from the anaerobic 


Table IV 

VDM Activity of Ferritin and Apoferritin 


Source of preparation 

Fe content 

VDM activity in terms of 



Nitrogen | Iron 


Ferritin 




mg. Fe per mg. N 

y X 10-^ 

T X 10-^ 

Horse spleen, Preparation 1166 

1.27 

6- 

6 

6t i( 

4 

1.31 

5 

7 

ic 

2 

1.73 

5 

9 

£{ IS 

‘‘ 1162 

1.88 

5 

9 

ss ss 

Fraction 1162F 

0.93 

5 

5 

iS iS 

1162A 

2,20 

5 

11 

SS iS 

“ 1162X 

1.28 

5 

6 

ss ss 

“ 1162Y 

2.49 

5 

12 

Dog liver, Preparation 2 1 

1.24 

5 

6 

<< ss 

“ 3 

1.30 

5 

7 

St St 

<< 1 

1.68 

5 

• 8 

Human liver, Preparation 1 

1.09 

5 

5 

Horse 

‘‘ 1 

1.22 

5 

6 


Apoferritin 


Horse spleen, Preparation 1 

0 

5 

0 

Dog liver, Preparation 1 

0.06 

1 

0.06 

St St St 2 

0,04 

5 

0.2 

Human liver, Preparation 1 

0.02 

5 

0.1 


incubation of normal liver slices. However, VDM cannot be inactivated 
by normal liver slices which have been exposed to a previous anaerobic 
incubation for 2 hours (Reaction 8, Table I). 

A series of experiments was performed, in collaboration with Dr. Zwei» 
fach, to determine whether the YDM activity of ferritin could be inacti- 
vated under these conditions. The results are presented in Table Y. 
The VDM activity of 0.0005 y of ferritin nitrogen, which is equivalent to 
the VDM activity of 0.5 ml. of plasma from dogs in irreversible shock, was 
completely inactivated by incubation with normal dog liver slices in oxygen. 
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Inactivation also occurred with twice this concentration, or 0.001 7 of 
ferritin nitrogen. l\Tiei'i the liver slices were kept anaerobic for 2 hours 
prior to aerobic incubation with ferritin, no inactivation of the VDhI 
activity due to ferritin occurred. In these respects the behavior of ferritin 
and that of naturally occurring TDil were identical. 

Identification of Hepatic TD2I with Ferritin by Immunochemical Proce- 
dures — In order to provide more specific evidence of the identity of the 
YDil ill concentrated beef and dog liver fractions with ferritin, quantita- 
tive iniimmocliemical techniques ivere emplo^-ed.^ Horse spleen ferritin, 
recryst alii zed four times and further purified as described previoiislj’^, was 

Table V 

Incclivation of TDM Activity of Ferritin by Liver Slices 
Liver slices were incubated for 2 hours with 5 volumes of Ringer-phosphate at 
pH 7.4, or with ferritin dissolved in Ringer-phosphate, pH 7.4. Anaerobic liver 
slices were prepared by incubating for 2 hours with Pdnger-phospliate in Ha, w^ashed 
with cold saline, and then treated with the appropriate solution. The ferritin 
solution used for incubation contained 0.005 y of ferritin nitrogen per 0.5 ml. It 
was tested as such, diluted 1:5 (0.001 7 of ferritin nitrogen per 0.5 ml,) and diluted 
1:10 (0.0005 7 of ferritin nitrogen per 0.5 mL). 


Incubation mixture ; 

Originai solution 

j Diluted 1:5 

Diluted 1:10 

Ferritin (control) 

TUM 

YDM 

YDM 

Liver slices -f ferritin in O 2 ' 

a 

' Neutral 

Neutral 

Anaerobic liver slices -r ferritin in O 2 i 

u 

i VDM 1 

VDM 

“ ** -f Ringer-phosphate in- 

O 2 i 

“ (mild) 

i I 

Neutral i 

i 

! Neutral 

1 


injected intravenoiisl}" into _ a group of rabbits in the form of an alum- 
precipitated suspension containing the equivalent of 0.15 mg. of ferritin 
nitrogen per ml. The suspension was injected on four consecutive days 
each week for 4 weeks. The material was administered in graduated cIos(‘S 
as follows: 0.5 ml. for2 days, 1.0 ml. for 2 days, 1.5 nil. for 4 days, 2.0 ml. 
for 4 days, and 3.0 mi. for 4 days. Serum ivas obtained 5 days after the 
last injection. Additional injections were given thereafter in order to 
maintain and increase the antibody titer of the serum. The quantitative 
precipitin reaction was performed (10) by the addition of varying amounts 
of the antigen solution to 1 ml. portions of the antiserum containing enough 
0.9 per cent saline to produce a final volume of 3 ml. The mixtures were 
incubated at 37.5° for 30 minutes and then kept for 48 hours in the refrig- 

^ We are greatly indebted to Dr. E. A. Kabat, Neurological Institute, New York, 
for his advice and many details concerning the quantitative precipitin technique. 
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erator. The total nitrogen of the centrifuged and washed precipitates was 
determined by the niicro-Kjeldahl method. Each supernatant was tested 
for the presence of excess antibody or antigen hy the addition of either 
antigen or antiserum to aliquots. All analyses were performed in duplicate. 

Rabbit antiserum to home spleen ferritin, which yielded a precipitate 
with solutions of horse spleen ferritin, also gave precipitates when mixed 
with concentrated solutions of VDM (Fraction B, Table II) prepared from 
horse liver. The quantitative data are presented graphically in Fig. 3, 
which gives the valii^ for the total nitrogen precipitated in the form of an 



Fig. 3. Quantitative precipitin curves for rabbit antiserum to crystalline horse 
spleen ferritin. 

antibody-antigen complex when solutions of ferritin or apoferritin were 
incubated with the antiserum to ferritin. The curves are identical, indi- 
cating that the antibody is directed tow^ards the protein moiety of ferritin 
and is not influenced by the presence of the bound iron in high concentra- 
tions. 

The curve (Fig. 3) shown for a preparation of horse liver VDM indicates 
that with equal quantities of ferritin nitrogen and of horse liver VDM 
nitrogen the total nitrogen in the precipitate obtained with ferritin was 
greater than that found with the VDM. As a consequence, the earl}^ 
portions of the curves are not superimposable. However, Avhen increasing 
amounts of horse liver VDM were added, up to the maximal precipitating 
capacity of. the antiserum, maximal precipitation of total nitrogen was 
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obtained at- a level correspondiiig to that obtained with ferritin. Thus, 
the horse liver VD^I solution contained ferritin and in addition some non- 
ferritin protein which was not precipitable by the antiserum. The quanti- 
tative data permit a calculation of the per cent ferritin nitrogen present 
in the horse liver VDM solution in relation to the total nitrogen content 
(11). Table YI gives a comparison of the relative amounts of ferritin and 
TDi\I nitrogen reciuired to obtain identical amounts of total nitrogen in 
the precipitates. From this calculation, ferritin nitrogen comprised 65 
per cent of the total nitrogen in the horse liver VDM preparation. 

Fig. 3 also shows a cross-reaction between ferritin prepared from dog 
liver and horse spleen ferritin. Maximal precipitation occurred at a much 
lower level of total nitrogen in the specific precipitates than with horse 

Table VI 

Percentage Ferritin in Horse Liver VDM from Immunochemical Data (See Fig, S) 
The VDM activity of the horse spleen ferritin was obtained with 0.0005 y of 
nitrogen per 0.5 niL, that for the horse liver VDM solution with 0.001 7 of nitrogen 
per 0.5 ml. The values for the total N in the specific precipitates were chosen so as 
to correspond to the portion of the curves where antibody is present in excess. 


Total nitrogen in ppt. 

1 Antigen N of ferritin 

Antigen N of VDM 

Per cent ferritin in VDM 

■ms. 

mi. 

mg. 


0.240 

0.044 

0.068 

65 

0.320 

j 0.068 

0.108 

62 

0.360 1 

0.084 

' 0.132 

64 

0.420 ■! 

0.112 

0.172 

65 

0.460 1 

0.140 

0.204 

69 

Average 

65 



ferritin. These results indicate that the ferritins of these two species are 
immunoiogicallt’ related but not identical. Hovrever, identical curves 
have been obtained with horse ferritins from both the liver and spleen, 
thus establishing their immunological identity. 

Comparable experiments were carried out with dog liver ferritin, a dog 
liver "I D]\I preparation, and the antisemm obtained from rabbits im- 
mimized to crystalline dog liver ferritin. As with the horse spleen ferritin 
and horse liver A DiM, the curve obtained with dog liver VDM w’as initially 
louver than that for the crystalline dog liver ferritin, but ultimately rose to 
a similar maximum. The antiserum to dog liver ferritin gave a cross-re- 
action with horse spleen ferritin. How-ever, in this instance the curves 
tvere reversed, the lower maximum of total nitrogen in the precipitates 
being given the horse ferritin. Rabbit antiserum to human liver 
ferritin gave a positive cross-reaction with horse spleen ferritin. 
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Identification- of Ferritin with Naturally Occurring VDM by Immiinologi- 
cal Procedures — The identity of hepatic VDM with ferritin did not pre- 
clude the possibilit}^ that the VDM activity present in the blood of dogs 
in irreversible shock might differ from ferritin. This might be fipproached 
by the direct isolation of ferritin from the plasma of dogs in shock. How- 
ever, since the VDjM activity in 0.5 ml. of such plasma would be expected 
to be equivalent to that given by 0.0005 7 of ferritin nitrogen, such an 
isolation was deemed impractical. Furthermore, addition of antiferritin 
serum to 0.0005 7 of ferritin nitrogen would not yield a visible precipitate 
for purposes of identification. For these reasons, the method of bioassay 
by the rat test was employed in conjunction with immunological procedures. 

Preliminary to these experiments, ferritin was precipitated from a con- 
centrated horse liver VDM solution by incubation for 30 minutes at 37.5° 
with an excess of antiserum to horse spleen ferritin. The precipitate was 
removed by centrifugation. The filtrate was assayed for VDM activity 
and found to be neutral. As a control, antiserum alone was tested and 
also found to be neutral. A similar incubation was then carried out with 
very low concentrations of horse liver VDM, comparable to that present 
in plasma from a dog in irreversible shock. No precipitate was obtained 
but the VDM activity was abolished. Hence, the antibody-antigen 
complex apparently did not dissociate sufficiently, following its injection, 
to elicit any vascular response in the rat test. Under similar conditions 
incubation of VDM with normal rabbit serum left the VDM activity 
unaffected. 

VDM of Plas7na from Dogs in Shock — ^Rabbit antiserum to crystalline 
dog liver ferritin was incubated with plasma from dogs in the hyporeactive 
phase of hemorrhagic shock. Under these experimental conditions, which 
are given in detail in Table VII, the VDM activity of the plasma was 
abolished. Normal rabbit serum was without effect. Antiserum alone 
exerted no vasotropic activity in the rat test. Inactivation of VDhl in 
plasma from dogs in shock was likewise achieved by incubation with anti- 
serum to horse spleen ferritin. This is further evidence of the immunologi- 
cal cross-reaction between horse and dog ferritins. 

VDM from Anaerobic Liver Slices — ^VDM was prepared by a 2 hour 
anaerobic incubation of normal dog liver slices at 37.5° in 5 volumes of 
Ringer-phosphate solution. The VDM solution -was then incubated with 
antiferritin serum as described above, with a resultant loss of VDM activity. 

VDM of Plasma in Chronic Experimental Renal (Dog) and Essential 
{Human) Hypertension — In previous studies from this laboratory (12) it 
was observed that during the acute stage of experimental renal hyperten- 
sion, induced in dogs by the application of the Goldblatt clamp, VEM 
appeared in the blood. However, after the establishment of a chronic 
hypertensive state, the blood gave a neutral test by the rat assay method. 
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This neiitrd test was found to result from the presence of high concentra- 
tions of both VDi^I and YEil in a ratio which led to mutual neutralization 
(13). This was demonstrated by the aerobic incubation of such ^hieutral” 
plasma with normal kidney slices, a procedure which inactivates YEM but 
not YDhI. Following this inactivation of YEM, the dog plasma gave a 
strongly positive VDM reaction. 

To compiement this study, plasma samples from dogs with ehroriic 
renal hypertension, which gave ^^neiitraP' tests, were now incubated with 
aiitiseruni to crystalline dog ferritin. Following incubation, these plasmas 
exerted pronounced A^EM effects, indicating the unmasking of A"EM 
througli the formation of an inert A^Dhl-antibod}” complex (Table A^II). 


Table VII 


hiGdivation of Katvralhj Occurring VDM by A7ififerritin Serum 


The VBM solution was tested for vasotropic activity after incubation of 2 ml. of 
the solution with 1.0 ml. of saline at 37.5° for 30 minutes. Another 2 ml. aliquot of 
the VDM solution was incubated in the same manner with 1 .0 ml. of an antiserum to 
the appropriate ferritin (dog or human) . 

The hypertensive dog plasma was obtained from dogs made hypertensive by re- 
moval of one kidney and partial clamping of the renal artery of the remaining kidney. 
Hypertensive human plasma was obtained from patients with chronic essential hy- 
pertension. 


Source of VDM 

- - - . ... i 

Vasotropic activity 

Incubation 
with saline 

Incubation 
with antiserum 

Dog plasma, irreversible shock 

VDkl 

Neutral 

liver slices incubated in XL 

Hvpertensive dog plasma 

“ human plasma 

a 

1 XTutral 

i “ 

a 

VEAI 

fc 

1 


In eases of clironic essential htqoertension in man, plasma was likewise 
found to give a 'meutraF’ reaction which was converted to a strong VDM 
effect after aerobic incubation with noimal kidney slices. The incubation 
of rabbit antiserum to crystalline human ferritin with plasma from such 
patients led to the appearance of a strong ATIM reaction, indicating the 
removal of A'DAI. By way of control, similar studies were carried out 
with plasma from normotensive dogs and humans which are characterized 
b}’- their neutral effect in the rat test, Neutral tests w^ere also obtained 
after incubation of such plasmas with antiferritin serum. 

BISCLTSSION 

Experiments have been described which led to the identification as 
ferritin of a hepatic vasodepressor, previously referred to as A^DYI. This 
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was accomplished by a combination of chemical and immiuioelieinieal 
procedures, together with the utilization of the rat mesoappendix test of 
Zweifach et al. (2). 

In the course of this study, the question arose as to which portion of the 
ferritin molecule was responsible for its vasotropic effects. Apoferritiii 
is a veiA' liornogeiieous protein. Ferritin, on the other hand, is not a 
definite molecular species, but, as shown b}' the iiltracentrifuge studies of 
Piothen (7), consists of a mixture of apoferritin-iron hydroxide (ferritin) 
and apoierritin. In the ferritin preparation studied by Ptothen, apoferritiii 
Avas present to the extent of 25 per cent. Ptesults in oiii* laboratoiy are 
confirmatory of Rothen's findings. Thus, ive Avere able to separate chemi- 
cally a crystalline ferritin preparation (No. 11G2, Table IV) into a number 
of fractions in AAiiicli the iron content Amried from 0.93 to 2.20 mg. of iron 
per mg. of nitrogen. A similar fractionation of Preparation 1102 Avas 
accomplished bA^ high speed centrifugation (Fractions 1102X and UG2Y, 
Table IV). When the A^arious ferritin preparations Avith different iron to 
nitrogen ratios Avere compared AAfith respect to VD]\I activity, the correla- 
tion of VDM activity Avith nitrogen content Avas excellent, whereas there 
AA’as a poor correlation betAveen activity and iron content. Indeed, on the 
basis of nitrogen content, apoferritin, AAhieh Avas cleAmid of iron, proved as 
active as ferritin. It is therefore the protein nioiet}^ of ferritin wiiich is 
responsible, for its A’asodepressor actmty. 

The next problem Avhich arose concerned the identity of the naturally 
occurring Aoisodepressor materials in the blood during the irrevensible 
stage of hemorrhagic shock and in the chronic stage of experimental renal 
and human essential hypertension. The fractionation procedures Avhich 
Avere cAmRed for the preparation of actme VD]\I solutions w^ere entireR 
dependent on the Avascular changes observed in the rat test. Although 
this test could reveal a specific ty^pe of Amsodepressor activity, there Avas 
no certainty that this \mscular response Avas characteristic of only one 
suijstance in the body. Thus, the isolation of a single compound from the 
liA^er (ferritin) Avitli VDil acthfity did not necessarily mean that the auiso- 
depressor in the blood of dogs in irreversible shock Avas identical with or 
eA'en related to it. Similar problems haAm arisen in the past with no direct 
solution; e.g., the relation of the epinephrine-like substances in blood to 
epinephrine isolated from the adrenals. 

Because of the protein nature of the feriitin-apoferritin complex, this 
uncertainty could be resoRed by immunochemical methods. The specific 
combination of ferritin-antibody Avith ferritin in dilute solutions, together 
with the rat test for VDM activity, made it possible to determine whether 
any naturally occurring VDM vms identical A\dth ferritin. This Avas 
found to be the case for VDM in liver of dogs in irreversible shock, and 
for VDM in blood both during the irreAmrsible stage ^of experimental 
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hemorrliagic shock and in the chronic stage of experimental renal and es- 
sential human hypertension. However, this procedure does not make it 
possible to determine whether it is ferritin or apoferritin which is respon- 
sible for VDM activity in these cases, because of the absence of a visible 
precipitate at such low concentrations of antigen. \'\Tien larger amounts 
of these substances are present, as in hepatic concentrates, such a difi'er- 
entiaiion is possible, on the basis of the iron content of the specific precipi- 
tate formed when the antibody precipitates the ferritin from solution. 

Of particular interest are the immunological cross-reactions between 
horse and human and between horse and dog ferritin. These cross-reac- 
tions have interesting physiological implications. Large quantities of 
antibody to horse, dog, rat, and human ferritins have been prepared and 
are being iitilisied for experiments on animals and man with a view to the 
elucidation and possible modification of the variety of conditions associ- 
ated with derangements of the VDM-VEM mechanisms. These studies, 
which are being carried out with Dr. Zweifach and Dr. Baez of this labora- 
tory, will be the subject of a separate report. 

It is beyond the scope of this paper to discuss in detail the physiological 
role of ferritin in the regulation of the peripheral circulation. The parti- 
cipation of YDM and VEIM in experimental shock, hypertension, and 
nutritional cirrhosis has been dealt with in other papers (1, 14, 15). On 
the basis of these studies, it has been postulated that YDJvI and VEM are 
opposiiely acting components of a homeostatic mechanism for the regula- 
tion of the peripheral circulation. In addition, it has been found that 
YDil exerts a profound antidiuretic effect (16) in the dog and rabbit by 
inducing an increased tubular resorption of water. This is a phenomenon 
of particular interest in relation to the antidiiiresis which is observed in 
hepatic cirrhosis. 

Hitherto, the only function of the ferritin-apoferritin system appeared 
to be that of iron transport and storage (17). To this may now be added 
the newly described and important function of participation in the regula- 
tion of the peripheral circulation. Further stud}" tvill be required to es- 
tablish the exact mechanism and significance of this function of ferritin. 

Tiie authors would like to express their indebtedness to Delilah Metz, 
Ruth Jacob, and Yera Bergman for carrying out the rat assays in these 
studies and to Dr. B, W. Zweifach and Dr. R. F. Fiirchgott of this labora- 
tory for their many valuable suggestions in the course of this work. 

SmBURY 

A hepatic vasodepressor principle (YDM) which has been found to 
participate in the regulation of the peripheral circulation has been con- 
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centrated from saline extracts of anaerobic beef, dog, horse, and liiimaii 
liver. The YD]\I activity of these concentrates, as measured by the 
effects induced on the terminal vascular bed, was proportional to their 
ferritin content. Crystalline ferritin and its iron-free component, apofer- 
ritin, were found to exert similar vascular effects. 

By immunochemical procedures the VDM of hepatic concentrates was 
identified as ferritin. By similar procedures, naturally occurring VDM, 
present in the liver and blood of dogs in irreversible shock and in the blood 
during the chronic stage of experimental (dog) and essential (human) 
hypertension, was identified with ferritin or apoferritin. 

These findings indicate that, in addition to iron transport and storage, 
the ferritin-apoferritin system plays an important role in the regulation of 
the peripheral circulation. 


BIBLIOGRAPHY 

1. Shorr, E., Zweifach, B, W., andFurchgott, R. F,, Science, 102, 4S9 (1945). 

2. Chambers, E,., Zweifach, B. W., Lowenstein, B. E., and Lee, R. E., Proc. Soc. 

Exp. Biol, and Med., 56, 127 (1944). 

3. Laufberger, V., Bull. Sac. chim, hiol., 19 , 1575 (1937). 

4. Mazur, A., and Shorr, E., Federation Proc., 6, 275 (1947). 

5. Granick, S., Cheni. Rev., 38, 379 (1946). 

6. Granick, S., J. Biol. Chern., 149, 157 (1943). 

7. Pmtheii, A., J. Biol. Chem., 152, 679 (1944). 

8. Granick, 8., and Michaeiis, L., /. BioL Chem., 147, 91 (1943). 

9. Furchgott, R. F., and Shorr, E., Federation Proc., 8, lOS (1947). 

10. Heidelberger, M., and Kendall, F. E., J. Exp. Med., 50, S09 (1929). 

11. Heidelberger, M., and Kendall, F. E., J. Exp. Med., 55, 555 (1932). Heidei- 

berger, M., and Kabat, E. A., J. Exp. Med., 63, 737 (1936). Kabat, E. A., and 
Giusman, M., Arn. J. 3Ied., 4, 653 (1948). Kabat, E. A., and Mayer, M. M., 
Experimental inimunochemistry, Springfield (1948) . 

12. Zweifach, B. W., Baez, S., and Shorr, E., Federation Proc., 6, 232 (1947) . 

13. Shorr, E., Zweifach, B. W., Furchgott, R. F., and Baez, S., Federation Proc., 6, 

200 11947 ), 

14. Shorr, E., Zweifach, B. W., Furchgott, R. F., and Baez, S., Tr. Assn. Am. 

Fhiisn.,60, 2S (1947). 

15. Baez, S., Zweifach, B. W., Mazur, A., and Shorr, E., Proc. Soc. Exp. BioL and 

31 ed., 64, 154 (1947). 

16. Baez, S., Mazur, A., and Short, E., Federation Proc., 7, 5 (1948). 

17. Halm, P. F., Granick, S.,Bale, W. F.,and Michaeiis, L., J. BioL Chem., 150, 407 

(1943). Granick, S., and Hahn, P. F., /. BioL Chem., 155, 661 (1944). 




DIMETHYLTilETIX AND DBIETHYL-/3-PR0PI0THETIN 
IN METHIONINE SYNTHESIS* 


By JACOB W. DUBNOFF and HENRY BORSOOK 

{From the Kerckhoff Lahoroiories of Biology ^ Califorriia Imtitiite 
of Technology, Pasadena) 

(Received for publication, May 5, 194S) 

In a previous communication it was shown that choline and betaine are 
effective in promoting methionine s^mthesis from homocysteine in tissue 
homogenates (1) . Data presented in this paper indicate that dimethylthetin, 
(CHg) 2 *' SCHaCOO", which has been shown by Welch (2) to be lipotropic 
and has been reported by dii Vigneaud (3) to promote growth on a methio- 
nine-free, homocysteine-containing diet, is 20 times as active as betaine in 
methionine formation. Diniethyl-/5-propiothetin, (CH 3 ) 2 hS (CH 2 ) 2 GOO“, 
recently isolated from Polysipkonia fastigiata by Challenger and Simpson 
(4) is also highly active. The enzyme for this transmethylation is found 
in the liver and kidnej^ of all animals tested. Its high activity and general 
distrilmtion suggest its biological importance in methionine synthesis. 

Methods 

Yiobin extracts were prepared by stirring 5 gm. of Viobin^ in 100 ml. of 
water for half an hour and filtering. Fresh extracts ’were prepared from 
organs of animals w^hich had been killed by stunning and thoroughly bled. 
The organs ’were chilled, homogenized with 2 parts of buffer in the homo- 
geiiizer of Potter and Elvehjem (5), and strained through cheese-cloth. 
The buffer (G) is composed of 0.0128 M sodium phosphate, pH 7.4, 0.123 
jM sodium chloride, 0.005 m potassium chloride, and 0.003 m magnesium 
sulfate. 

Methylmercaptoacetic acid wns prepared by Dr. M. Fling according to 
the method of Larsson (7). 

Dimethylthetin was kindly given us by Dr. A. D. Welch. 

Dimethyl-/3-propiothetin w^as prepared b 3 ’ the method of Biilinann and 
Jensen (8). 

DL-Homocystine was prepared from DL-methionine by the method of 

* Presented before the meeting of the American Societ^^ of Biological Chemists at 
Atlantic City, March 15-19, 1947. Aided by a grant from the United States Public 
Health Service. 

^ Yiobin preparations are commercially prepared desiccated and defatted raw 
tissues manufactured by the Yiobin Corporation, Monticello, Illinois. 
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Blitz and dii Vigiieaud (9) and reduced to DL~homocysteiiie as ciescribed 
by Riegel and dii Vigneaiid (10). 

Dimetliylglyeine was prepared the method of Schubert (11). 

4 mi. of buffer solution containing the enzyme and substrates were in- 
cubated in 20 ml. beakers in an apparatus especially designed for non- 
nianometric studies (12). In this apparatus as many as thirty 20 ml 
beakers employed as reaction vessels are held in a stainless steel container 
fitted with a cover through which any gas mixture may be passed. The 
container is incubated at 38"^ and shaken at 90 oscillations per minute in a 
small -water bath. 

After incubation the solutions were deproteinized by the addition of 
0.5 ml. of 30 per cent trichloroacetic acid and 1 ml. of \vater to each beaker. 
With guinea pig liver homogenates after the addition of trichloroacetic 
acid, the solutions were brought to a boil in the incubation apparatirs in 
order to get filtrates which would remain clear in the analytical procedure. 
Filtrates of other organs offered no difficulty. 

Methionine ivas determined by a modification of the method of Mc- 
Carthy and Sullivan (13). The procedure was as follow^s: To 2 ml. of the 
trichloroacetic acid filtrate tvere added 0.2 ml. of 5 n NaOH followed by 0.1 
ml. of 1 per cent freshly made sodium nitroprusside. The solutions were 
incubated at 38^ for 5 to 10 minutes and then 1 ml. of an acid mixture 
consisting of 9 volumes of concentrated hydrochloric acid and 1 volume of 
85 per cent phosphoric acid was added. After 10 minutes the solutions 
were read in a Klett-Siimmerson colorimeter with a green filter. 

If the solutions are cooled in ice before the addition of strong acid^ 
homocysteine reduces the color by an amount which increases with in- 
creasing concentration of methionine. Wtim this cooling step is omitted 
as described, the decrease in color due to homoc^'Steine is a small and con- 
stant value over a wide range of methionine concentrations, and no diffi- 
culty is encountered with gas bubbles during the measurement of the color. 
1 mole of methylmercaptoacetic acid formed by the demethylation of 
dimethyltlietiii gives a color equivalent to 0.6 mole of methionine in this 
determination. Accordingly, all apparent increases of methionine due 
to the addition of dimethylthetin must be divided by 1.6 to compensate 
for the equivalent amount of methylmercaptoacetic acid formed in the 
reaction. Bimethji-d-propiothetin is chromogenic, but it can be de- 
stroyed by allowing the solutions to stand overnight after the addition of 
5 N J\aOH. The nitroprusside is added the following day and the de- 
termination continued as described. The chromogenic pownr of methyl- 
mercaptopropionic acid, the demethylated product of dimethyl-jd-propio- 
thetin, is approximately 0.9 that of methionine on a mole basis. 
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Results 

In rat liver choline, betaine, dimethyl-j^-propiothetin, and dimethyl- 
tlietin show significant activity in methionine formation (Table 1). Di- 
me thylethanolamine, dimethylglycine, and methylmercaptoacetic acid, 
the compounds formed the removal of one methyl group from choline, 
betaine, and the dimethylthetin, respectively, are inactive. 

If homocysteine is present in excess, it can be directly shown that only 
one methyl group is transferred per mole of dimethylthetin (Fig. 1). The 
reaction with betaine is too slow to reach equilibrium; only about 0.6 mole 
equivalent of methyl is transferred per mole of betaine in 24 hours. 

Table I 

Methio7iine Formation in Rat Liver Homogenate 


1 ml. of 1:4 homogenate. Homocysteine 25 mg. per cent; all other substrates 
12.5 mg. per cent. Total volume 4 ml.; gas phase, nitrogen; time, 3 hours; tempera- 
ture, 38°. Methionine values are the average of three determinations. 


Reaction mixture 

Meth-ionine found 

Homocysteine 

mg. per cent 

1.0 ± 0.05 
2.6 =1= 0.05 

4.2 ± 0.01 

1 4.5* dr 0.1 

8.4* dr 0.05 

1.0 rh 0.0 

1.0 dr 0.1 

1.1 rh 0.05 

1.3 dr 0.2 

ft _|. choline 

-f- betaine 

“ + dimethyl -/3-propiothetin 

“ -j- dimethylthetin 

-b methylmercaptoacetic acid 

-j- dimethvlglycine 

+ dimethvlethanolaniine ' 

“ -f monomethviethanoiamme 


Corrected for chromogenic value of demethylated product as indicated in section 
on methods. 


Table II shows the distribution of the betaine- and dimethylthetin- 
transmethylating enz^unes and approximate QmetMonme values for various 
tissues. Only liver and kidney show activity with betaine and dimethyl- 
thetin. 

The effect of pH on the activity of the dimethylthetin enzyme is shown 
in Fig. 2. The optimum pH is about 7.8. 

Neither the betaine nor the dimethylthetin enzyme is inactivated by 
simple dialysis. 

The formation of methionine from dimethylthetin, dimeth^d-Z^-propio- 
thetin, betaine, or choline wus not inhibited by cyanide, azide, arsenate, or 
arsenite. 
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The two enzymes can be distinguished by the greater stability of the 
dimetliylthetiii enz\mie at pH 4.0 as shown in Fig. 3. The variation of the 



Fig. 1. Number of method groups transferred per mole of dimethylthetin. 1 ml. 
of 5 per cent solution of Viobin liver in buffer (6); dimethyltlietin 5 mg. per cent; 
L"liomoc 3 'steine 12.5 mg. per cent. Temperature, 3S®; gas phase, nitrogen. 

Table II 

Dhinhuiioji and Activity of Methionine-Forming Enzyme Systems 
The figures are Qmcthionine ; average of two determinations; probable error ±5 per 
cent. 

Each vessel contained 1 ml. of homogenized guinea pig or rat tissue diluted 1:4, 
or 1 ml. of a 5 per cent Viobin solution. DL-Homocysteine 25 mg. per cent, betaine 
or dimethylthetin 12.5 mg. per cent. Total volume, 4 mi.; gas phase, nitrogen; 
time, 3 hours; temperature, 38®. 



Guinea pig 

Rat 

^ Hog (Viobin) 

i i Betaine 

i . . ! 

Dimeth- 
yl the tin 

Betaine { 

1 i 

Dimethyl- 

tlietin 

Dimeth-! 

ylthetini 

Betaine 

Diniethyl- 

thetin 

Betaine 

Betaine 

Liver 

j 1 ' ! 

....j 1.5 1 0.09 1 17 i 

I 

1.5 

0,11 ^ 

14 

1.3 

0.14 

9 

Kidnev 

0.3 1 0.06 ; 5 ! 

0.2 

0,03 

7 

0.9 

0.03 1 

30 

Spleen 

. . . .i 1 1 1 




0 

0 ' 


Muscle. . . . . . 

o 

o 







Pancreas. . . . 

j 




° i 

0 



ratio of Qdimetbyithetia to Qbetdne (Table II) also points to two different en- 
zymes for the two methylators. 

The dimethylthetin enzyme may be purified free of betaine enzyme and 
concentrated about 100-fold by precipitating a 5 per cent aqueous solution 
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of Viobin^ liver with, alcohol. The fraction precipitated at between 11.5 
and 18 per cent alcohol contains almost all the activity of the whole ex- 
tract. Wliile the crude homogenate is effective with homocystiiie and 



Fig. 2. Effect of pH on methionine formation from dimethylthetin. 1 mi. of 5 per 
cent Viobin; dimethylthetin 12.5 mg. per cent, DL-homocysteine 12.5 mg. per cent. 
Temperature 38°; gas phase, nitrogen; time, 1 hour. 



Fig. 3. Stability of enzyme to pH. Upper curve, dimethylthetin tiansmethylase; 
lower curve, betaine transmethyiase. 5 per cent Viobin allowed to stand 24 hours at 
5 ~ at given pH, and relative activity at pH 7.5 determined at 38°. Substrates 12.5 
mg. per cent. Gas phase, nitrogen; total volume, 4 ml.; time, 3 hours. 

homocysteine, this fraction reacts only with homocysteine. Although the 
dimethylthetin transmethyiase can be prepared free from the betaine 
transmethyiase by further alcohol fractionation, all active betaine trans- 
methyiase preparations have had dimethylthetin transmethyiase activity. 
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"^^Tietlier the latter eiizATiie is required for betaine activity is, still un- 
certain. 

An attempt was made to demonstrate the presence of dimetliylthetin iii 
animal tissues. Neutral and acidified aqueous and alcoholic extracts of 
Viobiifi paiicreas; spleen, kidne\", and liver, fresh beef pancreas, and guinea 
pig and rat liver and kidney were inactive with a partially purified di- 
me tliylthe tin enz^Tiie. Liver and kidney homogenates of the rat and 
guinea pig were allowed to stand at pH 4.0 at 5"^ for IS hours to destroy all 
but the dimetliylthetin methylating system. Any increase in methionine 
on addition of homocysteine in such a system could be considered as evi- 
dence of preformed dimethylthetin. No increase in methionine occurred. 
These experiments seem to exclude any significant quantity of preformed 
dimetliylthetin in these tissues. On the addition of labile methyl donors 
to homogenates there is a slight sjmthesis of methionine in most experi- 
ments, suggesting the presence of small amounts of preformed homocys- 
teine. 

None of these reactions is reversible under our conditions; i.e., metlii- 
oiiiiie will not remc-^thylate dimetliylglycine, dimethylethanolamiiie, or 
mercaptoacetic acid aerobically or anaerobically in the presence of high 
energy-yielding metabolites. These reactions were studied by measuring 
the change in methionine concentration in the presence of these putative 
methyl acceptors. 

Although dimethylthetin is veiy effective with homocysteine, it will not 
methylate glyeocyamine in rat or guinea pig liver homogenates. 

DISCUSSION 

Evidence has been presented that there are at least four compounds 
which can furnish methyl groups for methionine synthesis in tissue homo- 
genates. These compounds, dimethylthetin, dimethyl-/3-propiothetiii, 
betaine, choline, are all ^‘onium” compounds characterized by the coordina- 
tion of an additional methyl group to sulfur or nitrogen, and they all react 
in the absence of oxygen or energy donors. It has been directly demon- 
strated in these and previous studies (1) that the methyl groups in di- 
methylglycine, dimethylethanolamine, and methylmercaptoacetic acid are 
not transferred under conditions in which a methyl of the ''onium” com- 
pound is labile. This confirms the findings in feeding experiments on the 
availability of methyl in dimethylglycine and dimethylaminoethanol (14). 

The methyl of methionine, which is held by a covalent bond to sulfur, 
but is nevertheless labile, requires energy?- for its transfer to glyeocyamine 
(15) and to nicotinamide (16). 

Dll Vigneaiid and his collaborators have proved rigorously that the 
methyl groups of choline, betaine, and methionine constitute a dietary 
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^'pool” of physiologically interchangeable methyl groups. The evidence 
reported here indicates that in the tissues there does not exist a '*poor^ 
of labile methyl groups in the sense that the transfer is directly between 
any two members of the dietary pool of labile method compounds. It seems 
likely that rather than a '‘pooF’ there are specific methyl donors for each 
methyl acceptor {i.e., the methyktion of glycocyamine by methionine 
(15)) j and that a given methyl compound may be related to another only 
indirectl}^ through a series of methyl transfer reactions 

We have so far failed to find anj- methjd transfer reaction which is 
reversible in the usual chemical sense. Methionine^ for example, does not 
directly remetli^date dimethylethanolamine, dimethylglycine, or metliAd- 
mercaptoacetic acid. 

The present findings indicate that the physiological transfer from me- 
thionine to choline must be a cyclic process in wiiich some and possibly 
all steps are irreversible. In some stages of the cycle oxidation and pre- 
sumably, therefore, enei'gy is required; other stages may proceed anaero- 
bically. In such a dynamic state a given labile methyl-containing com- 
pound cannot be utilized or depleted to the same extent by all methyl 
acceptors. This is in accord with the fact that not all methyl donors are 
equally effective in overcoming growth inhibition by such compounds as 
glycoc 3 raniine (17, IS) and nicotinamide (19, 20). 

The effectiveness of dimeth^dthetin suggests its importance in the bi- 
ological s}mthesis of methionine. Its apparent absence from animal tissues 
may be due to its rapid demethylation in the presence of homocysteine, or 
it may be present and function in only catalytic amounts. The occur- 
rence of dimethylthetin in the dietary sources has not been studied. Its 
homologue, dimethyl-|5-propiothetin, has been isolated from algae (4) and 
may be present in pineapple (21). This compound may, therefore, prove 
to be more important biologically than dimethylthetin despite its lower 
activity in methionine synthesis. 

The authors wish to aclmowledge the assistance in this work of Miss I. 
Silberbach. 


SIJjVIIVIABY 

1. An enzjune has been isolated in a partiall}^ purified state which trans- 
fers a methyl group from either dimethylthetin or dimethyl-/3-propiothetin 
to homocysteine. 

2 The data presented iiere do not establish a direct methyl transfer from all four 
compounds to homocysteine. Unpublished evidence suggests that choline is first 
oxidized to betaine. Whether the latter compound transfers directly or through a 
methylthetin derivative has not yet been determined. 
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2. Diro.et}i 34 thetiii is 10 to 20 times as effective as betaine as a methyl 
donor in tissue homogenates. Dimethyl-i^-propiothetin is more effective 
than betaine. 

3. The en 2 ;\Tne is found in the liver, and kidney of rat, guinea pig, and 
hog, but is absent from muscle, pancreas, and spleen. 

4. The reaction proceeds until one methyl group has been transferred 
from dimethylthetin to homocysteine. Mercaptoacetic acid is inactive. 

5. Homocystine is completely inactive as a methyl acceptor in purified 
extracts. 

6. The reaction is independent of O 2 and is not inhibited by oxidative 
poisons. 

7. The dimethylthetin transmethylase is distinguished from the betaine 
transmethjdase b^/" its stability at pH 4.5. 

8. The possible role of dimethylthetin and dimethyl-^S-propiothetin in 
the biological fomiation of methionine is discussed . 
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BIOPHYSICAL STUDIES OF BLOOD PLAS:^IA PROTEINS 


X. FRACTIONATION STUDIES OF NORMAL AND B'lMUNE 
HORSE SERUM* 

By H. F, DEUTSCH and J. C. NICHOLf 

{From the Department of Physiological Chemistry and the Department of Chemistry, 
University of Wisconsin, Madison) 

(Received for publication, June 19, 1948) 

A large portion of the antibody proteins of horse serum resides in a frac- 
tion possessing an electrophoretic mobility between the normal serum 
7 -globulins and the lipide-rich /3-globulins (1-6). YTiile this component 
has been designated /3-globulin by Kekwuck and Record (3) and has been 
shown to consist of two components (/3i and it is analogous to the T 
component of van der Scheer and Wyckoff (4). We have described the 
corresponding antibod 3 ^-rich protein fraction from normal human plasma 
as vi-globiilin to distinguish it from the normal serum 72 -globulin (7). 
We shall retain this terminolog^^ The need for the separation of these two 
globulins in order that both their biological and phj^sicochemical proper- 
ties may be elucidated is evident. 

Recently Smith and Geiiough ( 8 ) applied the low temperature ethanol 
fractionation procedures of Cohn et al. (9) developed for the fractionation 
of human plasma to the separation of the tetanus antitoxin from the plasma 
of hyperimmunized horses. They found the antitoxic activity to be asso- 
ciated with various fractions and concluded that the pepsin digestion 
methods of antibody recovery ( 10 , 11 ) 'were more suitable for the concentra- 
tion of such immune plasma systems than the ethanol type of fractionation. 
Other work on the ethanol fractionation of various animal sera (12-15) 
has indicated that the successful separation of any electrophoretically 
well defined protein entity from a given animal semm will require specific 
conditions and that the methods designed for human plasma cannot be 
applied to other animal plasmas in toto. 

We have found it possible to develop conditions whereb}^ the antibod}^ 
content of the serum of Inq)erimmunized horses may be separated in high 
yield by the low temperature ethanol method in a single precipitation step. 
This fraction may, however, be divided into various electrophoretic com- 
ponents b}^ subsequent refractionations. The methods of obtaining such 

* This work was supported in part by grants from the Wisconsin Alumni Re- 
search Foundation, Eli Lilly and Company, and the United States Public Health 
Service. 

t Eli Lilly and Company Research Fellow. 
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fractions from normal and hyperimmunized horses and a description of 
certain of their biological and physicochemical properties form the basis 
of this report. 


EXPERIMENTAL 

Plasma or serum of normal and hyperimmunized horses was used as the 
source material.^ The immune serum samples were usually aliquots of 
relative!}^ large pools of antiserum to either tetanus or diphtheria antitoxin. 
In addition a pooled serum sample of two horses that had each been 
immunized simultaneoush’ with diphtheria, tetanus, and a heterologous gas 
gangrene (vibrion septiqiie and Bacillus welchii) toxoid, and Hemophilus 
pertussis and formalized pneumococcus type III vaccines was also studied. 
While it was realized that type III pneumococcus vaccine is a poor antigen, 
it was used because the type-specific polysaccharide is nitrogen-free and 
allows for the ready determination, by quantitative precipitation, of the 
antibody produced. Plasma samples were defib rinated by the addition of 
sufficient calcium ion to permit clotting, followed by stirring to remove the 
fibrin formed. These sera were then fractionated by means of the aqueous 
ethanol precipitation techniques and as usual temperature, pH, protein 
concentration, alcohol concentration, and ionic strength were carefully 
controlled. The fractionation experiments were evaluated in terms of 
electrophoretic composition and of protein and antibody yields resulting 
from controlled variations of the several variables of fractionation. All 
electrophoretic experiments at pH 8.6 were carried out in veronal buffer 
of ionic strength 0.1 for 9000 seconds at a constant potential gradient of 
8.0 to 6.0 volts’ per cm. The mobility experiments were performed in 
solutions of ionic strength 0.1 in which sodium chloride made up 80 per cent 
of the ionic strength, the remainder being the contribution of a univalent 
buffer salt. Velocity sedimentation analyses were carried out with 0,7 
per cent protein solutions in the oil turbine ultracentrifiige at 220,000 times 
gravity, a schlieren optical method being used to record the position of the 
moving boundaries as a function of tinie.- 

Tlie antibody assays were obtained by the following tests.^ Preliminary 
diphtheria antitoxin titers were obtained by Ramon flocculation and final 
values by guinea pig intraciitaneous (L+) tests. The antibodies to 
Bacillus ietamiSj vibrion septiqiie, and Bacillus welchii toxoids were as- 
sayed by the standard mouse tests. The antibody to Hemophilus pertussis 

^ All of tlie horse serum samples were supplied through the courtesy of Eli Lilly 

and Company. 

- The sedimentation velocity experiments were performed by Mr. E. M. Hanson. 

s These assays were carried out in the laboratories of Eli Lilly and Company, 

Indianapolis, Indiana. 
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was determined by agglutination procedures. Pneumococcus antibody 
assays were attempted by agglutination, by the capsular swelling or Queh 
lung reaction, and by precipitin tests with the specific polysaccharide. 

Fractionation Results 

Preliminar}^ experiments indicated that the electrophoretically hetero- 
geneous 7 -globulins and associated antibodies of horse serum could be re- 
moved almost quantitatively by precipitation with 25 per cent ethanol at 
pH 7.5 to 7.8. In addition to the 7 -globulins these initial precipitates 
contained from 5 to 15 per cent of /3-globulins. Subsequent experiments 
were carried out to remove these i^-globulins and to provide a 7 -globulin 
fraction made up of proteins having two electrophoretic constituents, the 
one described as 71 -globulin and the other as 72 -gIobiilin. The fractiona- 
tion conditions which evolved for this purpose are shovm in the accom- 
panying Diagram 1 . 

Diagram 1 

1000 ml. serum, 3000 ml. H 2 O; adjust to pH 7.7 (±0.1); add 50% 

EtOH to 25%; temperature —6® to —7°; centrifuge 


Ppt, A; largely T-giobulins with some /3 -globulins Supernatant I 

Suspend (dried protein or paste) in sufficient 
H 2 O to give 1% solution; 0.05 M acetic acid 
added to pH 5.2 to 5.8; ethanol concentration 
0 to 10%; centrifuge at 0® to —2® 


Ppt. A-A; largely jS-globuIins Supernatant II; 0.5 m 

NaHCOs added to pH 
7.2 to 7.4; 50%) ethanol 
added to 25%; centri- 
fuge at —6® to —7® 


Ppt. A-B 7 -giobulins Supernatant III; discard 

The electrophoretic diagrams of a typical series of fractions employing 
antidiphtheritic horse serum as starting material are shoum in Fig. 1 . From 
80 to 100 per cent of the serum antibodies to diphtheria and tetanus toxins 
are usually found in Precipitate A. Considerable care must be taken to 
keep all precipitates as cold as possible during their removal and suspension 
prior to lyophilization to prevent marked destruction of antibody. Occa- 
sionally low yields (50 to 60 per cent) are experienced in the initial pre- 
cipitate but, since 'the antibody is not found in the supernatant it appears 
that such marked losses are due to an improper handling of Precipitate 
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A, resulting in. antibody destruction. In Table I are sIioto the results 
of various typical fractionations on diphtheria and tetanus antisera in 
terms of yields of protein and antibod^u The antibody recovery data must 





PPT. A-A PPT A-B 

Fig. 1. Descending electrophoretic patterns of a hyperimmunized horse serum 
and fractions. 


Table I 

Antibody and Protein Recoveries from Serum of Hyperimmunized Horses 


Antisera to 

j 

1 Units of 
! antibody 

1 per iOO ml. 

1 plasma* 

1 

I 

Weight of ppt. per 100 
ml, serum 

Units of antibody recovered 
per 100 ml. serum 

! Super- 
p_x * ' natant 
i to Ppt. 

i 

Ppt. 

A-B 

Ppt. A 

Super- 
natant 
to Ppt. 
A 

Ppt. A-B 

Tetanus toxoid 

i 20,000 

5.07 1 

3.22 



24,200 

Diphtheria toxoid 

i 45,000 

5.14 ; 

3.35 



46,900 

u u 

: 129,000 

5.24 ; 3.17 

3.51 

98,000 

3170 

70,200 

f ; u 

1 65,000 

5.55 i 3.36 

3.47 

55,500 

2520 

36,800 

it li 

57,500 

5.21 i 

1 

52,100 



Tetanus toxoid 

I 45,000 

4.10 ; 

i 

24,600 




* Plasma diluted with anticoagulant. 


be considered in relation to the shortcomings of the assay procedures. 
The data indicate that the major portion of the antibody is recovered in 
Precipitate A. 

Refractionation of this precipitate to give Precipitate A-B may be ae- 
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companied by excellent yields in some cases and by considerable losses of 
antibody in others. It appears again that losses of antibody at this point 
may be due to causes just mentioned. Approximately 10 gm. of protein 
for every 50 gm. of Precipitate A are lost in preparing Precipitates A-A 
and A-B under the conditions employed for their separation. It can be 
seen from Table I that the major portions of the antibody are recovered in 
Precipitate A or in its subfraction Precipitate A-B. Approximately 2 to 
5 per cent of the initial serum antibodj’- may be recovered by lyophilization 


Diagram 2 

50 gm. Ppt. A, suspended in 4000 ml. HaOj 0.05 m HAc added to pH 5.38; 
diluted to 5000 ml.; fj. = 0.0014; centrifuged at 0° 


!""T 

1 1 

7.S gm. (dry) Ppt. A-A 

Supernatant HA, voiume 4910 ml.; 150 ml. 0.15 
M NaCi and 8 ml. 0,5 m NaHCOs added to 
pH 5.83; 1267 ml. 50% EtOH added to 10% 
ethanol concentration; volume 5068 ml.; /£ 

— 0.0061; centrifuged at —2® 

1 

1 i 

15.9 gm. (dry) Ppt. A-IB 

Supernatant IIB, volume 4950 ml.; 1650 ml. 
50% EtOH added to 20% ethanol concen- 
tration (pH 5.83); ft = 0.0046; volume 6600 
mi.; centrifuged at —6® 

[ 

i i 

S.5 gm. (dry) Ppt. A-2D 

Supernatant IIC, voiume 6482; 100 ml. 0.5 

M NaHCOs added to pH 7.4; 500 ml. 95% 
EtOH added to 25% ethanol concentration ; 
voiume 7082, ft = 0.01; centrifuged at —7® 

1 

! i 

9.9 gill, (dry) Ppt. A-3B 

j 

Supernatant IID, discarded 


of Supernatant I. The yield of antibody into Precipitate A-A is relatively 
low. In a typical experimentj Precipitate A-A showed 100 units of tetanus 
antitoxin per gm. while Precipitate A-B gave 8000 units per gm. Sub- 
fractionations of Precipitate A-A give products vith very low antibody 
content. They are composed largely of proteins moving with an electro- 
phoretic mobility of —4.0 X sq. cm. per volt per second (pH 8.6). 
Such findings indicate that the antitetanus activity of horse serum proteins 
does not ordinarily extend into the electrophoretic region of the horse 
serum designated as /3-globulin in Fig. 1. 

The sera of the two horses immunized to a series of antigens were pooled 
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and fractionated to ^deld the usual initial antibody-rich Precipitate A. 
These precipitates were subfractionated and the distribution of the anti- 
bodies in the various fractions was studied. The siibfractionatioii condi- 
tions are shovni in Diagram 2. 

The predominant feature of this subfractionatioii was the separation of 
the usual Precipitate A-B into three fractions, a yrglobiilin, a ys-globiiliii^ 
and a mixture of these two globulins. 

In Fig. 2 are shown the electrophoretic compositions of these siibfrac- 
tions. It is readih^ apparent that the component labeled yrglobiilin is 



Fig. 2. Descending electrophoretic patterns of Precipitate A-B of a hyperimmu- 
nized horse serum and its subfractions. 

relatively heterogeneous electrically and the fraction as a whole has a con- 
siderably higher electrophoretic mobility than does the Y 2 -fraction. 

Antibod}" and protein yield data are showm in Table II. As was antici- 
pated, no antibodies to pneumococcus type III organisms were found in 
Precipitate A as tested by agglutination, capsular swrelling phenomena, or 
by precipitin reactions with pneumococcus type III polysaccharide. The 
horses evidently failed to produce antibodies to the formalized pneumococ- 
cus vaccine which wus employed. Antibody production to vibrion sep- 
tiqiie toxoid wms relatively lo-w (less than 200 units per gm. of Precipitate 
A) and the siibfractions were not assayed further. The remaining anti- 
bodies were present in relatively low titer but w"ere of sufficient magnitude 



H. F. DEUTSCH AND J. C. NICHOL 


803 


to make possible a study of their distribution into the various fractions. 
Practically no antibody was found in the supernatant to Precipitate A. 
The subfractions of Precipitate A showed var3dng titers of the several 
antibodies studied. The initial precipitate removed at pH 5.2 and low 
ionic strength (Precipitate A-A) contained very small amounts of anti- 
toxin but contained as much, or more, agglutinin for Hemophilus pertussis 
on a weight basis as did the parent fraction (Precipitate A). Approxi- 
mately 10 to 15 per cent of the diphtheria and tetanus antitoxins -was 
found ill Precipitate A-IB with the remainder appearing in the more 
soluble protein (pseudoglobulin in nature) maldng up Precipitates A-2B 
and A- 3 B. The diphtheria antitoxin showed a relatively .higher titer in 
the 72-globulin fraction (Precipitate A- 3 B) than was true for tetanus anti- 
toxin. The antitoxin to Bacillus welchii was found to be rather well dis- 

Table II 


Antibody Content of Suhfractio7is of Antibody Fraction of Hyperimm une Horse Serum 


Weight oi 

Fraction 

Units antitoxin per gm. 

protein 

Eemophilus 

pertussis 

fraction 

Diphtheria 

. 

Tetanus 

Bacillus u'clchii 

agglutinin 

titer 

gm. 

50 

A* 

3000 

1000 

300 

1-1280 

7,8 

A-A 

300 

100 

-25 

1-2560 

15.6 

A-IB (n) 

1000 

500 

300 

1 1-160 

00 

A 

A-2B (71 + 72 ) 

5000 

4000 

400 

1 1-160 

9.S 

A-3B ( 72 ) 

3000 

1000 

500 

1 1-1280 


* The supernatant to Precipitate A contained less than 2 per cent of the antibody 
activity of this fraction. 


tributed in all of these fractions. The Hemophilus pertussis agglutinins 
showed a high concentration in the 72-globulin fraction as compared to the 
7i and the 7i-|-72‘globiilin siibfractions. Such a finding might have been 
predicted from the electrophoretic studies of van der Scheer et al ( 5 ). The 
high titer of this antibody in the euglobulin type of precipitate (Precipitate 
A-A) is, however, quite surprising in view of the small amount of 72-globu- 
lin in this fraction and is in contrast to the antitoxin distribution in the 
same fraction. 

Quantitative Diphtheria Antitoxin Assays — A 7rglobiilin, a 72-globuIin, 
and a mixture of them (analogous in electrophoretic composition to Pre- 
cipitates A-IB, A- 3 B, and A-2B respectively of Fig. 2) were prepared from 
pooled antidiphtheritic horse serum that assayed approximately 800 units 
per ml. The 71-globuiin preparation, however, was separated from a 
7i+72-globulin mixture (Precipitate A- 2 B), since this fraction has a rela- 
tively higher antidiphtheritic titer in contrast to Precipitate A-IB (see 
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Table II). No attempt was made to recover large amounts of antibody, 
attention being focused on the recovery of electrophoretically well defined 
fractions. The 71 + 72 -globulin fraction contained approximately equal 
amounts of the two component proteins. The antibody contents of these 
preparations were determined by the quantitative methods as elaborated 
by Heidelberger and associates (16).^ These results, summarized in Table 
III, show a diphtheritic antitoxin distribution in the various fractions that 
was analogous to that found by in vivo assay in similar fractions of the poly- 
valent horse serum (see Table II). The shape of the quantitative precipi- 
tin curves for these fractions was essentially the same as that obtained by 
Kabat (17) in plotting the Pappenheimer and Robinson (18) data for the 
diphtheria toxin-antitoxin (horse) reaction. In agreement with results of 
Ivekwick and Record (3) the 72 -globulins were found to flocculate more read- 
ily with toxin than the 71 -gIobulms. 

Table III 


Diphtheria Antitoxin Couleni of Various y-Glohulin Fractions by Quantitative 
Precipitin Meihoch 


Fraction 

Units of diphtheria antitoxin 
per gm. protein 

Per cent antitoxin of fraction 


7 i-G!obulins 

9000 

10.4 


7 i~hT 2 -GlobuHns 

^ 6750 

7.8 


72 -GlobiiIiiis 

3070 

3.6 


Fractionation of Serum during Course of hmnimimtion — Changes in the 
plasma proteins from a single horse were studied during the course of im- 
munization to diphtheria toxoid. Serum samples were , collected before 
and at various times during the immunization period. Unfortunately the 
animal emplo 3 ’ed did not develop antitoxin above 400 units per ml. and the 
experiment was discontinued at this point. The serum fractions obtained 
do, however, show the shift toward the development of large amounts of 
Trglobuiin, as was expected from the previous serum electrophoretic studies 
of van der Sclieer et al (5, 6 ) and Kekwick and Record (3). Electropho- 
retic patterns and ^delds of some of the serum samples fractionated are 
shorni in Fig. 3. A marked increase in the jueld of Precipitate A-B as 
immunization continued is readily apparent. The predominating feature 
IS the gradual increase of the 71 -gIobulin. The effect is most readil}^ ob- 
served as the electrophoretic diagrams for Precipitates A-3B are studied. 
As the 7 rgiobuliii content of the serum increases it likewise becomes 

* We wish to thank Mr. Melvin Cohn, Department of Microbiology, New York 
Tniversity, College of Medicine, for carrying out these determinations. 
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more difficult to prepare a 72-giobulm fraction (Precipitate A-3B) which 
does not show the presence of considerable 7rglobiiIin. As previously 
noted b}^ Kekwick and Record ( 3 ), there was an increased production of 
the 72-globulin during the initial stage of immunization. ThuSj by the 
7 th day of immunization this component showed a marked enhancement 
without any increase in the amount of 7rglobiilin, but as immunization 
progressed the level of the 71-globulin rose. 



Fig. 3. Descending electrophoretic patterns and yield data of serum fractions 
from a single horse during immunization to diphtheria toxoid. The numbers under 
patterns are the yields of precipitate in gm. for 100 ml. of serum. 

Fractionation of Norinal Horse Sera — Serum samples which had been 
taken from nine normal horses were analyzed electrophoretically and 
fractionated individually in order to study the variation in composition and 
yield that one might expect when working with the plasma from single 
animals. The yield data of the fractions obtained from the sera examined 
are sho^vn in Table IV. It is apparent that a great deal of individual 
variation may be expected among so called “normaP’ animals. Another 
feature of these and previous experiments was the increased difficulty in 
removing the /^-globulins associated with Precipitate A into Precipitate 
A-A. This is in rather marked contrast with the results obtained when 
serum from hyperimmunized animals is used. 

Electrophoretic Mobility Studies — The electrophoretic mobilities of 72- 
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and Trglobulin preparations obtained from antidiphtheritic plasma were 
determined for a series of pH values. The 'yrglobulin fraction represents 
that portion of Precipitate A from an antidiphtheritic semm. which was 
soluble at pH 5.2, ethanol 10 per cent and ionic strength of 0 . 002 , but which 
was insoluble at pH 6 . 1 , This globulin preparation is somewhat analogous 
to Precipitate A-IB of Fig. 2 , except that it was far more homogeneous 
electrically than the usual Precipitate A-IB. The 72 -globulin was a frac- 

Table IV 


Fractionation Results for Normal Horse Serum 


Material 


Per cent electrophoretic composition 

Protein, 
gtn. per 
100 ml. 
starting 
serum 

'^2 


0 

oc^ 

“1 

Albumin 

Serum 

Range 

18-31 

9-17 

11-24 

10-22 

7-13 

21-29 

6. 4-8.7 


Average 

22 

14 

17 

14 

9 

24 

7.6 

Ppt. A 

Range 

29-46 

25-31 

15-35 

4-11 

0-3 

1-4 

2. 7-5. 6 


Average 

40 

28 

22 

8 

1 

2 

4.1 

“ A-A 

Range 

6-9 

23-36 

40-57 

11-22 

0-5 

0-2 

0. 2-1.1 


Average 

8 

2S 

46 

12 

3 

1 

0.7 

A-B 

Range 

53-73 1 

21-32 

7-15 

0-3 

0 

0-1 

1.3-3. 5 


j Average 

60 1 

25 ! 

1 

12 

1 

0 

1 1 

2.5 



Fig. 4. Descending electrophoretic patterns of 71 - and 72 -globuIins and mixtures 
of these two proteins. 

tion analogous to Precipitate A-3B of Fig. 2 . The electrophoretic patterns 
of these fractions in pH 8.6 veronal buffer of ionic strength 0.1 are shown 
as yr and 72 -globulins in Fig. 4. It can be seen that the 71 -globulin has a 
slightly as 3 mimetric pattern. The marked electrical inliomogeneity in 
this fraction has been already mentioned and, even though the 72 -globulin 
preparation appeared to be more homogeneous from its electrophoretic 
diagram, the heterogeneity constant (19) of various preparations gave 
values ill the neighborhood of 1 X sq. cm. per volt per second.^ The 

® ilnderson, E. A., and Nichol, J. C., unpublished experiments. 
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mobility versus pH values for the two protein fractions are plotted in Fig. 
5. The average isoelectric points of the 71- and the 72-globiilin compo- 
nents in buffer solutions of 0.1 ionic strength are 5.6 and 7.6 respectively. 
With the exception of the yrglobiilin fraction at pH 8.6 these proteins gave 
single, apparently symmetrical peaks over the entire pH range studied. 

Our investigations indicate that these globulin fractions are merely 
proteins of closely related isoelectric point and mobility. Dependent upon 
the conditions of separation there may be obtained arbitrary fractions which 
contain antibody and which have electrophoretic mobilities from —1.0 to 
— 3.5 X 10~® sq. cm. per volt per second in buffer of pH 8.6 and ionic 
strength 0.1. Hence the 71- and 72-globulin fractions employed for the 



Fig. 5 . pH mobility curve of a 71-globulin and a 72-globulin fraction 

determination of isoelectric point are merely two fractions, the molecules 
in each being more closely related electrically than are those of the parent 
fraction (Precipitate A-B, Fig. 1). In addition to the patterns of the rela- 
tively homogeneous fractions, Fig. 4 also shows the diagrams for two mix- 
tures of 7i- and 72-globulins. It is readily apparent that a series of protein 
fractions showing variations in the average net charge at a given pH may 
be separated from horse serum. This fact is substantiated by the elec- 
trophoretic diagrams and analytical data for the hyperimmune horse serum 
antibody fractions of Smith and Gerlough (8). 

Sedimentation Studies — Various preparations of 72- and of 71-globulins 
and mixtures thereof were studied in the Svedberg high velocity oil turbine 
uitracentrifuge. Approximately 80 per cent of these globulin fractions con- 
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sisted of material having a sedimentation constant (s^ow) of 6.8 or 7.2 Sved- 
berg units, respectiATUv Tlie remaining 20 per cent of the protein in each 
case sedimented with velocities between 8 and 15 Svedberg units and ex- 
hibited no well defined molecular components in this range. Some sclilieren 
patterns of these proteins obtained during velocity sedimentation experi- 
ments are sliowm in Fig. 6 . The main component of both of these fractions 
was moleciilariy moiiodisperse, showing no increase in the apparent dif- 
fusion constant as sedimentation progressed. A mixture of the Tr and 72 - 



Fig. 6. Sedimentation patterns after 72 minutes at 220,000 times gravity of (A) 
72-globuliii fraction, (B) ti - globulin fraction. 


globulins exhibited the molecular mass behavior to be expected of a system 
of this kind. 


DISCUSSION 

The proteins of horse serum which are concerned with antibody activity 
can be readily separated from the serum by means of ethanol fractionation. 
In this respect the 7 -globiilins from hyperimmune sera are more easily 
separated free of ^-globulin than are those from normal sera. The anti- 
body fractions are relatively heterogeneous electrophoretically and may be 
separated into a series of fractions, the major components of which may 
show electrophoretic mobilities anywhere from —1.0 to —3.5 X 10~® sq. 
cm. per volt per second in veronal buffer at pH 8.6 and ionic strength 0.1. 
Since these protein fractions show antibody activity, we have called them 
all 7 -globiiliiis in preference to using a series of unrelated terms such as 
7 , ^ 2 , and T component ( 8 ), or 7 , ft, and ft (3), as has been done previously. 
The findings of Kekwick and Record are in agreement with the results of 
our work insofar as they may be compared. 
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The antibodies to the antigens we have studied appear to be distributed 
electrophoretically throughout this 7-globuiin region. The 7r and 72- 
globulin fractions ]}oth contain antibody to a given antigen. The marked 
concentration of antibodies which make up onh^ a small per cent of the total 
protein is not as readily achievable as it would be if the antibody were 
contained in a small and electrophoretically distinct component. The 
antibodies in question possess the same solubilities as do the 71- and 72- 
globulin serum components and, in order quantitatively to remove seriini 
antibodies, these proteins must be likewise separated. Hence in preparing 
antibody-rich precipitates from horse semm the investigator is limited by 
the amount of antibody per unit of starting serum. Some slight difference 
in the solubilities of a given antibody is indicated by the results of the sub- 
fractionations of Precipitate A-B, as shown in Table II. 

Fractionation of such protein systems must take into account isoelectric 
point and solubility distributions. For the antitoxins it would appear that, 
in agreement with previous findings, these antibodies are water-soluble 
and that furthermore they seem to be associated largel}^ with the 71-globu- 
lins. Thus the 72-globiilin fraction (Precipitate A- 3 B, Fig. 4 ) is much 
lower in antitoxin content than the water-soluble portion of the 7i-glol:)uliii 
(see Table III). Thus Precipitate A-IB of Table II contains far more 
7rglobiiiiii than does Precipitate A- 2 B but the antidiphtlieritic potency 
of the latter fraction is far greater. This is apparently due to the 71-globiilin 
of Precipitate A- 2 B being largely pseudoglobiilin in nature as contrasted 
to the eiiglobulin characteristics of the globulin in Precipitate A- IB. As a 
further consequence of these fractionation conditions, tlie72-globiilins of Pre- 
cipitate A- 3 B wmiild tend to be more pseudoglobulin in nature than the 
analogous component in Precipitate A- 2 B. Such evidence is further in- 
dication that the antitoxic globulins of horse semm are more highly con- 
centrated in the 7-globulins of lower isoelectric points and, as known before 
(20, 21), in the pseudoglobulin portions. 

The bacterial antibodies as exemplified by the pertussis agglutinins show 
quite another behavior. Van der Scheer et al. ( 5 ) have indicated that bac- 
terial antibodies appear to follow^ the 72-gIobulin component rather than the 
7i-component. The findings of Tiselius and Kabat (1), however, have 
indicated that horse pneumococcus antibody was a constituent correspond- 
ing to the 7i-globuIin (T component). Unfortunately, the two horses 
immunized in our work did not produce antibodies to the pneumococcus 
vaccine employed. It is difficult to reconcile the high content of pertussis 
agglutinin in both Precipitates A-A and A- 3 B (Table II). The former 
fraction is quite low in vrglobulins and very low in 72-globulins, while the 
Precipitate A- 3 B fraction is essentially all 72-globiilin. The small amouiifc 
of 7r and 72-globulin found by electrophoretic analysis in Precipitate A-A 
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and the low content of antitoxin are consistent. The eiiglobiilin nature 
of Precipitate A-A is in agreement with the presence of the anticarbo- 
hydrate and certain antiprotein globulins of horse serum in the water- 
insoluble fractions (22-24) . However, Precipitate A-3B is essentially water- 
soluble and lilvewise shows a large amount of pertussis agglutinin. 

A further factor that must be considered is the degree of inuniniization 
that a particular animal has undergone. It must be realized, too, that 
both the chemical nature of the antigen and its route of administration are 
important factors in determining the characteristics of the antibody formed 
(24). The data of Fig. 3 clearly indicate a great deal of variation in the 
fractions obtained under analogous conditions from a single horse serum as 
the period of iinmunizatioii progresses. Since the antibod}’' fractions of 
the horse appear to be so complex, it would appear that a great deal of in- 
formation would be gained by a careful and extended study of the physioi- 
og}' and rate of production of the serum proteins. 

The horse y-globiiliiis separated in this work have sedimentation con- 
stants (s 20 a') in the neighborhood of 7 Svedberg units. This figure is in 
agreement with previous data ( 2 , 3, 25, 26) for horse globulin. No com- 
ponent having = 18 Svedberg units was obseived to be present in our 
fractions. Small amounts of such heavy protein material have been found 
in the sera of apparently normal horses (25). The horse pneumococcus 
antibody (27, 28) is knovii to possess a sedimentation constant Soou? = 
IS Svedberg units. The 72 -globulin fractions gave values which were con- 
sistently slightly less than Szqw = 7 Svedberg units, while the 71 -globulin 
fractions always gave a somewhat higher figure. Approximately 20 per 
cent of the protein sedimented at a rate corresponding to 820 ^^ = 8 to 15 
Svedberg units as a relatively potydisperse mixture. The 72 -globulins 
from other animal plasmas also have been found to separate with varying 
amounts of this faster sedimenting material (15, 29, 30). It is not known 
whether such protein results from the fractionation conditions used or 
whether the 7 -globiilins exist as such in nature. 

Miiie the so called 71 - and 72 -globulin fractions were definitely hetero- 
geneous on electrophoresis at pH 8 . 6 , the peaks showed no tendency to 
give more than one main component over a wide pH range. As separated, 
the 7 i-globiilin fractions were far more heterogeneous in nature than the 
72 -giobiiliii fractions. However, the relatively homogeneous 72 -globuliii 
fraction obtained represents only a small portion of the semm proteins 
usually designated as 72 -globulin (Fig. 1 ). 

The ability of the |3-giobulins to separate more readily from hyperimmune 
sera is probably related to increased concentration of the 7 -globiilins. Thus 
while relatively constant amounts of /3-globiilin are precipitated in all 
sera, they represent a smaller per cent of the total globulin precipitated 
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from the immune systems. An evaluation of the amount of /3-gIobiiliii 
in the serum or in an antibody fraction is difficult for, as seen from Fig. 1, 
it does not resolve well from the area described in an electrophoretic dia- 
gram as being due to 71-globulin. The ver^^ low content of antibody in 
such fractions as Precipitate A-A (Fig. 1) strongly suggests that antibody 
activity is not associated with /S-globulin, 

SIQMMABY 

An antibody-rich protein fraction of hyperimmunized horse plasma which 
is made up largely of 72- and 71-globulins may be readily separated from 
serum by ethanol fractionation. The antibodies appear to be distributed 
among molecules showing a wide variation in electrophoretic mobility. 
The largest amounts of antitoxin appear to be associated with the water- 
soluble portions of the 71-globulin fractions which is in contrast to the 
pertussis agglutinin. 

The authors are extremely grateful to Eli Lill}" and Company for their 
generous aid and assistance in carrying out certain phases of this work. 
They likewise wish to acknowledge the interest of Dr. J. W. Williams during 
the course of this investigation. 
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THE FATTY ACIDS OF CHLORELLA 

By HAROLD W. MILNER 

(From ike Carnegie Insiitution oj Washington, Division of Plant Biology, 
Stanford, California) 

(Received for publication, July 19, 1948) 

It has been found that the chemical composition of Chlorella pyrenoidosa 
\"aries over a wide range, depending on the environmental conditions se- 
lected for its growth. A description of the influence of different environ- 
mental factors on the composition of Chlorella has been given, and a method 
of calculating the approximate cell composition in terms of carbohydrate, 
protein, and lipide from the elementary analysis was developed (1). The 
most striking variation occurred in the calculated lipide content of the ceils, 
which ranged from 5 to 85 per cent of the dry weight. 

Little, if any, information is available on the composition of the fats of 
algae. The purpose of the work to be described here was to determine by 
analysis the lipide content of Chlorella grown under various conditions, to 
determine the composition of the lipide fraction, and, more particularly, to 
examine the fatty acids of Chlorella. 

EXPERIMENTAL 

Plant Material 

The production of Chlorella having either extremely low or extremely high 
lipide content requires a much longer time and more specialized experi- 
mental conditions than those required to produce cells having between 20 
and 75 per cent lipide. In order to obtain sufficient material for analysis 
of the lipide fraction of Chlorella cells having different lipide contents, 
large scale culture "was undertaken to produce cells having about 20, 35, 
60, and 75 per cent lipide. 

Lot 1 — A composite lot of cells was obtained from cultures grovn in 5 
gallon bottles in a greenhouse, as described elsewhere (2). The mineral 
nutrient medium contained 0.020 m MgS 04 , 0.018 m KH 2 PO 4 , 0.025 m 
IvNOs, and 0.000005 m FeS 04 dissolved in previously boiled, cooled, and 
filtered tap water. The cultures grew for 80 days under natural illumina- 
tion and were aerated with 5 per cent CO 2 in ah. 1 kilo, dry weight, the 
yield from about 30 cultures, was used for lipide analysis. 

Lot 2 — Seven cultures, 15 liters each, in 5 gallon bottles were grovm out- 
doors, near a north wall, for 17 days. The medium contained 0.010 m 
MgSOi, 0.010 M KH 2 PO 4 , 0.000825 m NH 4 H 2 PO 4 , 0.000715 m (NH4)2HP04, 
0.030 M KCl, and 0.000005 m FeCU dissolved in water pretreated as for Lot 

813 



814 


FATTY ACIDS OF CHLORELLA 


1. 5 per cent CO 2 in air was bubbled through the cultures. The yield 
from seven cultures was 66.0 gm. dry weight. 

Lot 3 — The medium and conditions of growth were the same as for Lot 

2, except that the time of growth was 83 days. The yield was 113 gm. dry 
weight from six 15 liter cultures. 

Lot 4 — Conditions known to produce cells of very high lipide content were 
employed in growing this lot of Chlorella. The medium was the same as in 
Lots 2 and 3 . The gas stream was 5 per cent CO 2 in nitrogen. Ten cul- 
tures, each 2 liters in volume, were grovm in Fernbach flasks. Each cul- 
ture was illuminated continuously for 75 days by a 200 watt Mazda lamp 
15 cm. below the flask. A water bath kept the temperature of the culture 
at 21-23°. The ten cultures yielded 51.6 gm. dry weight. 


Tablb I 

Composition of Chlorella 


1 

i 

Lot No, 

Found by analysis 

Calculated. 

1 ; 

c 

H 1 

N 

1 

Ash 

Carbo- 

hydrate 

Protein 

Lipide 


per cent \ 

per cent i 

j per cent 

per cent 

per uni 


per cent 


per cent 

1 

4S.64 

6.SS 

\ 6.80 

7.71 

33.4 


46.4 


20.2 

2 

53.46 1 

7.66 

1 4.15 

4.97 

37.5 


27.3 


35.2 

3 

60.95 1 

8. SO j 

2.01 

4.69 

23.5 


13.1 


63.4 

4 

65. 5S I 

9.43 

1.23 

3.49 

15.0 


7.9 


77.1 


Each culture was examined microscopically before the Chlorella cells were 
collected. No organism other than Chlorella was present in any of the 
cultures used in this work. 

In order to show the difference in elementary composition of Chlorella of 
various lipide contents, and in order to check the validity of calculating 
the approximate carbohydrate, protein, and lipide content from the ele- 
mentary anabasis ( 1 ), these data for the four lots of Chlorella described 
above are shown in Table I. 

Analytical Methods 

Lipides — The extraction of lipides from dry Chlorella by anhydrous fat 
solvents is slow and usually incomplete. The extraction becomes quanti- 
tative and reasonably rapid if the dry plant material is first treated with 
water and then dehydrated with methanol. In this work, the diy, pulver- 
ized Chlorella was thoroughly mixed with twice its weight of water; then 
methanol tvas added slowly with continuous stirring until the alcohol concen- 
tration w^as 95 per cent by volume. The mixture was boiled 1 hour under 
a reflux, then filtered. The material w^as next extracted three times under 
a reflux with anhydrous methanol. Extraction w^as continued, methanol 
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and petroleum ether, b.p. below 70^^, being used altematelj until the ma- 
terial and extracts became colorless. A final extraction was made with 
ether. Usually no more than a trace of lipide w^as found in this last ex- 
tract. The combined crude lipides from all the extractions were freed of 
solvent in vacuo. In order to remove the non-lipide materials which had 
been extracted by methanol, the crude lipide was taken up in anhydrous, 
alcohol-free ether and the solution filtered. Some of the non-lipide ether- 
insoluble material which was separated in this step was crj^stalline. The 
crystals were identified as sucrose. The ether was removed from the fil- 
tered lipide solution at reduced pressure and the lipide was dried to constant 
weight in vacuo. This material is reported as total lipide. 

Because of the easily oxidizable nature of the extracted material, ex- 
tracts were exposed to air as little as possible and were kept in vacuo be- 
tween operations. All solvents were freshly redistilled just before use. 

The total lipide from each lot of Chlorella was saponified by boiling 3 
hours under a reflux with 5 per cent KOH in methanol, 10 ml. per gm. of 
lipide being used. Most of the methanol was then removed by distilla- 
tion. The solution was diluted with water to its original volume. Un- 
saponifiable material was removed by thorough extraction with ether and 
its weight was determined after freeing it of solvent. The fatty acids were 
liberated by acidification of the aqueous solution with H2SO4 and were 
transferred quantitatively into low boiling petroleum ether. The solvent 
was removed at reduced pressure and the fatty acids were dried m vacuo. 

Fatty Adds — The fractionation of the fatty acids was accomplished by 
the usual methods of lead salt separation and by distillation of the methyl 
esters. The total fatty acids from Lots 1 and 3 were first converted into 
methyl esters. The esters were fractionally distilled through a 12 inch 
Widmer column at 1 mm. pressure. Only a trace of ester distilled at a 
lower temperature than the boiling point of esters of the Cis acids. A 
sharp separation was obtained between esters of Cie and Cis acids. After 
distillation of the esters of Cis acids was complete, a residue amounting to 
5 per cent of Lot 1 and 2 per cent of Lot 3 remained undistilled. Efforts to 
fractionate these residues were unsuccessful. They may have contained a 
small amount of esters of C20 or higher acids, plus decomposition products. 
The distilled esters were reconverted into the free acids, which were sepa- 
rated by the lead salt method into saturated and unsaturated fractions. 

Lots 2 and 4 of Chlorella yielded an insufficient quantity of fatty acids 
to permit accurate separation of the methyl esters in the apparatus used 
for the larger lots. The acids from Lots 2 and 4 were not esterified, but 
were separated directly into saturated and unsatiirated fractions by the 
lead salt method. 

The equivalent weight and iodine number (Hanus) of each lot of total 
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fattA" acids, and of each of the fractions of these, were determined. From 
these values the composition of the fatty acid mixture from each lot of 
Chlorella was calculated. The percentage of acids other than those of the 
Ci6 and Ci8 series was too small to be determined in the amount of material 
available and by the methods used. For that reason, the sum of Cis 
and Cis fatty acids in Chlorella is here taken to be 100 per cent. 

Table II 


Analysis of Lipide Fraction of Chlorella 


Line 

Anal,v£is 

Chlorella lot No. 

No. 

1 

2 

3 

4 

1 i 

1 Total lipide, % of Chlorella 

23.37 

33.17 

62.96 

75.51 


Composition of total lipide 


2 

Fatty acids, % of lipide 

28.0 

49.5 

S3.0 

86.8 

3 

U!isa])oniliable, % of lipide 

12.0 

7.7 

3.3 

3.3 

4 

ITater-soliible saponification 
products, % of lipide 

60.0 

42.8 

13.7 

9.0 

0 

Calculated fat, % of Chlorella 

6. So 1 

i 

54.7 

68.6 


Analysis of total fatty acids 


G 

: Iodine No. (Hanus) 

163.1 

143.8 

143.6 

125.3 

7 

1 Equivalent weight 

269.5 

273.6 

272.7 

274.1 

8 

Palmitic acid, % of total 

16.6 

10.9 1 

7.9 

11.4 

9 1 

Stearic acid, % “ “ 

0.4 ; 

4.1 ! 

3.9 

3.5 

10 1 

Citi unsaturated, % of total 

29.1 

IS. 3 

27.3 

18.0 

11 1 

Cis Sc “ " ; 

53.9 

66.7 

60.9 

67.1 


Degree of unsaturation 


12 

1 CiG unsarurated acids 

i -4.1 H I 

i 

-4.4 H 


13 

i Cjs “ 

i -4-5“ 


-3.4 “ 


14 

! C]f'. -f- Cis unsaturated acids 

1 ! 

-3.6 H 


-3.2H 


RESULTS AXD DISCUSSION 

The analytical data for the lipides from the four lots of Chlorella are 
summarized in Table II. Comparison of the calculated lipide content 
shown in Table I Avith that found by analysis, Line 1 in Table II, shoAt^s good 
agreement, considering that the calculations assume a fixed composition of 
the lipide fraction, AAhereas analysis demonstrates that it varies betAA^een 
one lot of Chlorella and another. 

Analysis of the lipides, Lines 2, 3, and 4 of Table II, sIioaa^s a marked in- 
crease in the fatty acid content as the total amount of lipide increases, 
accompanied by a corresponding decrease in the unsaponifiable fraction. 
The increase in lipide content of Chlorella is mainly due to the acciimula- 
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tion of fatty acids. No significant accumulation of hydrocarbons can have 
occurred. 

It would have been of interest to determine the nature of the consider- 
able quantity of water-soluble saponification products, Line 4 , which were 
discarded. Chlorophyll degradation products could account for about half 
of this fraction in Lots 1 and 2. The chlorophyll content of Chlorella 
decreases rapidly as the lipide content increases. Lot 1 of Chlorella had 
6 per cent diy weight of chlorophyll, while Lot 4 had only 0.03 per cent. 
Glycerol would constitute part of the material included in Line 4, a sub- 
stantial part in Lots 3 and 4. 

For comparison with the total lipide contents, Line 1, the fat contents 
were computed. The total fatty acids of each lot were calculated to 
triglycerides and the latter expressed as percentages of the Chlorella, Line o. 

As the lipide content of Chlorella increases, there is a significant decrease 
in the degree of iinsaturation of the fatty acids, Line 6. The average 
molecular weight of the fatty acids, Line 7, is almost equal in Lots 2, 3, 
and 4, and is slightly lower in Lot 1. With the exception of the acids from 
Lot 1, the percentage of the different fractions, Lines 8 to 11, does not show 
a clearly defined relation to the change in fatty acid content of the Chlorella, 
-Most of the saturated fatty acid is palmitic, with only a small amount of 
stearic- acid. 

The remarkable feature of the fatty acids from Chlorella is the great un- 
saturation of the liciuid acids. Lines 12 to 14, particularly of the Ci6 frac- 
tion. The iodine number, 217.2, of the Cie imsaturated acids from Lot 3 
requires the presence of at least 17 per cent of triply imsaturated acids in 
this fraction. Triply unsaturated Cis acid is required only in Lot 1 in 
order to account for the iodine number of that fraction. Comparison of 
the acids from Lots 1 and 3 shows that the over-all decrease in imsatiiration 
can be attributed to the Cis acids, since the Cie acids of Lot 3 are even more 
imsaturated than those of Lot 1, 

SXIMIVL^RY 

Through control of environmental factors, four lots of Chlorella pyren- 
oidosa were gromi, which contained 23, 33, 63, and76per cent lipide. The 
fatty acid content varied from 6 to 66 per cent of the dry weiglit of the cells. 
Analysis of the fatty acid mixtures showed that saturated acids, mostly 
palmitic, comprise 12 to 16 per cent of the total, and that the liquid acids 
are highly unsatiirated. 
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METHIONINE IN SELENIUM POISONING* . 

By I. GORDON FELSf and VERNON H. CHELDELIN 
{From the Department of Chemistry, Oregon Stale College, Corvallis) 

(Received for publication, June 24, 1S48) 

The problem of selenium poisoning in farm animals has excited interest 
both from an academic and practical point of view. Howeverj since the 
pioneering work of K. W. Franke and his coworkers, and the discovery of 
selenium in toxic grains by Robinson,^ relatively less attention has been 
paid to the mode of action of selenium compounds or means of detoxifica- 
tion. 

At an early date Hofmeister (1) reported that selenium salts were elimi- 
nated from the lungs in the form of volatile methylated derivatives. Inas- 
much as the compounds were not isolated, this conclusion has been ques- 
tioned (2, 3). The possibility that selenium may take the place of sulfur 
in the synthesis of mercaptiiric acids has been suggested by the observa- 
tions of Moxon et al. (4). The feeding of bromobenzene to selenized steers 
resulted in a reduction of the selenium content of the blood with a cor- 
responding rise in urinary selenium. Other workers (5), however, were not 
able to duplicate these findings in rabbits. The observation that arsenite 
is capable of alleviating selenium toxicity in animals is at present inex- 
plicable (6), 

The present communication deals primarily vfith the toxicity of selenate 
and its counteraction by methionine in yeast. 

EXPERBIENTAL 

The organism used was Saccharomyces cerevisiae (Fleischmann) which was 
transferred daily on molasses agar.- The medium used throughout the 
study was a modification of that used by Williams and Saunders (7) with 

* This work was supported by a grant from Swift and Company, Inc. 

Published with the approval of the Monographs Publications Committee, Oregon 
State College. Ptesearch Paper No. 127, School of Science, Department of Chem- 
istry. Presented before the Division of Biological Chemistry, American Chemical 
Society, 113th meeting, Chicago, April, 1948. A preliminary report was given at the 
sixth meeting of the Oregon Academy of Science, Salem, February, 1948. 

t Swift and Company Fellow in Biochemistry. 

1 For an excellent review on selenium poisoning the reader is referred to Painter^s 
monograph (Painter, E. P., Chem. Rev,, 28, 178 (1941)). 

2 The molasses agar has the following composition; 4 per cent molasses, 0.12 per 
cent NH4H2PO4 and 2 per cent agar. 
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the same organism. Since preliminary?' experiments indicated that the 
extent of inhibition depended upon the amount of sulfate present (cf. 
analogy in plants (8, 9)), the sulfate content was reduced to 0,5 gni. of 
Na 2 S 04 *101120 per liter of medium. This concentration permitted opti” 
imim growth of y^east in the absence of selenate, but was sufficiently low 
to exert no influence on the inhibition caused by^ 1 mg. of selenate per tube. 
The double strength medium is given in Table I, where the percentages in 
parentheses are those of sulfur present as contamination. 

All tests were carried out in 20 X 150 mm. lipless PyTex test-tubes^ 
which received 5 ml. of the double strength medium, followed by any 
ingredients to be tested, and finally with water to a volume of 10 ml. 

Table I 


Basal Medium for Saccharomyces cerevisiae (Fleischmann) 


Riir.rARP: . . . 

' 40 

gai. (0.000 %) 

“ (0,001%) 

FeCls 

1.0 mg. 
0.2 

iNH 4)2 tartrate , . 

' 6 

CuCh 

KH->P 04 

1 4 

‘‘ (0.000 %) ! 

(0.000 %) 1 
C( ; 

! KI 

0.2 

Asparagine 

1 3 

Inositol 

5 

NasSOrlOH^O. .. 

0.5 

; Thiamine hydrochloride. . . 

40 7 

CaCl2-2H20 

: 0.5 

'' (0.01 %) 

; |3 Alanine or calcium panto-; 


MgCl> 

0,5 

“ (0.000 %) 
mg. 

£C 

■ thenate 

0.5 mg. 
40 T 

TlCh 

2 

! Pyridoxine 

ZnCh 

2 

i Biotin 

1 

MnCh 

' 2 

i£ 

Distilled H 2 O to 

1000 ml. 

HsBOa 

2 

if 

i pH 

5.3 






The tubes were sterilized by steaming for 15 minutes, and inoculated when 
cool. It was found that the maintenance of sterility^ could be accomplished 
by covering the tubes with a sterile towel instead of the usual cotton plugs. 

For an inoculum, four to five loopfuls of yeast from a freshly grown slant 
were homogeneously^ suspended in 15 ml. of sterile saline. This was cen- 
trifuged and resuspended in another 15 ml. of saline. The y^east con- 
centration as determined turbidimetrically' was approximately 0.8 mg. 
per ml. on a wet weight basis, 1 drop of this suspension was used as the 
inoculum, although it was found that the size of the inoculum was not 
critical; 5 drops yflelded the same results as 1. The tubes were incubated 
at 30-31° for 2 to 3 days and the turbidity was measured in a photoelectric 
turbidimeter with a 5400 A filter. Grovth was expressed in terms of op- 
tical density which is equal to log 100 minus per cent transmission (2 — 
log {?). 
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Reversal of Selenate Toxicity by Methionine 

Preliminary experiments showed that hydrolyzed casein was capable of 
reversing the inhibition produced by 1 mg. of selenate^ per culture of yeast. 
By using the individual amino acids in 2 mg. quantities per tube, it was 
found that only methionine (the dl variety was employed) possessed such 
activity. Negative results were obtained with the following substances: 
L-tiyptophan, DL-isoleucine, L-leucine,*^ DL-alanine, DL-phenylalanine, 
L-histidine, DL-valine, gh^cine, DL-gliitamic acid, DL-serine, L-arginine, 
L-cystine, or 2 mg. of a mixture of these amino acids. Negative results 
were also obtained with 2 mg. of each of the following: L-cysteine,^ gluta- 
thione/ DL-ethionine,^ thymine, cytosine, guanosine, giianyiic acid, a- 
denosine, adenylic acid, 2-methyl-6-aminopyrimidine, 2-meth3d-5-ethoxy- 
methyl-6-aminopyiimidine, hydrolj' zed desox^uibonucleic acid" as prepared 
by Levene and Bass (14), and 200 y of each of the following: 2-amino- 
4-hydroxy-6-methylpyridine, 2-amino-4-hydrox\"P3Tidine-6-carboxylic acid, 
and pteroic acid. 

The relationship of DL-methionine to selenate inhibition is depicted in 
Table II and shown graphically in Fig. 1. Straight lines are obtained when 
the plot is made on a logarithmic scale. Concentrations of methionine- 
above 3 mg. per tube did not enhance the reversal. 

In view of the fact that animals can utilize homocystine plus a methyl 
donor such as choline or betaine (15, 16) in lieu of methionine, an attempt 
was made to determine whether yesist can use these substances to re- 
verse the effect of selenate. No activity was noted vith 2 mg. of dl- 
homoc 3 ^stine, choline, betaine, or creatinine, either individually or in 
combination. 


Action of Methionine-Free Casein Hydrolysate 

The specificity of methionine reversal tvas also tested by noting the 
effect of a methionine-free casein hydrolysate upon selenate activitix The 

2 The authors are indebted to E. P. Eddy and W. E. Caldwell for the gift of 87.2 
per cent H2Se04 prepared by the method of Gilbertson and King (10). In all these 
experiments the pH of all ingredients was adjusted to that of the medium before use. 

^ Partial activity was obtained with one sample of leucine (Eastman). However, a 
sodium fusion yielded a positive sulfur test, and the sample gave a positive test for 
methionine by the jMcCarthy-Sullivan method (11). Previous authors (12, 13) have 
warned of methionine contamination of leucine in isolation products. When syn- 
thetic leucine was used (IMerck), no reversal was noted. 

^ L-Cysteine and glutathione reacted with H 2 Se 04 to form elemental Se. This 
took place even prior to the inoculation, but no reversal was evidenced. 

*5 Kindly furnished by United States Industrial Chemicals, Inc. 

‘ Obtained from the Krishell Laboratories, Portland, Oregon. 
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hydrolysate was prepared as follows, Mith a modification of Baernstein^s 
method for determining methionine in protein hydrolysates (17): 500 mg. 
of Casainino acids (Difco) were refluxed with 25 ml. of freshly distilled HI 
(sp. gr. 1,7) for 8 hours in a CO 2 atmosphere. The excess HI was removed 
by yaciium distillation, a few drops of dilute HCl being used to facilitate 
removal- A silver chloride suspension (prepared by precipitating AgoO 


Table II 

EelaiionsMp of Bjj-’Methioiiine to Selenate Inhibition in Saccharomyces cerevisiae 
Incubation time, 52 hours. 


'R^SqQa 

Methionine 

Optical density 

mg. 

mg. 


0 

0 

0.980 

1 

0.0 

0.000 

1 

0.5 

0.3S1 

1 

1.0 

0.718 

1 

2.0 

0.770 

1 

3.0 

0.842 

2 

0 

0.000 

2 

0.5 

0.232 

2 

1.0 

0.660 

2 

2.0 

0.732 

2 

3.0 

0.785 

3 ' 

i 0 

0.000 

3 

0.5 

0.212 

3 

! 1.0 

0.640 

3 ! 

! 2.0 

0.650 

3 : 

4.0 

0.708 

4 1 

0 

0.000 

4 

0.5 

0.164 

4 

1.0 

0.631 

4 : 

2.0 

0.680 

4 

3.0 

0.702 

5 

0 

0.000 

5 

0.5 

0.125 

5 

2.0 

1 0.675 


from AgNOs and NaOH, centrifuging, decanting the supernatant, and 
adding strong HCl to form AgCl) was added in excess to the hydrolysate. 
This was added to a large centrifuge tube, shaken for 10 minutes, centri- 
fuged, and filtered. The precipitate was washed twice and the washings 
were added to the filtrate. The latter wms evaporated to dr 3 mess and 
reconstituted to 50 ml. The final concentration was thus 10 mg. per mL 
The filtrate gave a negative McCarthy-Sullivan test for methionine. 
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The effects of this hydrolj^sate, \\ith and without supplementation with 
DL-methionine, are summarized in Table III. No reversal of selenate 
inhibition was obtained with this preparation, but when DL-methionine 



Fig. 1. Reversal of selenate inhibition by DL-methionine 


Table III 

Effect oj Methionine-Free Casein Hydrolysate upon Selenate Inhibition in Yeast 
Incubation time, 71 hours. 


H2Se04 

DL-Methionine 

Methionine-free 

hydrolysate 

Casein hydrolysate 

1 Optical density 

mg. 

mg. 

mg. 

mg. 


0 

0 

0 

0 1 

1.32 

1 

0 

1 0 

0 ! 

0.000 

1 

2 

0 

0 ; 

1.03 

0 

0 

10 

0 i 

1.27 

1 

0 1 

10 

0 1 

0.00 

1 

2 1 

10 

0 i 

1.16 

0 

0 1 

0 

28.5 : 

1.4S 

1 

0 1 

0 

28.5 

0.41 

1 

1 2 I 

0 

28.5 I 

1.34 


was also added the growth of yeast seemed fully restored. Although the 
levels employed do not permit a precise calculation of the reversing power 
of ordinary casein hydrolysate in terms of methionine content, it is evident 
that the casein effect is due principally, if not entirely, to methionine. 
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In Vitro Oxidation of Methionine by Selcnio Acid 

The possibility' exists that the mode of action of selenate as a toxic rea- 
gent for organisms rests on the oxidative capacity of the selenate. Methio- 
nine is knovm to be oxidized readily to the sulfoxide (18) or the sulfone 
(19) with various oxidizing agents. These have been shown to repress the 
groAVth of Lacfcijacillus arabmoms and Lactobacillus casei (20, 21). Simi- 
larly, the rat h?.s been shovm incapable of substituting the sulfone for 
methionine in the diet (22). If this is true for selenate then its action could 

Table IV 

Specificity of h-MetMonine in Selenaic Inhibition 


Incubation time, 67 hours. 


H2Se04 

! BL- 

; Methionine 

1 Optical ■ 

' density 

L-Methionine 

Optical 

density 

D'Methionine 

Optical 

density 

ing. 

fit’g. 


mg. 


mg. 


0 

1 0 

1.120 





1 

I 0 

0.000 

0.25 

0,558 

0.25 

0.000 

1 

0.25 

0.494 

0.50 

O.SSl 

0.50 

0.000 

1 

: 0.50 

0.82S 

1.00 

0.910 

1.00 

0.000 

1 

i 1.00 

0.839 

2.00 

0.9S1 

2.00 

0.000 

1 

! 2.00 

0.980 





2 

0.25 

0.1S7 

0.25 

0.257 

0.25 

0.000 

2 

i 0,50 

! 0.770 

0.50 

0.980 

0.60 

0.000 

2 

i 1.00 

! 0.805 

LOO 

0.850 

LOO 

0.000 

2 

; 2.00 

0.860 

2.00 1 

0.920 

2.00 

0.000 

3 

1 0.25 ^ 

0.000 

0.25 j 

0.045 

0.25 

0.000 

3 

i 0.50 1 

0.070 

0.50 1 

0.144 

0.50 

0.000 

3 

' LOO 1 

0.655 

LOO i 

0.720 

LOO 

0.000 

3 

; 2.00 

0.710 

2.00 j 

0.760 

2.00 

1 

0.000 


be explained by its prevention of methionine utilization. An attempt was 
therefore made to oxidize methionine with selenic acid. It was found that 
methionine underwent a ready reaction with selenic acid at room tempera- 
ture with the rate depending upon the concentrations of starting materials. 
A crystalline substance containing Se, X, and S was isolated and a de- 
scription of the procedure will be dealt with in a future paper. 


Specificity of h-Methioniiie in Reversal of Selenate 

The postulate has recently been made (23) that there is present in 
mammalian tissue a heat-labile factor or factors, presumably an enzyme, 
which is responsible for the decomposition of selenate and selenite. This 
is based on the observation that fresh tissue can decompose the selenium 
salts, whereas autoclaved tissue is incapable of such action. We have ob- 
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tained somewhat similar results mth yeast. This action lends to the cell 
an active r61e in the detoxification mechanism, in which methionine might 
possibly cooperate. In order to gain evidence on this point, DL-methionine 
was resolved into its optical isomers and each was tested for its ability to 
reverse the selenate effect. 

The resolution was carried out according to the method of Windus and 
Marvel (24). The D-methionine obtained had a specific rotation® 

= +6.88° (0.2000 gm. in 25 ml. of H 20 , 2 dm. tube). The L-methioiiine 
obtained had a specific rotation® [a ] d = — 5.0 (0.2008 gm. in 25 ml, of H 2 O, 
2 dm. tube). Both isomers gave a positive McCarth^^-Siillivan test, but 
Lactobacillus arabinosus utilized only the l form (26) with Henderson and 
SnelFs medium for methionine determination (27). 

The results listed in Table IV show clearly that only the natural isomer 
of methionine is capable of reversing the inhibition by selenate, although 
the racemic mixture is some\vhat more than 50 per cent as active as equal 
amounts of the l form. This n^gKt be due to incomplete resolution (cf. 
foot-note 8); but if not, it suggests that the natural isomer promotes the 
utilization of the unnatural one, an observation wiiich has also been made 
for glutamic acid in Lactobacillus arabinosus (28). 

DISCUSSION 

The specificity of methionine in the detoxification of selenate by yeast is 
apparent first from its direct relationship as depicted in Fig. 1. Within 
limits, the growth of yeast in selenate is directly proportioned to the amount 
of methionine present. That methionine is the only substance capable of 
such action is seen both from the numerous substances tested and the ex- 
periments with methionine-free casein hydrolysate. It is interesting to 
note that unlike animal tissues, yehsi is incapable of utilizing homocystine 
and a methyl donor such as choline, betaine, or creatinine. This wyoiiid 
indicate that methionine is s\mthesized by yeast in a different manner from 
that accomplished by animals. The fact that yeast is able to synthesize 
its sulfur-containing amino acids from the sulfate provided lends support 
to this concept. 

The results obtained with the optical isomers of methionine indicate that 
the cell plays an active role in the detoxification mechanisms. This is in 
line mth the recent work of Rosenfeld and Beath (23) w'ho postulated the 
existence of a selenate-decomposing enzyme in mammalian tissue. Al- 
tlioiigh it is not known, w^hether methionine is involved in the latter system, 
this compound appears to be the agent by wiiich selenate is detoxified in 

® D-Methionine WS = -1-7.1'’ obtained by Jackson and Block (25), -f8,12° (Wladus 
and Marvel (24)); L-methionine = *-7.3° (Jackson and Block (25)), —6.9° (from 
casein, Windus and Marvel (24) b —7.5° (synthetic product, Windus and Marvel (24)). 
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yeast, and tlie specificity of the reversal process is of a type usually asso- 
ciated with enzymatic activity. 

The mechaiiisni of the toxic effect of selenium salts remains to be solved. 
It is believed that the selenate must previously be reduced to selenite 
before inhibition can take place (29, 23). The effect of the selenite upon 
■\dtal cellular components has not been explained satisfactorily. The 
succinic dehydrogenase system has been found to be completely inhibited 
by selenite (29, 30). Potter and Elvehjem (31) have found that O 2 uptake 
by yeast in glucose, fructose, or mannose but not in lactose or pyruvate is 
inhibited by selenite. These authors believe that the selenium acts pri- 
mai% as an inhibitor of the glycolytic system, possibly by restricting the 
utilization of glutathione. Since the function of the latter is not known, 
this explanation is of limited value. DuBois, Ehian, and Moxon (32) have 
been able to reverse the toxic effect of selenate in rats with glutathione. 
We have not observed this effect vith yeast. Finally, it would seem that 
the succinic dehydrogenase system, if present in yeast, plays a relatively 
unimportant role, since these organisms utilize succinic acid only poorly. 

In Auew of the ready ability of selenic acid to react with methionine 
in vitro, the transformation of the latter into a compound non-utilizable by 
the cell offers an attractive explanation for the toxic effect of selenate. 
HoweA'er, when dilute concentrations of the reactants are used, the reaction 
is slow at room temperature. This could not therefore explain the immedi- 
ate inhibition of O 2 uptake in yeast as obseiwed by Potter and Elvehjem 
(31). 

From the obseiu^ation that methionine never produces complete reversal 
of the inhibition, it can be inferred that probably more than one system is 
affected by the selenate. 

From a practical point of Anew, it is of interest to note that methionine 
affords protection against selenite in rats (33). It is belieA^ed that, in the 
light of the present study, methionine should be inA^estigated in combatting 
selenium poisoning in farm animals. 

SXJMMAKY 

1. Inhibition of ^’’east groAA'th by selenate has been found to be reversed 
b}" the addition of methionine. No other compound tested displayed this 
reA'ersak 

2. Within limits, the grovffh of yeast in the presence of selenate is 
directly proportional to the methionine present. 

3 . A methionine-free casein hydrotysate was prepared, and found to 
have no reA^ersing effect. The addition of OL-methionine rendered it 
actiA^e. 

4. Normal casein hydrolysate was capable of partially reA^ersing the 
selenate inhibition. The addition of methionine enhanced this actmty. 
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5. Yeast could not utilize DL-homocystine plus a methyl donor such as 
choline, betaine, or creatinine to reverse the inhibition.. This suggests that 
methionine is synthesized in a maimer different from that in mammalian 
tissue. 

6. An m vitro reaction between selenic acid and methionine was found 
to take place readily at room temperature. A ciystalline reaction product 
was obtained which contained Se, N, and S. 

7. Of the optical isomers of methionine, onl}^ the naturally occurring 
L form -was active. This indicates active participation of the cell in the 
detoxification mechanism. 

8. A brief discussion is given of previously proposed explanations for the 
mode of action of selenium compounds, 
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THE IN VITEO SYNTHESIS OF CHOLESTEROL FROM 
ACETATE BY SURVIVING ADRENAL 
CORTICAL TISSUE=*= 

By PAUL A. SRERE, I. L. CHAIKOFF, and W. G. DAUBEN 

(Frovi the Division of Physiology of the Medical School, and the Department of 
Chemistry, University of California, Berkeley) 

(Received for publication, July 8, 1948) 

The prominence of the liver as a site of cholesterol s;^mthesis has been 
demonstrated by Bloch and his associates (1, 2). Recent observations in 
this laboratory have shown, however, that the conversion of acetic acid 
to cholesterol can occur in the hepatectomized ratd In seeking to localize 
the extrahepatic tissue or tissues in which this s^mthesis occurs, attention 
was at first directed to the adrenal cortex because of its high cholesterol 
content (3). That this tissue is indeed a site of active cholesterol s}mthesis 
is borne out by the findings presented here. 

EXPERIMENTAL 

Preparation and Treatment of Adrenal Cortical Slices — Beef adrenal glands 
Avere used in the present investigation. The glands were excised at the 
abattoir 15 to 20 minutes after the animals had been killed, immediately 
wrapped in water-proof cellophane, and immersed in ice water for transport 
to the laboratory. The glands were first freed of extraneous tissue, split 
in half, and then carefully deniedullated. The cortex was next sliced free- 
hand with a razor blade and the slices transferred to a dish containing cold 
(0"^) bicarbonate-Einger’s solution prepared according to ILmbs and Hen- 
seleit (4). 500 mg. of slices were gently blotted on moist filter paper, 
weighed cpiickly, and transferred to a 50 cc. glass-stoppered Erlenmeyer 
flask containing 5 cc. of the bicarbonate-Ringer’s solution and 0.5 cc. of 
0.024 N C^^HsC^DONa having 9.4 X 10^ counts per minute per ce.- The 
bicarbonate-Ringer's solution was saturated with a gas mixture consisting 
of 5 per cent CO 2 and 95 per cent O 2 , and its pH adjusted to 7.4 to 7.5 
just before the addition of the slices. The atmosphere in the flasks was 
saturated with the same gas mixture immediately before and 1| hours 

* Aided by a grant from the American Cancer Society recommended by the Com- 
mittee on Growth of the National Research Council, and the Cancer Committee of 
the University of California. 

^ Burstein, L. S., Srere, P. A., and Chaikoff, I. L., unpublished observations. 

2 We are indebted to Dr. FI. A. Barker for the doubh^ labeled acetate used in this 
investigation. It was prepared from C^'^Os with the aid of Clostridium thermoaceti- 
cum (5). 
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after the flasks were placed in a constant temperature water bath main- 
tained at 37.5°. The slices were incubated for 3 hours. 

Isolation of Cholesterol— A.t the end of the incubation period the contents 
of the flasks were transferred to an alcoholic IvOH solution (15 gm. of 
KOH in 50 cc. of 95 per cent ethyl alcohol for each 10 gm. of tissue) and 
the mixture refluxed for 8 hours on a steam bath. The alcohol was evap- 
orated at steam bath temperature and the alkaline hydrolysate exhaus- 
tively extracted with petroleum ether. To insure efflcient extraction of the 
lipides, it was found necessar}^ to keep the ratio of petroleum ether to the 
alkaline hydroh-sate 10:1. Four extractions proved sufficient to remove all 
of the non-saponifiable fraction; the amount of digitoniii-precipitable 
material extractable from the alkaline hydrolysate was negligible after it 
had been subjected to four extractions with petroleum ether. The petrol- 
eum ether extracts were combined, dried over Na 2 S 04 , filtered, and evapo- 
rated to dmiess on a steam bath. The residue was then dissolved in a 
minimum amount of hot ethyl alcohol, and an excess of 1 per cent digitonin 
(in 80 per (*ent ethyl alcohol) was added. The mixture was heated for an 
additional 5 minutes and then allowed to stand overnight at 5°. The digi- 
tonide Avas filtered and then washed successively with 85 per cent alcohol, 
1:2 acetone-ether mixture, and finally with anhydrous ether. The digi- 
tonide was dried and stored in 'a vacuum desiccator. The content of 
the digitonide was then determined. 

The digitonide Avas cleaA'ed by the pyridine method (6). The crude 
cholesterol obtained Avas acetylated with acetic anhydride and the acetate 
recrystallized once from aqueous methanol. The radioactive cholesteryl 
acetate obtained lA^as AA'eighed and mixed Avith a knovn amount of non- 
radioactwe cholesteryl acetate (the dilution factor AA^as 11.7). The mixture 
was then recrystallized twice from aqueous methanol. The content of 
the cholesteryl acetate Avas then determined. 

The cholesteryl acetate AA'as saponified with methanolic sodium hydroxide 
and the cholesterol isolated by dilution vith Avater. The cholesterol iso- 
lated was Aveiglied and its content determined. 

Isolation of Fatty Acids — The aqueous alkaline fraction that remained 
after the petroleum ether extractions AA^as made acid to bromocresol green 
and the precipitate alloAA^ed to settle. This precipitate has been shoAvn by 
Sperry ct al (7) to contain all the fatty acids of the fraction. In confirma- 
tion of Sperry’s observation, it AA'as found that the aqueous filtrate contained 
negligible amounts of ethyl ether-extractable material or of The 
supernatant Avas decanted and the residue filtered. The precipitate ob- 
tained AA’as exliaustiA^ely extracted three times with acetone. The acetone ex- 
tracts AA’ere then combined and evaporated to dryness in the presence of a CO 2 
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atmosphere, and the residue obtained was extracted with hot petroleum 
ether. The petroleum ether-insoluble fraction was now redissolved in ace- 
tone, and the above procedure repeated. The two petroleum ether extracts 
were combined, dried over Na 2 S 04 , and filtered. The fatt}" acid content 
in the petroleum ether extract was determined by weight and titration. 
The content of these fatty acids was determined as described below. 

Determination of Samples were oxidized by the method of Wn 
Slyke and Folch (8). The evolved was collected as BaC^^Og and its 
content determined hy the method of Dauben et at (9). 


Table I 

Recovery of in Fractions Isolated from Beef Adrenal Cortex after Incubation 

with C^zCMOOH 


Experi- 

ment 

No, 

Adrenal | 
cortex 1 
tissue j 
in bath | 

04 acetate 

1 added to 
i Ringer’s 

1 solution 

F faction or compound isolated 

1 ] 

Total counts 1 
recovered in j 
- compound i 
or fraction 

1 

i Specific 
activity 

Per cent of 
added 

recovered in 
compound or 
fraction 


gm. 

! counts i 



1 


1 

21 

1.9 X 10^; 

Cholesterol digitonide 

3.5 X W 

1840* 

0.2 



i 

Fatty acids 

2.0 X 10® 

400 1 

1.0 




Aqueous residue ! 

8.4 X 10® 


4,4 

2 

11 

9.4 X 10® 

Cholesterol digitonide : 

3.4 X 10^ 

1830* 

0.4 




Fatty acids 

2.8 X 10^ 

i 150 i 

0.3 




Aqueous residue 

5.3 X 10® 

i 

I 1 

5.6 

1 


* Refers to counts per minute per mg. of its cholesterol. 


Results 

After incubation, the adrenal cortex tissue and the contents of the flasks 
were separated into three fractions: cholesterol, fatt}" acids, and aqueous 
residue. The recovered in these fractions is recorded in Table I. 
In the fi.rst experiment 0.2 per cent of the added was converted to 
cholesterol and 1.0 per cent to fatty acids; in the second experiment 0.4 
and 0.3 per cent, respectively, were so converted. 

The melting points found for cholesterol and its acetate were in good 
agreement with reported values (Table II). 

The values for the specific activities of cholesterol and of its two deriva- 
tives, the acetate and the digitonide, are recorded in Table IL The specific 
activity of the digitonide is expressed as counts per minute per mg. of the 
digitonide in Column 4 and as counts per minute per mg. of its cholesterol 
in Column 6. 

Since non-radioactive cholesterjd acetate had been added to the radio- 
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active cliolesteryl acetate isolated from the adrenal cortex^ it was necessary 
to correct the values obtained for the specific activity of the acetate and of 
the cholesterol by the dilution factor 11.7 in order to compare their specific 
activities with that of the digitonide. The corrected values are recorded 
in Column 6 of Table IL 


Table II 

Showing Degree of Constancy in Specific Activity of Recrystallized Cholesterol and oj 

its Derivatives 


Compound isolated 

(1) 

Melting point 

j Specific activity 

Determined 

(2) i 

i 

1 i 

1 1 

Literature 

! 

' 

^3) 

Expressed 
as counts 
per min . 
per mg. of 
compound 
isolated 

(4) 

Expressed 
as counts 
per min. per 
mg. of 
cholesterol 
in compound 
isolated 
(5) 

Expressed as 
counts per 
min. per mg. 
of isolated 
adrenal 
cortex 
cholesterol 
(6) 

Cholesterol digitonide ! 

°C. \ 


4.4 X 10^ 

1-8 X 103 

o 

X 

oq 

Cholesteryi acetate 

113-114 ! 

115-116 

1.4 X 102 

1.6 X 102 

1.9 X 10= 

Cholesterol 

147-148.5 1 

148-149 

1.4 X 102 

1.4 X 102 

1.7 X 10® 


DISCUSSION 

The constancy of the specific activities of cholesterol and of its two 
derivatives, the acetate and the digitonide (Column 6, Table II), whose 
purity had been established (Column 2, Table II), provides conclusive 
evidence that the of the doubly labeled acetic acid had been incorporated 
into cholesterol of the adrenal cortex. 

The demonstration that an isolated surviving tissue can convert acetate 
to cholesterol was first shovm for the liver by Bloch and his associates (1). 
He also reported that no such synthesis took place in slices of kidney, 
testis, spleen, and gastrointestinal tract (1). The results of the present 
investigation demonstrate that another tissue, namely one concerned with 
the secretion of a steroidal hormone, is capable of converting the common 
metabolic intermediate acetate to cholesterol. 

SUTUXLARY 

The conversion of C^Mabeled acetate to cholesterol by surviving slices 
of beef adrenal cortex is demonstrated. The presence of in the cho- 
lesterol molecule Avas established by the finding of a constant specific ac- 
tivity in the cholesterol and in tAvo of its derivatives, the digitonide and the 
acetate. 
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THE SPECIFICITY OF LEUCINE AMINOPEPTIDASE* 


By EMIL L. SMITH and N. BALFOUR SLONIMf 

{Fro7n the Laboratory for the Study of Hereditary and Metabolic Disorders, and tke^ 
Departments of Medicine and Biological Chemistry, University of Utah 
School of Medicine, Salt Lake City) 

(Eeceived for publication, June 29, 1948) 

Since LiiKlerstr0in-Laiig’s demonstration that the hydrolysis of n- 
leucylglycine (LG) is due to a distincti^leucyl peptidase (l)^ various studies 
have shown that this en 2 yine is widely distributed (2-4) and requires for 
its activity the presence of or Mg*^ ions (2, 5). The enzyme has 

been regarded as a typical aminopeptidase (5), since it does not hydrolyze 
acylated compounds such as benzoyl-L-leucylglycine, and since, in addition 
to the dipeptide, it hydrolyzes L-leucinamide (LA) and the tripeptideSy. 
L-leiicylglycylglycine (LGG) and L-leucyl-L-leucylglycine. 

It has now been observed that a highly purified preparation of leucine 
aminopeptidase from hog intestinal mucosa can hydrolyze glycyl-L- 
leucinamide (GLA). Under the conditions of our experiments, the reaction 
ceases after the decomposition of a single peptide bond. Since glycyl-n- 
leucine is not appreciably hydrolyzed, the hydrolysis must occur at the 
terminal amide bond, as indicated by the dotted line; R represents the 


NHji 0 


R 0 


i! 


H— C C— K— C— C* 

I 1 I 

H H H 


-NHo 


isobiityl side chain. Thus, the products of the reaction must be glycyl-L- 
leucine and ammonia. If the action occurred at the other peptide bond, 
liberating glycine and LA, the second peptide bond would also be split, 
since LA is rapidly hydrolyzed by the en 2 yme. The observation that 
GLA is hydrolyzed by leucine aminopeptidase has been possible only be- 
cause the purification process has removed the glycyl-L-leucine dipeptidase* 
With crude extracts of hog intestinal mucosa and other tissues, the con- 
secutive hydrolysis of both peptide bonds occurs (6). 

Table I shows that the hydrolysis of GLA follows the kinetics of a first 

* This investigation was aided by a grant from the United States Public Health 
Service. 

t Postdoctorate Fellow of the United States Public Health Service, 

835 



S36 


LEUCINE AMINOPEPTIBASE 


Table I 

Specificity of Leucine Amino peptidase 

The enzyme was incubated at 40° in veronal buffer at pH 7.8 to 8.0 with 0.01 m 
Mn++ for 3 hours prior to addition to the buffered substrate solution (0.05 m). The 
proteolytic coefficient € ~ K/E, where K is the first order velocity constant for the 
enzyme concentration E expressed in mg. of protein N per cc. of test solution. Two 
different enzyme preparations of somewhat different activities were used ; these are 
distinguished b^" the letters in parentheses following the substrates. 


Substrate 

Enzyme 

concen- 

tration 

Time 

Hydrol- 

ysis 

c 

C, av- 
erage 


7 protein 


per 




N percc. 

■ 

cent 



L-Leucinamide (a) 

0.8 

0.5 

19 

3.7 

3.9 



1.0 

36 

4.1 




1.5 

46 

3.8 




2.0 

58 

4.0 




2.5 

66 

3.9 


Glycyl-L-leucinamide (a) ' 

0.8 

0.5 

13 

2.5 

2.2 



1.0 

18 

1.8 




1.5 

30 

2.2 


i 


2,0 

39 

2.2 




2.5 

46 

2.2 


L-Leucylglycine (a) 

0.8 




5.5 

L-Leueylgiycylglycine ia) 

0.8 




6.5 

Gb"cyI-L-leucine (a) 

0.8 

3.0 

0 

I 


if 

4.0 

3.0 

2 



Diglycyl glycine (a) 

4.0 

3.0 

0 



L-Leucinamide (6) 

1.31 




2.3 

Carbobenzoxy-L-leuciaamide (0) 

6.55 

20 

1 



Glycyl-L-leucinamide (b) 

1.31 




1.5 

Carbobenzoxyglycyi-L-leucinamide (b) 

6.55 

20 

1 



r.-Glutamyl-L-leucinamide (6 ) 

1.31 




1.5 

Carbobenzoxy-L-glutamyi-L-leucinamide (6) i 

6.55 

20 

3 



L-Leucyl-L-glutaniic acid (6) i 

1.31 




1.1 

Giycylglycyl-DL-leucylgiycine’^ (b) I 

6.55 




0.13 

CarbobenzoxygU^ylglycyl-L-leucinamide (b) ; 

6.55 

20 

1 



Carbobenzoxy-L-leucylgbrnylglycine (6) 1 

6.55 

20 

0 

1 


Carbobenzoxy-L-leucylglycine (6) ! 

- 1 

6.55 

20 1 

0 




Used at 0,1 m. We are indebted to Dr. J. S. Fruton for a sample of this com- 
pound. 


order reaction similar to those of the other substrates.^ The hydrolysis of 
all of the sensitive compounds is strongly activated by Mn++, and the 

^ The hydrolysis of LGG follows the kinetics of a zero order reaction. The 
approximate initial first order constant is given for comparison with the other sub- 

St rates. 
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activation of the enzyme by follows the same type of time reaction 
for GLA as for the other substrates (5). 

Because of our finding that leucine aminopeptidase hydrolyzes an amide 
linkage at a distance from the free amino group, as in GLA, the possibility 
that the enzyme may possess some endopeptidase activity was investigated. 
Fruton and Bergmann (7) have reported that chymotrypsin shows a dual 
specificity and can act on substrates characteristic both of endopeptidase 
and aminopeptidase specificities. We have, therefore, tested the action 
of our enzyme on a variety of substrates. These results are also presented 
in Table 1. 

It is clear that leucine aminopeptidase does not have any detectable 
endopeptidase action, since no hydrolysis could be observed with carbo^ 
benzoxygiycyl-L-leiicinamide, carbobenzoxyglycylglycyl-L-leiicinamide, car- 
bobenzoxy-L-gliitamyl-L-leucinamide, or other N-ac 3 dated peptides. On 
the other hand, compounds with a free amino group such as L-leucyl-n- 
glutamic acid and L-gliitam^d-L-leucinamide (GILA) are readily hydrolyzed. 
With GILA only one peptide bond is hydrol 3 '’zed when the purified enz^-me 
is used. However, Avitli a crude extract of intestinal mucosa, both bonds 
are rapidly h^'drolyzed. 

It is of interest that the enzyme preparation has a sIoav but definite action 
on giycylglycyl-DL-leiicylgh^cine (GGLG). One must assume that this 
action is due to the leucine aminopeptidase, since no action was detected 
on diglycylglycine. 


DISCUSSION 

It is noAV possible to define the specificity requirements of leucine amino- 
peptidase more precisely than heretofore. The data in Table I show that 
the residues on the carboxyl end of the leucine group have some influence 
on the rate of hydrolj^sis. The most rapid action is on the tripeptide (LGG) 
and the dipeptide (LG) . The markedlj^ sloAVcr action on L-leiic^d-L-glu- 
tamic acid as compared Avith LA indicates some inhibitory effect of the 
second carbox^d group Avlien it is near the sensitive bond. On the other 
hand, the general configuration of the moietj’^ attached to the carboxyl end 
of the leucine residue cannot be highty critical, since it has been demon- 
strated that L-leucyl-iS-alanine is rapidly h^'droh'zed by this enzyme (S). 

The finding of a rapid action on GLA and GILA Avas someAAhat un- 
expected. Nevertheless, in the presence of the free amino group, 1 residue 
removed from the sensitive peptide bond does reduce the rate of hj^drolA'sis 
hy about 40 per cent as compared AAuth LA. The much slov^er action on 
the tetrapeptide, GGLG, indicates that the sensitivity of the substrate is 
greatly decreased as the distance betAA^een the sensitive peptide bond and 
the free amino group is increased. 
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Leucine ammopeptidase has hitherto been regarded as the prototype of an 
aminoexopeptidase (9), This concept must now be revised to include 
our finding that the free amino group need not be present on the leucine 
residue which possesses the sensitive peptide bond. It has been recently 
suggested (10) 'that the role of heavy metals in peptidase action is the 
formation of a coordination compound linking the enzyme and the sub- 
strate. If this is so, one must assume that the ease with which the metal 
or Mg'^) can form this bridge is a critical function of the distance 
from the sensitive bond. 


EXPERIMENTAL 

The enzyme experiments were performed as described in previous papers 
from this laboratory (4, 8) by means of the carboxyl titration method of 
Grassmann and Heyde (11). The leucine aminopeptidase was purified in 
the manner described by Smith and Bergmann (5). ‘Some further puri- 
fication was achieved by precipitation of the enzyme with 33 per cent ace- 
tone at room temperature, followed by dialysis and removal of the inactive 
precipitate. This procedure gave preparations essentially free of glycyl- 
L-leucine dipeptidase and tripeptidase activity as measured on diglycyl- 
glycine and prolidase. 

h-Leiicinamide Hydrochloride- — recrystallized preparation of L-leiicine 
methyl ester hydrochloride (10 gm.) was allowed to stand in a pressure 
bottle at room temperature for 2 days with 50 cc. of anhydrous methanol 
which had previously been saturated with ammonia gas at 0°. The solu- 
tion was then repeatedly concentrated in vacuo with methanol, and the 
crystals were filtered and washed with ether. Yield, 8,5 gm. After 
recrystallization from methanol-ether, thin plates were obtained; m.p. 
23f)~237L 

CfiHuONsCL Calculated, C 43.3, H 9.1, N 16.8 
166.6 ^ Found. 43.3, “ 9.1, “ 16.9 

WS = 4-9.5° (5% in water) 

Behrens and Bergmann (12) found = -f 9.25° for the corresponding 
acetate obtained by hydrogenation of carbobenzoxy-L-leucinamide. 

Glycyl-jj4eucinaniide Hydrochloride 

Carbobenzoxyglycyl-L-leticme Methyl Ester — This compound has pre- 
viously been described as an oil (13). The coupling was performed in the 

2 Althougli this compound has previously been described as the acetate obtained 
by hydrogenation of carbobenzoxy-L-leucinamide (12), we are prompted to present 
the much simpler synthesis described above in view of the great utility of LA for 
studies of the enzymes of various tissues and sera. It should be noted that we have 
usually obtained somewhat faster enzymatic hydrolysis of the compound obtained 
by direct amidation than with the acetate prepared through the carbobenzoxy 
intermediate. 
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manner given by Stahmann, Fruton, and Bergmami (13)' witb an ethereal 
solution of leucine methyl ester prepared in the usual way from 19.6 gm. 
of the hydrochloride and 26 gm. of carbobenzoxyglycyl chloride. After 
washing and drying the ethereal solution of the product, it was repeatedly 
concentrated in vacuo with dry ether. Yield, 24 gm. of needles on standing 
with petroleum ether. After recrystallization from ether-petroleum ether, 
the melting point was 64-66°. 

C17H24O5N2 (336.4). Calculated, N 8.3; found, N 8.3 

Carhohenzoxyglycyl-L-leucinamide — The above ester (4 gm.) was amidated 
in methanol-ammonia in the usual manner. After repeated concentration 
with methanol, the compound crystallized on standing with a few drops of 
methanol. Yield, 3.6 gm. After recrystallization from methanol-ether 
and then from hot water, the melting point ^vas 123-124°. 

C1SH03O4N3 (321.3). Calculated, N, 13.1; found, N 13.0, 13.2 

Glycyl-'h-leucinamide Hydrochloride — The above amide (2.5 gm.) was 
hydrogenated in the usual manner in the presence of 10 cc. of m HCl, 35 
cc. of methanol, and a palladium catalyst. After removal of the catalyst, 
the solution was concentrated in vacuo with ethanol and then with ether. 
Yield, 1.35 gm. After recrystallization from ethanol-ether, the melting 
point was 210° (slight browning), 

CsHisOoNsCl (223.7). Calculated, N 18.8; found N 18.S 
[a]© = —19.0° (5% in water) 

ij-Glutamyl-hdeucinamide 

Carhobe7izoxy-ij'gluta?nyl-ij4eucinamide — To a dry ethyl acetate solution 
of L-leucine methyl ester prepared from 30 gm. of the hydrochloride, there 
were slowly added 35 gm. of carbobenzoxy-L-gliitamic acid anhydride (14). 
The slightly alkaline solution was allowed to stand at room temperature for 
24 hours. It was then ivashed with dilute hydrochloric acid and with 
water, dried over Na2S04, and concentrated to a thick oil in vacuo. 7 gm. 
of the oily ester were amidated in methanol-ammonia in the usual manner. 
After standing at room temperature for 3 da^-s, the solution was concen- 
trated in vacuo repeatedly with ether. The residue was extracted into hot 
ethyl acetate, filtered, and concentrated to dryness. Yield, 3.4gm.;m.p. 
165-169°, after recrystallization from hot water. 

CigHaOsNs (393.4). Calculated, N 10.68; found, N 10.63 

jj-Gluiamyl-'L-leucina^nide — 1.0 gm. of the above compound was dissolved 
in methanol and hydrogenated in the presence of water and acetic acid. 
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The filtered solution was concentrated repeat edl}’ with absolute ethanol. 
Yieldy 0.5 gm.; m.p. 175 - 177 °. 

CiiHaiOihhi. Calculated. C 51.0, H 8.2, N 16.2 

259.3 Found. 50.9, 8.2, 16.2 

ido ^ +6.7° (2. 1C' ill water) 

i,-Le%myl-ii-ghdamic Add — 15 gm. of carbobenzoxy-L-leucine hydrazide 
( 15 ) were converted to the azide and coupled in ethyl acetate with glutamic 
acid diethyl ester prepared from 14 gm. of the hydrochloride. After stand- 
ing at room temperature overnight, the ethyl acetate solution w^as wmrked 
up in the usual maimer and concentrated in vacuo. The oily product wms 
saponified at room temperature in 10 cc. of methanol and 140 cc. of m NaOH 
for 90 minutes. It was then acidified to Congo red and evaporated to 
dryness. The carbolienzoxy-L-leucyl-L-glutamic acid was extracted into 
ethyl acetate, washed with w^ater, extracted into u sodium bicarbonate, and 
acidified. The product w'as again dissolved in ethyl acetate, dried over 
NaaSO^, and concentrated m mcuo. The substance w-as hydrogenated in 
methanol in the usual manner. Water wus added during the hydrogena- 
tion to dissolve the crystalline peptide. After removal of the catalyst, the 
solution w'as concentrated to dryness with ethanol and then with ether. 
Yield, 1.1 gm. 

CiiH2Q05N2. Calculated. C 50.7, H 7.7, N 10.8 

260.3 Found. “ 50.8, ‘‘ 7.8, “ 10.8 
Wd - +10.5° ( 2% in M HCi) 

Fischer (16) found the same rotation with this compound prepared from 
optically active a-bromoisocapronylglutamic acid. 

Carhohenzoxyglycylghjcijl-iAAeiicinamide — 2.5 gm. of carbobenzoxygly- 
cylglycyl-L-leucine methyl ester (17) %vere amidated in methanol-am- 
monia in the usual way. After repeated concentration to dryness with 
methanol, the compound crystallized on gentle wmrming Avith w- ater. Yield, 
1.7 gm.; m.p. 181 - 182 °. 

C1SH2GO5N4 (37S.4). Calculated, N 14.8; found, N 15.0 
SUmiARY 

1. Highly purified leucine aminopeptidase of hog intestinal mucosa 
hydrolyzes glycyl-L-leuciiiamide, L-glutamyl-L-leucinamide, glycylglycyl- 
BL-leiicylgtycine, and L-leucyl-L-glutamic acid in addition to the pre- 
viously recognized substrates. The hydrolysis of all of these compounds 
takes place at the carbox 3 d end of the leucine residue. No endopeptidase 
action by this enzyme wixs detected. 

2. The concept of aminopeptidase action is revised to include the fact 
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that the free amino group need not be on the leucine residue which pos- 
sesses the sensitive peptide bond, 

3. The synthesis of a number of new derivatives and peptides of L-leiiciiie 
is described. 
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lODINATION OF HYPOPHYSEAL GROWTH HORI^IONE* 

By CHOH hag LI, MIRIAIM E. SLYIPSON, and HERBERT M. EVANS 
(Fro7n the Institute of Experimental Biology, University of California, Berkeley) 

(Received for publication, July 14, 1948) 

It has been shown that if a protein possesses no SH groups, under certain 
specific conditions it may react with iodine exclusively through the tjTosine 
residues (1,2). Since growth hormone as isolated from ox pituitaries con- 
tains tyrosine and has no SH groups (3), it would appear interesting to 
determine whether the tyrosine groups are essential for the growth-pro- 
moting action of the hormone after its reaction wfith iodine. The grovish 
hormone preparations used in the following experiments were isolated 
by the method previously described (4) and the iodination reactions were 
carried out at 25*^. 

Reaction in Acetate Buffer — 200 mg. of growth hormone were dissolved in 
5 cc. of water with the aid of a few^ drops of 0.1 n HCl; to the clear solution 
w’ere added 15 cc. of pH 5.25 acetate buffer of ionic strength 0.10. The 
suspension w^as then stirred vigorously while 1 cc. of 0.10 n iodine solution 
was added drop by drop. The solution was continuously stirred gently. 
At the end of 20 hours, the solution still had a yellowish tint, indicating 
the presence of some uncombined iodine. After the excess iodine w'as re- 
moved by a few^ drops of 0.01 n thiosulfate solution, the solution was first 
dialyzed against running tap w^ater for 24 hours and then against distilled 
w^ater for 3 days in a cold room. The iodinated hormone w’as recovered 
by l^^ophilization and the dry material is designated as Preparation A. 

In another experiment, conditions w^ere exactly the same as those de- 
scribed above, except that 3.0 cc. of 0.10 n iodine solution were used instead 
of 1.0 cc. After the removal of the excess iodine with thiosulfate at the end 
of 20 hours, the solution was thoroughly dialyzed and finall}’’ lyophilized. 
The final product is called Preparation B. 

The method of Taurog and Chaikoff (5) w-as used for iodine determina- 
tion^ and the free tyrosine content w'as determined by the procedure of 
Lugg (6). Table I presents the analytical results. The theoretical values 
of iodine w'ere computed from the free tyrosine content by assuming that 
the lowering of free tyrosine value is due to the formation of diiodotyrosine 

* Aided by grants from the American Cancer Society through the Committee on 
Growth of the National Research Council, the United States Public Health Service 
contract No. RG-409, and the Research Board of the University of California, 
Berkeley. 

1 We are indebted to J. Wolff for the iodine determination. 
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residiiejs in tlie protein molecule. It is evident from Table I that this as- 
sumption is probably correct, for the iodine content obtained analytically 
agrees very well Avith the theoretical data. This -would appear to indicate 
that no groups other than tyrosine react with iodine. There are elet^en 
tyrosine groups in the molecule of untreated hormone (S). From the an- 
alytical data in Table I, it can be shown that nine of the tyrosine residues 
in Preparation A have not been modified by iodine, whereas four out of 
eleven tyrosine groups in Preparation B become diiodotyrosine and are no 
longer free. 

Reaction in Urea Solulion — If the tyrosine residues in the growth hormone 
molecule are all available for iodination, it would be expected that Prepara- 
tion B contains 6.30 mg. per cent of iodine. The results in Table I show 
that the hormone takes up only 2.30 mg. per cent of iodine when it reacts 
with an excess amount- of iodine at 25“ for 20 hours. Under such condi- 


Table I 


Tiirosinc 

and Iodine Conlcnt 

of Iodinated Groi 

wlh Hormone Preparations 

P:eparat:cc 

Tyrosine content , 

Xo. of tyrosine 
groups pier 
mole hormone 

Iodine content 

Found 

I Theoretical 


f-er ceni 


per cent 

: per cent 

Untreated 

4.50 

11 : 

0.00 

1 0.00 

A 

3.66 

0 

1.18 

f 1.10 

B 

^ 2.S5 

i' 

2.31 

; 2.30 

C 

1. 10 

3 

4.77 

i 5.30 


tioiis, tyrosine in the free state is completely iodinated as predicted by 
kinetic data (7) . Hence, it may be assumed that two-thirds of the tyrosine 
groups in the hormone are not available for iodination. Similar conclu- 
sions have been drawn from experiments with pepsin and albumin when it 
'^vas further found that the unreactive tyrosine residues could be iodinated 
after denatiiration (2). 

100 mg. of the hormone tvere dissolved in 10 ec. of pH 5.25 acetate buffer 
containing 7.1 m urea and 1.5 cc. of O.iO x iodine were added. The solution 
was allowed to react with constant stirring at 25'' for 20 hours. It tvas 
then dialyzed and lyophilized. The final product (Preparation C) Avas 
analyzed for iodine and tyrosine as described aboA^e. .is shown in Table 
I, Preparation C contains 5.03 mg. per cent of iodine and 1.10 per cent 
tj’Tosine, indicating that eA'-en in urea the tyrosine groups are still not com- 

2 If we asstinie that the tyrosine residues (4.5 per cent) in the hormone are com- 
pletely iodinated to diiodotyrosine, about 1 cc. of 0.10 x iodine per 100 mg. of hormone 
would be required. 
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pletely liberated to react with iodine, although a higher uptake of iodine 
is evident as compared with iodination in solutions without urea. As a!- 
read}" noted, the hormone is partially precipitated in pH 5.25 acetate buffer. 
It was found that the solution becomes clear in the presence of urea. 

Bioassay of lodinated Growth Hormone — Two assay methods were used 
to estimate the growth-promoting activity of the iodinated preparations: 
one depends on the body weight increment of hypophysectomized rats and 
the other on the stimulation of the proximal epiphyseal cartilage of the 
tibia (8). The results are summarized in Table II . It is evident that the 
growth-promoting potency of the hormone decreases as the uptake of iodine 
increases. For instance, a 0.10 mg. daily dose of Preparation B caused only 
9.4 gm. of body weight increase in hypophysectomized rats in 10 days, while 

Table II 

Bioassay of Iodinated Growth Hormone Preparations 

Body growth in 10 days* j Proximal epiphyseal cartilage of tibia in 4 days 
Preparation j ■ 


' Xo. of rats 

Average growth 

Daily dose 

1 Xo. of rats 

Average width 


1 

Sm. 

ftig. 


1 

Untreated 

: 13 

IS.O i 

0.03 

i s 

! SOS 




0.01 

1 s 

244 




0.00 

i s 

15S 

A i 

8 ^ 

1 13.0 

0.05 

14 

304 

B 1 


9.4 

0.05 

7 

289 

C 1 

9 

7,4 i 

0.05 

1 

' 6 

! 238 


* Daily dose in each case, 0.10 mg. 


the untreated hormone gave a value of 18.0 gm. at the same daily dose. 
When eight out of eleven tyrosine groups in the hormone are iodinated 
(Preparation C), the biological activity is greatly diminished. It should 
be mentioned that urea alone does not impair the biological activity of the 
hormone (4). 


sinvnvLiEY 

The reaction of iodine with the hypophyseal growth hormone has been 
studied in acetate buffer and urea solution. It was found that the uptake 
of iodine could be accounted for by decrease in the free tyrosine groups 
on the assumption that the tyrosine residues in the protein molecule are 
converted into diiodotyrosine. It would appear that the tyrosine residues, 
however, are not all available for iodination in acetate buffer and that in 
the presence of urea more tyrosine groups become available for the reac- 
tion. 15Tien the iodinated preparations were assayed for growth potency, 
it was found that the activity decreased as the uptake of iodine increased. 
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Tims, it may be concluded that tyrosine in the hormone moleciiie is essen- 
tial for its growth-promoting activity. 
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THE ISOLATION OF PREGNANOL-3(a')-ONE-20, PEEGXANEDIOL- 
3(E), 20(A), AND ETIOCHOLANEDIOL-3!E).17fA) FROM 
THE BILE OF PREGNANT COWS^ 

By W. H. PEARLMAN axd EMILA" CERC'EO 

{From the Department of Biochemistry, Jefferson Medical College, Philadtiphia) 

(Received for publication, July 22, 194S) 

After isolating estrone from the unhydrolyzed bile of pregnant cows (2)^ 
the authors decided to investigate the accompanying neutral fraction, for it 
appeared likely that progesterone metabolites might be contained therein. 
The determination of the nature and quantity of such compounds in bile 
would contribute to our knowledge of progesterone metabolism particularly 
during pregnancy, and might furnish information as to the degree to which 
the liver participates in steroid hormone metabolism. 

For this purpose, two batches of pooled bile specimens were utilized, 
Batch A (31.0 liters), from which 20 mg. of crude estrone had been isolated 
(2), and Batch B (33.0 liters). The extraction and initial fractionation 
procedures w’ere those previously employed (2). The ether-soluble, neutral 
fraction of unhydrolyzed bile yielded the following crystalline products but 
the corresponding fraction obtained from the residual bile after acid 
hydrolysis did not. 

The non-digitonin-precipitable, alcoholic ketonic fraction (Batch A) 
furnished after chromatography 15 mg. of a crystalline product, m.p. 
147-148®. It w’as purified and its identity’’ as pregnanol-3(a)-one“20 estab- 
lished by determination of the melting point before and after admixture 
with pregnanol-3(a:)-one-20, carbon and hydrogen analysis, determination 
of the specific optical rotation, and the preparation of an acetyi derivative 
which gave the expected carbon and hydrogen values on analysis and 
which did not depress the melting point after admixture with pregnanol- 
3 (a)-one-20 , 3-acetate. 

A search w^as made for progesterone in the non-alcoholic ketonic fraction 
(Batch A). Examination of this material after chromatography revealed 
several fractions with intense absorption at 240 m/z. These fractions were 
combined and induced to crystallize, thereby furnishing Compound X, m.p. 
215-218®. It exhibited an ultraviolet absorption spectrum almost identical 

* This work was supported by grantsin-aid from the United States Public Health 
Service, under the National Cancer Institute Act, and from Ciba Pharmaceutical 
Products, Inc., Summit, New Jersey. A preliminary report (1) was presented before 
the meeting of the American Society of Biological Chemists at Atlantic City, yiarch, 
1948. 
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witli that of progesterone (see Fig. 1) but comparison of the melting points 
and distribution coefficients (see Table II) clearly established its non- 
identity with progesterone as well as with certain other noii-aicoliolicj 
o',,d'-iinsatiirated ketones. Compound X was isolated in an amount iii” 
sufficient for carbon and hydrogen analysis, but as much as 13 mg. may 
have been contained originally in the non-alcoholic ketonic fraction. This 



Fig. 1 . Ultraviolet absorption spectra of Compound X (Curve 1) and of proges- 
terone (Curve 2). Solvent, absolute ethanol. 

figure is based on the relative extinction coeflacients of Compound X and of 
the fraction from which it was derived. 

The non-ketonic fraction (Batch A) yielded 22 mg. of crude Compound Y 
and 26 mg. of crude Compound Z. These compounds, in amounts of 26 
and 55 mg. respectively, were also isolated from the non-digitonin-precipi- 
table, non-ketonic fraction of Batch B. The products were purified and 
their identities established as follows. Compound Y, m.p. 235-236°, gave 
no melting point depression on admixture with pregnanediol-3(o!)’20(/3) 
prepared from either pregnanol-3(a)-one-20 or progesterone. It was 
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further identified by carbon and hydrogen analysis, specific optical rotation, 
and the preparation of a diacetyl derivative which did not depreSvS the 
melting point on admixture with pregnanediol-3 (a) , 20 (d) , 3 , 20-diace- 
tate. Compound Z, m.p. 228.5-229°, did not depress the melting point on 
admixture with etiocholanediol-3(o:),17(ii5), exhibited practically the same 
specific optical rotation, and gave the expected carbon and hydrogen values 
on analysis. Furthermore, Compound Z yielded on chromic acid oxidation 
a product which gave no melting point depression on admixture with etio- 
cholanedione-3 , 17, exhibited the correct specific optical rotation, and gave 
the expected carbon and hydrogen values on analysis. 

EXPERIMENTAL^ 

Collection and Extraction of Bile — Gallbladder bile was freshly collected 
from slaughtered cows estimated to be at least 5 months pregnant.- The 
bile was refrigerated and extracted within 24 to 48 hours subsequent to 
collection. Two batches of bile were utilized to obtain the neutral fraction 
of nnhydrolyzed bile: Batch A (31.0 liters) was the same collection of bile 
from which estrone had been isolated in this laboratory (2); Batch B (33.0 
liters) v'as worked up^ in order to procure additional non-ketonic, neutral 
products. 

Procedures have already been described (2) for obtaining the neutral 
material ; it is ether-soluble and constitutes the 90 per cent methanol phase 
after repeated partitioning with petroleum ether. 

Fractionation of Neutral Material of Vnh/ydrolyzed Bile — Separation into 
ketonic and non-ketonic moieties was achieved with the aid of Girard\s 
Reagent T(3). The ketones on treatment with succinic anhydride in 
pyridine (4) were resolved into alcoholic and non-alcoholic fractions. 
Digitonides were precipitated by treating the alcoholic ketones and the 
non-ketones respectively with hot 70 per cent methanol containing 1 per 
cent digitonin; the digitonides were split in the usual way with pyridine 
and dry ether (5). 

Isolation, of Pre(jnanol-S{ayone-20 — The non-digitonin-precipitable, alco- 
holic ketonic fraction (218 mg. from Batch A) was dissolved in 1.5 ml. of 

^ All iiielting points reported are corrected except where otherwise indicated. 

2 We are indebted to Dr. C. E. Mootz of the United States Department of Agri- 
culture, Philadelphia, for arranging a veterinarian-supervised collection of bile . Dr. 
Irwin Rothman was of great assistance in judging the approximate stage of pregnancy 
by examination of the fetuses. 

3 Batch B was worked up in a slightly different way. The bile prior to extraction 
with butanol was made acid to Congo red with concentrated HCL This resulted in 
a more rapid separation of the two phases. The butanol extracts were washed with 
a little water, neutralized with a few drops of concentrated NH4OH, and evaporated 
in vacuo i etc. 
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benzene and 1.4 ml. of petroleum ether (b.p. 35-45'^) added. The solution 
was passed through a narrow column containing 4 gm. of aluinina;^ previ- 
ously wetted with the same solvent mixture. The adsorbed material was 
successively eluted with benzene-petroleum ether, benzene, benzene-ether, 
ether, ether-methanol, and methanol. The benzene (25 to 75 per cent)- 
petroleum ether eliiates (a total volume of 725 ml. of eluant was employed) 
contained 25 mg. of nicely crystalline material. On recrystallizatioii from 
aqueous methanol it gave 15 mg. of needles, m.p. 147-148'^. Further re- 
crystailization from the same solvent mixture yielded a product melting 
sharply at 148-148.5", [a]f = +108.5" ± 1" (9.23 mg. in L23 ml of 
absolute ethanol solution). The material was recovered and recrystallized 
for analysis. 

CsiI+iOo. Calculated, C 79.19, H 10.76; found, C 79.35, H 10.64 

There was no depression of the melting point on admixture with an authen- 
tic specimen^ of pregnanol-3(n:)-one-20, m.p. 148.5-149". 

Following treatment of 8,6 mg, of the above material, m.p. 147-148", 
with acetic anhydride and pjnidine for 24 hours at room temperature, a 
product was obtained which on repeated recrystallization from aqueous 
methanol gave 4 mg. of plates, m.p. 97-98°. 

CWHseOs. Calculated, C 76.62, H 10.06; found, C 76.75, H 10.20 

The melting point was not depressed on admixture of this product with 
pregnaiiol-3(o:)“One-20, 3-acetate, m.p. 99-100°, prepared under identical 
conditions. 

The digitonin-precipitable alcoholic ketonic fraction derived from Batch 
A w’-eighed 44 mg. It w'as chromatographed, thereby yielding 1 mg, of a 
slighth' impure crystalline product, m.p. 184-186°, which was not identified. 

Isolation of Compound X — ^The non-alcoholic ketonic fraction (152 mg. 
from Batch A) wvas dissolved in 3 ml. of benzene and 1,8 ml. of petroleum 
ether added. The material was adsorbed on a narrow column containing 
4 gm. of alumina and eluted successively with benzene-petroleum ether, 
benzene, benzene-ether, ether, ether-methanol, and methanol. The 
material (41 mg.) eluted by 125 ml. of ether (25 to 75 per cent) -benzene 
exhibited a maximum absorption at 240 mju; £1'+. = 155 (in absolute 
ethanol). Crystallization from ether yielded 5 mg. of a crude product, 

^ The alumina employed throughout this study is described as Harshaw, plain 
activated. Prior to use, it was suspended in glacial acetic acid, filtered, washed with 
copious amounts of distilled water, dried at 150° for several hours, and finally placed 
in a tightly sealed container. 

® Kindly furnished by Dr. Seymour Lieberman. Butenandt and Muller (6) re- 
ported pregnaiiol-3(Q;)'One-20, m.p. 148-149° (uncorrecteci), [aV^ = -1-113.9° ±: 1.2° 
(in absolute ethanol) ; aceUd derivative, m.p. 99° (uncorrected) . 
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m.p. 206“212''; repeated reciystallization from the same solvent gave LO 
mg., ni.p. 215-218°. The latter material is referred to as Compound 
X. Its ultraviolet absorption spectrum is almost identical with that 
of progesterone (see Fig. 1); E = 494 and 509 at 240 m/x for the two 
compounds respectively. However, Compound X is not identical with 
progesterone nor with certain other non-alcoholic, Q:,/3-imsaturated ketones 
because of marked differences in the melting points and distribution co- 
efficients of the respective compounds (see Table I). 

Chromatograph}’^ of the mother liquors (40 mg.) of Compound X did not 
result in any substantial degree of purification. In fact, an appreciable 


Table I 

Dis^ribuiion Coefficients: Compound X and Other Non-Alcoholic C£,j3-Unsaturatcd 

Ketones 


Substance 

1 M.p. 

; Distribution coeffi- 
cient,* petroleum 
ether-To per cent 
methanol 

Compound X 

“C. 

215-21S 

0.05 

Progesterone 

127-128 

0.33 

A-4-Chol(‘stGnone-3 

81- 82 

3.07 

A-4-AndrosteTicdione-3, 17 

173-174 

0.07 



* Detemiined by distributing approximately 1 mg. of the substance at room 
temperature between 50 mi. portions of petroleum ether (previously washed with 
concentrated HnSO-i, then water, and distilled at 35-45°) and of 70 per cent methanol; 
the solvents were mutually saturated prior to use. The residues obtained from each 
phase were taken up in absolute ethanol and the densities determined at 240 m/x. 
The ratio of the densities gave the distribution cocfRcient. 


amount of material absorbing at 240 m^ failed to be recovered in the 
process. Counter-current distribution of the remaining material seemed to 
be a more effective means of purification; an additional 1 mg., m.p. 
213-217°, was thereby obtained. 

Isolation of Pregnanediol-S(a) {Compound Y) and of Etiocholanediol- 
3{a)J7'{^) (Compoimd Z ) — The non-ketonic fraction (801 mg. from Batch 
A) was treated with ethyl acetate at room temperature, thereby furnishing 
183 mg. of crystalline material, m.p. 203-217°. Recrystallization from the 
same solvent yielded 142 mg. of a product, m.p, 200-208°, which although 
nicely crystalline, proved to be a complex mixture. Details of the chro- 
matographic analysis are not furnished in this instance but are described 
below for the non-ketonic fraction obtained from Batch B. Chroma- 
tography was more effectively carried out in the latter instance. 

The nbn-ketoiiic fraction (Batch A) furnished 22 mg. of impure Com- 



852 


ISOLATION OF STEROIDS PROM BILE 


pound Y, m.p. 231-235'", ^vhicli was piiritied by ehromatograpliy; There 
were finaity obtained 5 mg., m.p. 234-236°, Mt) = +18° + 4° (4.77 mg. in 
1.23 ml. of dioxaii solution); it ciystallized in needles iroin etJiyl a,(*etal;e iind 
ill rectangular plates from ethanol. 

The non-ketonic fraction (Batch A) also fuiuished 26 nig. of soincu'liat 
impure Compound Z, m.p. 227-229°, ~ _ 9° (in dioxaii). RepeatcMi 

recrystallization from ethyl acetate gave 10 mg. of needles, m.p., 229-229,5°. 

C 19 H 32 O 0 . Calculated, C 7S.03, H 11.03; found, C 78.15, H li.07 

The non-ketonic fraction (Batch B) after the removal of digitoniii-precipi- 
table material (13 mg. of oil) \veighed 856 mg. When treated with ethyl 
acetate, it formed a gel. The material was consequently recovered and 


Table II 

Chromatographic Analysis of Xo?i-Kclonic Fraction (yon-Digitonin-Pfrcipilahle, 

B Click B) 


Fraction 

No. 


Eluant 

Kill ate 

Volume 

Composition 

Weight 

Description or compoundij isolated 


ml. 


wg. 


1- 5 

115 

Benzene 

327 

SomiciyKtalliiic ; Com- 





pounds Y and Z 

6-12 

310 


111 

Compound Z 

13-15 ^ 

j 100 

Bon zene-et her (25%) 

33 

Cl <i 

16-22 

1 200 

! ‘‘ (50-100^^() 

61 

(Y 1 or less glass 

23-24 

50 

E th 0 r-rn e t h a n el ( 1 % ) 

38 

i cc a 

25-26 

50 ! 

(P%) 

131 

j Unidentified crystals, 4 


' 1 
1 



mg.; m.p. 253-254“ 

27-34 

215 1 

(5-50%,) 

79 

Oil 

35-37 1 

50 

iMethano! 

1 

5 ; 

u 


taken up in 0.5 ml. of acetone and 3 ml. of benzene were added. The 
solution was passed through a column (90 X 20 mm.) containing 15 gm. of 
alumina previously ^vetted with benzene. A condensed version of ilie 
chromatographic analysis is given in Table II. 

Fractions 1 to 5 (total 327 mg., see Table II) were combined, which con- 
tained 46 mg. of benzene-insoluble material which, on treatment Avitli 
ethanol, pelded 27 mg. of slightly impure Compound Y, m.p, 233-236°. 
Repeated recrystallization from the same solvent gave 16 mg. of rectangular 
plates, m.p. 235-236°, = +19° ± 5° (10.8 mg. in 2.00 ml. of absolute 

ethanol solution). 

CsiHseOs. Calculated, C 78.69, li 11.33; found, C 78.73, H 11.25 

It gave no melting point depression on admixture tvitli pregiianediol- 
3(o!),20(/3), m.p. 235° (rectangular plates from ethanol), Avhich had been 
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prepared in this laboratory by ludrogenation of pregnanol-3(a)'One--20 in 
glacial acetic acid containing platinum oxide. Comparison of Compoiiiid 
Y was likewise made with a specimen of pregnanediol-3(Q!) j20(/3)5 m.p. 
235°, [afl = +18° rh 4° (6.9 mg. in 1.23 ml. of absolute ethanol vSoliition), 
which had been prepared in this laboratory from progesterone under the 
same conditions of hydrogenation as above. A specimen® of slightly impure 
pregiianediol-3(a') ,20(|3), m.p. 234-234.5°, \vhich was kindly furnished by 
Dr. Miescher, did not depress the melting point on admixture with our 
S3mthetic preparation. On the other hand, admixture of Compound Y, 
m.p. 235-236°, with pregnanedioh3(a) ,20 (q:), m.p. 238-239°, gave a melting 
point depression of 22-26°. 

Treatment of 11 mg. of Compound Y in pyridine and acetic anhydride at 
room temperature for 24 hours gave 13 mg. of a product which could not be 
crystallized from methanol. It crystallized, however, from pentane on 
careful chilling in an alcohol-solid CO 2 bath; further recrystallization from 
the same solvent gave 5 mg. of needles, m.p. 109-109.5°. It did not depress 
the melting point on admixture with an authentic specimen® of pregnanediol- 
3(0:), 20(/3), 3, 20-diacetate, m.p. 110-110.5°. 

A small amount (3 mg.) of Compound Z, m.p. 225-227°, w’as obtained 
on chromatographic analysis of the benzene-soluble material (281 mg.) con- 
tained in Fractions 1 to 5 (Table II). Fractions 6 to 15 (Table II) yielded 
more of this compound on treatment with ethanol, 52 mg. of needles, m.p. 
223-227°, being obtained. Repeated recrystallization from the same solvent 
gave 30 mg. of pure Compound Z, m.p. 228.5-229°, [a]f = —1.6° dz 1.4° 
(30.1 mg. in 3.00 ml, of absolute ethanol solution). 

C19H32O2. Calculated, C 78.03, H 11.03; found, C 78.12, H 11.05 

It did not depress the melting point on admixture with a specimen*^ of 
etiocholanediol-3(o:),17(i3), m.p. 226-227°, [a]l^ = 0 ± 1.8° (in ethanol). 
Acetyl and benzoyl derivatives of Compound Z were prepared but these 
failed to crystallize. 

To a solution of 12.0 mg. of Compound Z, m.p. 225.5-227°, in 1 ml of 
glacial acetic acid was added 0.8 ml. of 1 per cent CrOs in the same solvent. 

® Dr. K. Miescher gave as the melting points of the specimens of pregnanediol- 
3(a),20(j3) and its diacetyl derivative 240-241° and 113-115° respectively. These 
observations (c/. (7)) were apparently made under the microscope according to 
Kofler, whereas in this laboratory melting point determinations are performed on the 
specimen in a capillary tube immersed in an oil bath containing a long stem standard- 
ized thermometer. 

^ This specimen was kindly furnished by Dr. H. L, Mason who with Dr. J. J. 
Schneider obtained it on incubating etiocholanol-3(Q:)~one-17 with liver slices (8). 
Dr. Mason in a private communication stated that he likewise was unsuccessful in 
preparing a crystalline acetate or benzoate. 
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Tlie reaction mixture was allowed to stand at room temperature for 24 
hours and, after adding a little methanol, was poured into wat.er and ex- 
tracted with ether. The ether solution was washed siK'cessivcdy with 
dilute liCl, NaliCOs solution, and finally with water. EvapoH'a.tiois of tlie 
ether yielded 13 mg. of material which gave, on repeated rceiysf;ajlii5atioii 
from ether-pentane, 4 mg. of plates, m.p. 132-133°, [o!]?/ = +123° ± 8° 
(3.13 mg. in 1.23 ml. of absolute ethanol solution). The material was 
recovered for analysis. 

CioHosO^. Calculated, C 79.13, H 9.78; found, C 79.44, H 9.90 

It gave no melting point depression on admixture with a specimen^ of 
etiocholanedione-3, 17, m.p. 132°. It gave a melting point depression of 
20-22° on admixture with a specimen^ of aiidrostanedione~3,, 17, m.p. 
131.5-132°. 


DISCUSSION 

The isolation from bile of pregnanol-3(o')-one-20, a known (10) rn(d,al)olite 
of progesterone, implicates the liver in the metabolism of progesterone. 
This vieiv is supported by a substantial amount of indirect evidoiice 
(11, 12)) accumulated in recent years which indicates that the livci’ is an 
important if not major site of progesterone inactivation. Pregnanol- 
3(a)“One-20 is a characteristic constituent of the urine of pregnancy (13-15) 
but has hitherto not been sought for in bile. 

The accompanying product, pregnanediol-3(a:) ,20(iS), which is excreted 
in bile but curiously enough not in urine, may be considered to be a metabo- 
lite of pregnanol-3(o')-one-20 inasmuch as it can readily be prepared by 
catalytic hydrogenation of the latter substance. Its stereoisomer, preg- 
nanediol"3(o;),20(Q:), which is definitely kiiowiT^ to be a metabolite of 
progesterone and is a major urinary steroid of the pregnant cow (and of 
many but not all species), is conspicuous by its absence from the bile of this 
species. However, in a study (17) in which massive doses of pregnenol- 
3(/5)-one-20 were administered orally to a postmenopausal woman, minute 
amounts of pregnaiiediol-3(Q:) ,20(a:) were obtained from the bile. Whetlier 
pregnanediol-3(a),20(Q!) is a normal constituent of the bile of pregnant 
women remains to be investigated. Another stereoisomer of pregiianediol 
occurring in bile but not in urine is allopregnanediol-3(i^) , 20(d) ; this 
substance was previously obtained from ox bile (18) but failed to be isolated 
in this instance from cow bile. 

8 This specimen was kindly furnished by Dr. Erwin Schwenk. Ercoli and M’amoli 
(9) reported etiocholanedione-3, 17, m.p. 131-132®, [«]d = 4-113° (ethanol). 

® Kindly furnished by Dr. Seymour Lieberman. 



W. H. PEARLMAN AND E. CERCEO 


855 


Although products related to progesterone metabolism were obtained 
from bile, progesterone itself was not isolated. However, another sub- 
stance (Compound X) which, like progesterone, appears to be an 
saturated, non-alcoholic ketone, was isolated. Unfortunately, not enough 
material was available for further structural elucidation. In this connec- 
tion, it might be well to point out that progesterone can barely be detected 
in pregnancy urine (19) although its reduction products are abundantly 
present therein; the progesterone level in blood ( 20 ) is likewise estimated to 
be very low. 

Etiocholanediol-3(a) , 17(d) has not been isolated from urine although its 
17-epimer, etiocholanediol- 3 (of) ,17(a:), is known (20-23) to be present. 
Both compounds are formed following the incubation of etiocholanol- 3 (a)- 
one-17 with surviving rabbit liver slices ( 8 ). The same reactions probably 
occur in vivo in view of the isolation of etiocholanediol-3(a) ,17(d) from 
bile; the in vivo formation of etiocholanediol-3(a) , 17(a) from dehydro- 
isoandrosterone has recently (23) been demonstrated. 

The presence in pregnancy bile of a C 19 steroid (which incidentally is 
probably devoid of androgenic activity) is not altogether surprising since 
other compounds in this category, such as dehydroisoandrosterone and 
androsterone, are found (24, 25) in pregnane}’’ urine. It is remarkable, 
however, that the ratio of the quantities of C19 steroid to C21 steroid 
(progesterone reduction products) is so high in the former case. Pertinent 
to this observation is the recent finding (26) that the pregnant cow excretes 
considerable quantities of androgenic material in the feces. It is of interest 
also that the neutral compounds of cow bile, including the estrogens ( 2 ), 
are excreted as such, whereas in the urine of most species these or related 
products exist predominantly in a conjugated form. 

SUMMARY 

Pregiianol-3(a)-one-20, pregnanediol-3(a) , 20 (id), and etiocholanediol- 
d{a),17(p) Avere obtained in amounts ranging from approximately 0.5 to 2 
mg. per liter from gallbladder bile of cows in an advanced stage of preg- 
nancy. An unidentified substance (Compound X) was also isolated but in 
an amount insufficient for analysis; it is not identical with progesterone 
although it possesses some of its chemical features. The foregoing products 
were found in the neutral fraction of unhydrolyzed bile; the corresponding 
fraction of the residual bile after acid hydrolysis failed to yield any crystal- 
line material. 

A discussion has been presented which deals with the significance of these 

For a discussion of the intermediary metabolism of progesterone (and other 
steroid sex hormones) see Pincus and Pearlman (16). 
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findings, particulaiiy as it pertains to the role of the liver in steroid hormone 
metabolism. 

The authors are indebted to Mr. James Rigas for the microanalyses. 
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THE KINETICS OF THE OXIDATION OF BENZOIC ACID BY 

CERTAIN MYCOBACTERIA 
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Benzoic acid is oxidized by certain Mycobacteria (1). They do not 
oxidize it completely to carbon dioxide and water; the oxygen uptake usually 
stops when 5 atoms of oxygen are utilized for each molecule of benzoic 
acid. The emjmes concerned are adaptive, and are rapidly formed when 
small amounts of benzoic acid are added to suspensions of the bacteria (2). 
Benzoic acid may be considered somewhat toxic to the bacteria, because, 
although small amounts stimulate enzyme formation, larger amounts slow 
down or inhibit the process, possibly by interfering with reactions pro- 
viding the energy for the enzyme synthesis. Furthermore, as shown 
below, the enzyme once formed disappears fairly rapidly in the absence of 
benzoic acid. Streptomycin prevents the formation of these adaptive 
enzymes, and thus inhibits oxidation of benzoic acid (2). The rate of 
oxygen uptake has been carefully measured and the following is an analysis 
of the kinetics of the reactions involved. Data were obtained from experi- 
ments done with Mycobacterium tuberculosis BCG 8240. The technique 
has already been described (1, 2). 

Oxidation of benzoic acid by Mycobacteria proceeds by a number of 
stages. The substances formed, for the most part, have not been isolated, 
and will be referred to by letters. Benzoic acid (A) is first hydrated (c/. 
(3)) to form B. B takes up 1 atom of oxygen and becomes C. C, in 
turn, takes up a second atom of oxygen to become D, and so on through E, 
F, and G, until 5 atoms of oxygen have been taken up for each molecule 
of the original benzoic acid. The time course of each of these reactions, 
since there is no change in the concentrations of either water or oxygen, 
will probably be monomolecular. Using small letters to mean ^^concentra- 
tion we may express these rates as follows: 

da 
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fi - fa - w 

Because we do not know liow G is further tninsformiHl by tlie l:)a,(yf;cria 5 
except that it is not oxidized, it is difficult to write an equation for iia la.te.r 
it will be seen that it is unnecessary to do so. In ea(*li case thc) velocity 
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TIME 
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Fig. 1. The different curves give the amounts of benzoic acid (A) and substances 
B, C, D, E, and F at the times indicated. The original amount of A is taken as 1.0 
mole and the h values are put equal to 0.1 each. 

constant is proportional to the amount of the corresponding enzyme i)rcsent 
in any particular experiment; an increase in the constant implies an increase 
in the amount of enzyme. 

Equations similar to these have been integrated by Bateman (4). We 
may, however, begin by making the simplifying assumption that all the 
constants, hi, h-ij otc., are equal. Integration then leads to a series of 
equations giving the amounts of each substance present at various times. 
The general solution giving the amount of the Wth substance is 
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The constants of integration, Ci, C2, etc., may be evaluated by setting the 
condition that at zero time there is present in the mixture ao of A, and 
none of the other substances, B, 0, etc. Then Ci becomes ao, and the 
other constants, 02 , co, etc., become zero. Fig. 1 shows the amounts of 
these substances present at various times when ao is given the value 1, and 
all the k values are put equal to 0.1 . 

To compute the oxj^geii consumption we proceed as follows. At the 
time t, each molecule of C that is present has taken up 1 atom of oxygen, 
each molecule of D has taken up 2 atoms, etc. G presents a slight difficulty 
since it may have been further transformed; we must therefore say that 5 



Fig. 2. “Oxidation of 1.0 mg. of benzoic acid by Mijcobactenum tuberculosis BCG 
8240 preincubated for 90 minutes (Curve A) without benzoic acid; Curve B and C 
with 0.05 mg. of benzoic acid. 1.0 mg. of benzoic acid was added to each after pre- 
incubation, and in addition 10 y of streptomycin (Curve C). The points are experi- 
mental, and the curves are theoretical; computed for Curve A k ~ 0,028, Curve B 
k = 0.050, and Curve C 0.038. 


atoms of oxygen have been taken up by all of the original benzoic acid 
molecules that have reached this stage or gone beyond it. But all mole- 
cules not in the forms A, B, C, D, E, or F have reached this stage or gone 
beyond it, and their concentration must therefore be ao — (a + 5 + o + + 

e + f). The total oxygen taken up, X, will then be given by 


X ^ c + 2d + Ze + 4f + 5(ao -(a + 5-fc + d + e4-/)) 
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which simplifies to 

X — 5ao (5o + 56 + 4c + Sd + 2c + /) 

Vflieii appropriate values for the constants and k are clioseii, oxygen 
consiiiiiption at various times may be computed; the sinootih eiirvt^s in 
Fig* 2 were constructed from such computations, ,Ex[)e!‘imeTd.al data,j 
adjusted so that ao corresponds to exactly 5(K) c.nini. of r^xygr'ip wen^ 
plotted on these theoretical curves. It was then seen, that th(i experinicuital 
points, although forming a curve of precisely the same shape as th(^ tlieo- 
retical, all lay a short distance to the right of it. Mien shifted 10 to 15 



Fig. S. a smooth curve is made up on the assumption that the velocities of the 
oxidations of E to F and of F to G are increased so that E and F do not accumulate 
in any significant amount. The points are experimental. 

minutes to the left, the fit was excellent, as shown in Fig. 2. This shift 
implies a latent period before any great amount of oxidation occurs; this 
time interval is presumably occupied by formation of enzyme. It will be 
discussed further below. 

Of five experiments analyzed, three yielded results that fitted such curves; 
two did not. In these cases the assumption was then made that the 
velocities of the oxidations of E to F and of F to G were increased to such 
an extent that these substances, F and G, never accumulated in any 
significant amount. New curves based on this additional assumption woix^ 
constructed, and experimental results were found to fit these in a satis- 
factoiy manner (Fig. 3). 
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Table I gives values for the k constants and the lengths of the latent 
periods for one set of experiments. For convenience a set was chosen in 
which the k values were equal in each experiment. It will be seen that the 
latent period is longest when no benzoic acid was used for preinciibation; 
it disappears completely after 90 minutes preincubation with 0.2 mg. of 
benzoic acid. These facts may be explained on the assumption already 
mentioned, that benzoic acid has a double action. In very low concentra- 
tions it stimulates the formation of the oxidizing enzymes, while in high 


Table I 

Values for k Constants and Lengths of Latent Periods 


Experiment No. 

Benzoic acid used 
for preincubation 

Without streptomycin 

With streptomycin 

Latent period 

k 

k 


ms. 

min. 



13-14 

None 

18 

0.028 

0.017 

16-17 

0.05 

10 

0.050 

0.038 

21-22 

0.10 

4 

0.050 

0.050 

24-25 i 

0.20 

0 

0.050 

‘ 0.050 


Table II 

Demonstration of Disappearance of Enzijme 


In this experiment ku and k^ were larger than the others; the values given are for 
kiio A * 4 which were equal. 


Time of preincubation with 10 y benzoic acid 

k 

7nin. 


0 

0.43 

00 

0.67 

90 

0.67 

120 

0.50 

240 

0.36 


concentrations its toxic action tends to depress the formation of enzymes. 
Thus when no benzoic acid was added during preincubation no enzymes 
were formed, the latent period was long, and the total enzyme formed was 
least, as shown by the value for k. With very small amounts, some enzyme 
WTbS formed, but the addition of the large amount of benzoic acid for the 
experiment induced some further formation. The latent period was 
shorter. With larger amounts the maximum amount of enzyme is formed, 
the k reaches a maximum, and the latent period vanishes. Enzyme already 
formed is apparentb^ not interfered with. 

Disappearance of enzyme was demonstrated in the following way. 
Bacteria was preincubated with 0.01 mg. of benzoic acid for various lengths 
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of time. As long as benzoic acid was present the enzymes increased to a 
maximum; after it was exhausted they gradually decreased. Data are 
given in Table IL 

The effect of streptomycin is to decrease the velocities of all tlie rcacd.ions 
equally; there is no specific effect on any particular stage. This is true 
wiiether all the k values are equal, as in Ta!)le I, or whether they arc not, 
as in other experiments. 


STJMMAKT 

The kinetics of the oxidation of benzoic acid by Mycobacterium Itiber- 
culosis BCG 8240 have been analyzed, and six consecutive monomoleciilar 
reactions have been postulated. In most cases the veloidty constants for 
these reactions were the same; in other cases those for reactions 5 and 0 
were considerably greater, due to a relative increase in. the amounts of the 
adaptive enzymes which catalyze these processes. Oxidation t)egins with 
a latent period during which adaptive enzymes are formed. If the l)actcria 
are previously treated with small amounts of benzoic acid, the latcmt period 
becomes shorter or vanishes, and the constants l.iecome greater up to a 
maximum, indicating the presence of increased amounts of enzyme. 
Enzymes gradually disappear in the absence of benzoic acid. 

The effect of streptom 3 ^cin is to depress equally all stages of oxidation. 

Our thanks are due to Dr. J. M. Thomas of the Department of Mathe- 
matics for help in computing oxj^gen consumption curves. 
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THE PEODUCTS OF PROTEOLYSIS OF SOME PURIFIED 

PROTEINS* 

By ANNE BELOFF and CHRISTIAN B. ANFINSEN 

{From the Department of Biological Chemistry j Harvard Medical School, Boston) 

(Received for publication, July 30, 1948) 

Recent studies on the digestion of proteins by the proteolytic enzymes 
of the gastrointestinal tract have resulted in a considerable revision of our 
concepts on how these enz^'mes act. 

Tiselius and Eriksson-Quensel (1) studied the mechanism of the pep- 
tic digestion of crystalline egg albumin by electrophoretic examination of 
the products of proteolysis. They observed that, as digestion proceeded, 
the average size of the peptides formed remained constant. From these 
results, they postulated that each protein molecule is rapidly degraded to 
its ultimate products without the intervening production of larger units. 
They have called this an ''all or none’’ mechanism of proteolysis. Hau- 
gaard and Roberts (2) reached similar conclusions from experiments on the 
digestion of /3-lactoglobulin by crystalline pepsin. They reported that 
during digestion the increase in terminal amino nitrogen (determined by 
the nitrous acid manometric technique of Van Slyke (3)) increased lineally 
with the total non-protein nitrogen. A similar study was made by Win- 
nick (4) on the digestion of casein by chymotrypsin, trypsin, pepsin, 
ficin, and papain. His data were consistent with those of the above 
workers. 

We have extended these observations in the present paper, employing for 
our studies trypsin acting on crystalline bovine serum albumin and purified 
7 -globulin, and pepsin on crystalline bovine serum albumin, purified bovine 
fibrin, and twice recrystallized egg albumin. The I'esults to be presented 
also favor a rapid or immediate degradation of the protein molecules to 
peptides of characteristic size, with the liberation of little or no free amino 
acid nitrogen. 


EXPERIMENTAL 

Enzymes and Substrates — Solutions of crystalline trypsin were made in 
0.05 M phosphate buffer at pH 7.8. The pepsin was suspended in water and 
dialyzed free of MgSOi before each experiment. 

The substrates were dissolved in 0,05 m phosphate buffer, pH 7.8, for the 
trypsin experiments and in HCl at pH 1.8 for peptic digestion. 

* This work was supported in part by a grant-in-aid from the Josiah Macy, Jr., 
Foundation. 
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We are indebted to the Department of Physical Chemistry of the IrIarYa,ril 
Medical School for our supply of protein substrates^ Fihiin was prepared 
by clotting the fibrinogen in Fraction I of bovine scrum (7) with. tiiroml)iii. 

For experiments with fibrin, the substrate was suspended in llCl m* 
homogenized in HCl at pli 1.8. 

Procedure — The solutions of protein were incubated with the eiizynu^ iil 
38° in the amounts indicated in Tables I to V. Digestion was carried out. in 
50 cc. Erlenmeyer flasks, and suitable aliquots w^ere withdrawn at given 
time intervals for analysis. In the experiments with pepsin, in which the 
digestion products were separated by dialysis (see below^), the substrates 
w^ere incubated in a cellophane dialyzing sac and dialyzed against an equal 
volume of HCl at pH 1.8. 

Method of Analysis — ^Three different procedures w’’ere employed for the 
removal of undigested protein from the samples to be analyzed. 

In the first, the protein wms precipitated with an equal volume of 10 pevr 
cent trichloroacetic acid or 1 per cent picric acid. The solution Avas 
filtered, and in the case of trichloroacetic acid, the filtrates were acidified to 
pH 1 with FI Cl and extracted with ether. This extraction was necessary, 
as the trichloroacetic acid interfered with the subsequent analysis; it was 
omitted on picric acid filtrates. All experiments with trypsin wnre carried 
out by this procedure. 

In the second method, digestion w^as carried out in a cellophane sac 
suspended in HCl at pH 1.8. Analyses were then made on aliquots of the 
dialysates. 

Finally, experiments w^ere carried out with a rocker-perfusion apparatus 
originally designed for cultivation of malarial parasites (8). In this 
method, the products of proteolysis were continuously removed by dialysis 
against a stream of aqueous HCl, pH 1.8, passing through a cellophane coil 
immersed in the digestion mixture. 

Aliquots of the protein-free filtrates and dialysates, prepared as described 
above, were analyzed for terminal amino nitrogen by the Van Slyke nitrous 
acid method (3) and for free amino acid nitrogen by the ninhydrin method 
(9). The amino acids bound in peptides Avere determined by the ninhydrin 
method after hydrolysis. This is referred to in Tables I to V as total amino 
nitrogen. 

^ The products of the bovine plasma fractionation employed in this work were 
prepared by the Armour Laboratories, Chicago, by the method developed by the 
Department of Physical Chemistry, Harvard Medical School ((5, 6) and Oncley, J. L., 
Melin, M,, Richert, D. A., Cameron, J. W., and Gross, P. M., Jr., in preparation) 
under a contract, recommended by the Committee on Medical Research, between the 
Office of Scientific Research and Development and Harvard University. The blood 
for human plasma fractionation was collected by the American Red Cross. 
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The average number of amino acid residues per peptide molecule was 
determined by the ratio of the ^'totah’ to the “terminal” amino nitrogen. 
A correction was made for free amino acid nitrogen when significant. All 
values are expressed as mg. of NH^-N or COOH-N released in the total 
reaction mixture. 

Hydrolysis — The peptides were hydrolyzed in 6 n HCl at 110° for 12 to 
18 hours. The hydrolysates were concentrated to dr3mess in vacuo over 
sodium hydroxide pellets to remove excess HCl, and the residues were made 
up to a known volume for analysis. 

Table I 

Digestion of Bovine Serum Alhwmin and Human y-Glohulin by Crystalline Trypsin 

at pH 7.8 


Experiment 1, 100 cc. of 2 per cent serum albumin 4- 20 mg. of trypsin; Experi- 
ment 2, 100 cc. of 2 per cent serum albumin + 50 mg. of trypsin; Experiment 3, 
50 cc. of 1 per cent 7-globulin + 20 mg. of trypsin. 


Experi- 

ment 

No. 

Time of 
sampling 

Free amino acid nitrogen (COOH-N) 

Terminal 

amino 

nitrogen 

(NHa-N) 

Total amino 
nitrogen 
(COOH-N) 

COOH-N 
NH 2 -N ' 
average No. of 
amino acid 
residues per 
peptide molecule 


krs. 

mg. 

mg. 

mg. 


1 

4 

Not analyzed 

5.1 

14 

2.7 


8 

a a 

8.4 

22 

2.6 


24 

0.0 

13.5 

42 

3.2 


48 

1.4 

23.5 

60 

2.7 

2 

! 34 


: 13.5 

35 

2.6 


48 


13.8 

36 

2.7 


56 


13.8 



3 

4 


0.75 ; 

2.0 

2.7 


9 


1.30 

3.5 

2.7 


24 

<1% terminal amino-N 

1.75 

5.6 

3.2 


48 

<1% 

2.34 

1 8.5 

I 3.6 


Results 

Digestion of Serwn Albumvi and j-Globulin with Trypsin — ^The results of 
experiments with trypsin are given in Table 1. Increasing the concentra- 
tion of trypsin from 20 to 50 mg. did not accelerate digestion. It is evident 
that the digestion of 7-globulin by trypsin proceeds very slowly, but it is of 
interest that there is no evidence for the presence of larger peptides in the 
protein-free filtrate, although the first analyses must represent the early 
stages of digestion. For serum albumin, the average number of amino acid 
residues per peptide molecule is about 2.7 ; for 7-globiilin, the values ranged 
from 2.7 to 3.6. 
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Digestion of Crystalline Egg Albumin and Senmi Albumin with Pepsin— 
Owing to the slow rate of digestion of native proteins trypsin, the follow- 
ing experiments were carried out with crystalline pepsin. Tal)le II gives 
the results of the digestion of egg albumin and serum albiiiiiiii by this 
enzyme. 

Ill Experiment 1, the undigested egg albumin was precipitated with 10 per 
cent trichloroacetic acid as previously described. In Experiiiiont 2, ihe 
undigested serum albumin was precipitated with picric acid. It is evident 
from Experiment 1 that, although after 4 hours the digestion was nearing 
completion, the subsequent 20 hour incubation of the peptides with the 
enzyme resulted in no further degradation of the peptide molecules. 

Table II 

Digestion of Egg Albumin and Bovine Serum Albumin by Crystalline Pepsin at pH 1 .8 


Experiment 1, 100 cc. of 1 per cent egg albumin + 10 mg. of pepsin; Expcrimenl. 2, 
15 cc. of 3.3 per cent serum albumin + 10 mg. of pepsin. 


Experi- 
ment ! 
No. 

Time of 
sampling 

I 

Free amino acid nitrogen (COOH-N) 

Terminal 

amino 

nitrogen 

(NHj-N) 

Total amino 
nitrogen 
(COOH-N) 

COOII-N 
■ NHa-N' ' 
average No. 
of amiiio acid 
rcsiducR per 
peptide molecule 


hrs. 

mg. 

mg. 

7ng. 


1 

4 


10.7 

72.0 

6.7 


6 


11.4 




24 

0.32 

13.2 

93.0 

7.0 

2 

0.25 


1.2 

4.4 

3.7 


4 

<1% terminal amino N 

3.2 

10.1 

3.2 


These experiments on egg albumin, in ivhich the value of seven amino 
acid residues per peptide molecule was obtained, are in good agreement with 
the value obtained by Tiselius and Eriksson-Qiiensel who found the average 
molecular weight of the peptides to be 1080 from diffusion coefficient 
measurements. For serum albumin, the average ratio of the total peptide 
bond amino nitrogen to terminal amino nitrogen was about 3.5, or about 
half that of egg albumin. 

Digestion of Purified Fibrin loith Pepsin — Fibrin ^vas studied as an example 
of a fibrous protein. In preliminary experiments, the protein was sus- 
pended in HCl and digestion carried out in a cellophane dialyzing sac as 
described above. The results of two such experiments are given in Table 
III, Experiments 1 and 2, in which the average number of amino acid 
residues per peptide molecule varied over a range of 3.3 to 5.1 In some 
other experiments, there was an even greater variation in the ratio of the 
total amino nitrogen to the terminal amino nitrogen at different times 
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during digestion (in the range of 3 to 7), and this did not appear to be a 
function of the time of incubation. This variation may be due to the fact 
that the fibrin forms a gelatinous mass when suspended in HCL More 
consistent results were obtained by preparing a homogenate of fibrin in 
HCl at pH 1.8, before the addition of the enzyme. The results of two such 
experiments are given in Table III, Experiments 3 and 4, and show a 
variation in the ratios from 3.7 to 4.4. The particular interest of these 
experiments on fibrin is the relatively high concentration of free amino acid 

Table III 

Digestion of Purified Bovine Fibrin by Crystalline Pepsin at pH 1.8 
Experiment 1, 350 mg. of fibrin suspended in 20 cc. of HCl -I- 50 mg. of pepsin- 
Experiment 2, 250 mg. of fibrin suspended in 5 cc. of HCl + 50 mg. of pepsin; Experi- 
ment 3, 200 mg. of fibrin homogenized in 10 cc. of HCl -h 10 mg. of pepsin; Experi- 
ment 4, 200 mg. of fibrin homogenized in 10 cc. of HCl -f 10 mg. of pepsin. 


Experi- 

ment 

No. 

Time of 
sampling 

Free amino 
acid nitrogen 
(COOH-N) 

Terminal 

amino 

nitrogen 

(NH2-N) 

Per cent of 
NHa-N as free 
amino acid 

Total amino 
nitrogen 
(COOH-N) 

COOH-N 

NH,-N 

No. of amino acid 
residues per peptide 
molecule (corrected 
for free amino acids) 


hrs. 

mg. 

mg. 


mg. 


1 

0.5 

0.26 

0.91 

28 

2.42 

3.3 


1 

0.28 

2.48 

11 

7.7 

3.3 


4 

0.28 

8.90 

3 

33.8 

3.9 

2 

0.25 

0.02 1 

0.11 

22 

0.39 

4.1 


0.75 

0.10 

0.74 

13 

2.50 

3.7 


2 

0.21 

2.58 

8 

11.80 

4.9 


3.5 

0.24 

4.20 

6 

20.5 

5.1 

3 i 

0.3 

0.07 

0.38 1 

17 

1.31 

4.0 


1 

0.13 

1.68 

8 

6.03 

3.8 


3.5 

0.24 

3.09 i 

8 

11.05 

3.8 

4 

0.5 

0.07 

0.69 

11 

2.38 

3 .7 


3 

0.14 

1.94 

7 

8.16 

4.4 


liberated, most of which occurs in the early stages of digestion. In the 
experiments reported in Table III, values from 11 to 28 per cent of the 
total amino nitrogen were present as free amino acid nitrogen after the first 
15 to 20 minutes of digestion. After 1 hour, the rate of increase of free 
amino acid nitrogen was small as compared to that of the terminal peptide 
amino nitrogen. The possible release of non-protein amino nitrogen by 
homogenizing the fibrin was controlled by analyzing the dialysate of a 
sample of homogenate incubated without the addition of enzyme. No 
amino nitrogen was detected after 3.5 hours of incubation. 

Removal of Digestion Products hy Dialysis — The evidence' that has been 
presented by Bergmann and his colleagues on enzymatic synthesis of 
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peptide bonds^ and also on tlie effect of peptides acting as ‘^cosiibstrates,” 
has frequently been advanced as an objection to the study of the peptides 
formed by enzymatic hydrolysis of proteins in relation to the protein 
structure or to the enzyme specificity. 

One method of reducing the likelihood of these secondary reactions 
occurring is to remove the peptides by dialysis as they are formed during 
digestion. The rocker-perfusion method referred to in the experimental 
section was used for this purpose. The results of such an experiment, with 
serum albumin as substrate, are given in Table IV. The average value of 

Table IV 

Digestion (jf Bovine Herum- Albumin by Pepsin in Which Peptides Are Removed 

by Dialysis 


10 cc. of 5 per cent soruiii albumin 10 mg. of pepsin. 


Period of coliectioa 
of dialysate 

Terminal amino 
nitrogen (NHs-N) 

Total amino nitrogen 
(COOH-N) 

COOH-N 

No. of amino acid 
residues per peptide 
molecule 

hrs. 

mg. 

mg. 


0 -0.25 

0.15 

0.45 

2.0 

0.25-0.75 

0.70 

3.04 

3.8 

0.75-1.25 

0.85 

3.05 

3.6 

1.25-1.75 

0.74 



1.75-2.25 

0.00 

2.28 

3.S 

2.25-3.25 

1.12 



3.25-4.25 

0.86 

2.82 

3,3 

4.25-5.25 1 

0.57 

2.02 

3.5 

5.25-6.25 

0.59 



6.25-7.25 j 

0.44 

1 .05 

■P4 

7.25-8.25 

0.37 



Average 



3.6) 


the number of amino acid residues per peptide molecule is not significantly 
different from the results found without dialysis, giving an average of 
3.6 (Table II, Experiment 2). It is seen from these results that tlic 
.amino nitrogen value in the first 15 minute dialysate is low (due to dilution 
by the HCl initially present in the dialyzing tube). In the following 3 
hours, the total amino nitrogen found in the dialysate per unit time re- 
mained relatively constant. 

One cannot ascertain from this experiment whether the rate of digestion 
or the rate of dialysis is the limiting factor. If the rate of dialysis is slow in 
relation to the rate of proteolysis, a high concentration of peptides will 
accumulate in the digestion vessel. 
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111 Experiment 1 , Table V, analyses were made at. given times on the 
peptides in the dialysate, Solution A, and also in the dialyzed solution. 

Table V 

Digestion of Bovine Berimi Albu.tnin hij CrgsLallinc Pepsin 'with and wiihoui Removal 

of Peptides by Dialysis 


Experiment 1, 15 cc. of 3.3 per cent serum albumin + 10 mg. of pepsin; Solution 
dialysate; Solution B, dialyzed solution; Solution C, closed system of digestion. 
Experiment 2, 15 cc. of 3.3 per cent serum albumin + 2 mg. of pepsin. 


Experiment 

No. 

Solution 

Period of collection 
of dialysate and 
time of sampling 

Terminal amino 
nitrogen 
(NH2-N) 

Total amino 
nitrogen 
(COOH-N) 

COOH-N 

No. of amino acid 
residues per peptide 
molecule 




hrs. 


mg. 


1 

A 

0 

-1 

0.93 

Z.94 

4.2 



1 

~2 

1.12 

4.50 

4.0 



2 

-3 

0.89 

3.22 

3.7 



3 

-4 

0.(55 

2.29 

3.5 



4 

-5 

0.41 


3.6 

Av(u’age 

3.8 

1 


B 

0 

-0.5 

7.46 

24.8 

3.3 



0.5 

-1 

7.30 

22 . 8 

3.0 



1 

-2 

.5.67 

20.8 

3.7 



2 

-3 

4.08 

11.9 

3.0 



3 

-4 

3.82 

16.5 

4.3 



4 

-5 

2.50 

10.7 

4.3 

Average 

3.6 



Cl 

0 

-0.5 

5.58 

17.6 

3.2 



0.5 

-1 

5.83 

18.7 

3.2 



1 

-2 

6.15 

21.1 

3.2 



2 

-3 

6.73 

21.4 

3.1 



3 

-4 

8.3 

23.6 

2.9 

Average 

3.1 

2 


0 

-0.25 

0.09 

0.37 

4.1 



0.25-0.5 

0.35 

1.34 

3.8 



0.5 

-1 

0.56 

1.86 

3.3 



1 

-2 

1.17 

3.38 

2.9 

Average 

3.5 


Solution B. Simultaneously, a digestion system was set up in a closed 
vessel, Solution C (as used in all earlier experiments). 2 cc. aliquots of 
Solutions B and C v^ere withdrawn at the times indicated and neutralized 
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to stop digestion. These aliquots were then dialyzed against 10 cc. of 
water at 4° overnight. In this procedure, the use of a protein precipitant 
was omitted. 

The results indicate that there is no significant difference in the peptide 
lengths obtained whether or not dialysis is employed. However, this 
experiment also shows that the rate of dialysis is inadequate for the complete 
removal of peptides as they are formed, since the dialyzed amino nitrogen 
values are much less than the corresponding values analyzed in the dialj^zed 
digestion mixture. In order to decrease this accumulation of peptides, a 
similar system of dialysis as described above was used, but only 2 mg. of 
pepsin were added. The results are given in Table V, Experiment 2. 
The results show no significant difference from those reported in Experi> 
ment 1. 


DISCUSSION 

In the experiments reported here, we have not observed any significant 
variation in the size of the peptides formed during digestion. This is 
consistent with the ‘'all or none” hypothesis advanced by Tiseliiis and 
Eriksson-Quensel discussed above. Although the evidence indicates that 
there is not a gradual degradation of the protein molecule, it cannot be 
overlooked that our analyses were performed on trichloroacetic acid or 
picric acid filtrates or the dialyzable fractions. Therefore, large molecules 
resulting from partial degradation could be present in the protein precipi- 
tate or in the non-dialyzable fraction. 

The work of Petermann (10) suggests an alternate mechanism of proteoly- 
sis. From ultracentrifuge studies of the peptic digestion products of beef 
serum pseiidoglobiilin, at pH values from 2.7 to 4.5, she was able to demon- 
strate the presence of components of high molecular weight (probably 
halves and quarters of the protein molecule) under the more alkaline con- 
ditions. She suggests that at the optimum pti for enzymatic activity tlie 
breakdovTi may occur too rapidly to observe intermediate components. 
Bridgman (11), studying the peptic digestion of human 7-giobiilin by 
iiltracentrifuge analysis, also identified half molecules of the protein. He 
obtained a maximum yield of the latter at pH 3.5. 

The differences between these findings and our own and those of other 
workers may be due to the fact that proteolysis varies, depending on the 
structure of the protein substrate. It is of interest that fibrin (the only 
fibrous protein studied so far in relation to the mechanism of proteolysis) 
should behave differently from the other substrates in that it gives a greater 
release of free amino acids, and that this occurs in the initial stages of 
digestion. 

In recent years, considerable work has been done on the partial acid 
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hydrolysis products of proteins in relation to protein structure. There has 
been very little effort, however, to apply enzymatic hydrolysis to such 
studies, although it is probable that one could get easily reproducible 
results by this method. The objections to the application of enz 3 uxiatic 
h 3 "drol 3 ^sis in these studies has been discussed above, and it is felt that the 
use of some method for the continual removal of peptides from the digestion 
mixture as described in this paper may be of value in future development of 
work on these lines. 

The work on the specificity of proteolytic enzymes by Bergmann and his 
colleagues has been applied to synthetic substrates. From these findings, 
the conception has arisen that the proteolytic enzymes have veiy restricted 
specificity. According to present experiments, however, as much as 30 per 
cent of the peptide bonds of serum all^umin is h 3 vlro! 3 ^zed by pepsin. 
Therefore, a further application of the stud 3 ^ of proteolysis may be made in 
relation to enzyme specificity by a stud 3 ^ of the amino acid composition of 
some of the peptides formed. 


SUMMARY 

1 . The digestion of crystalline bovine serum albumin and human 7 - 
globulin by crystalline trypsin and of crystalline bovine serum albumin, 
purified fibrin, and twice recrystallized egg albumin by crystalline pepsin 
has been studied. 

2 . The average number of amino acid residues per peptide molecule 
formed during proteolysis was estimated. These values remained ap- 
proximately constant throughout digestion. The significance of this 
finding in relation to the enzymatic mechanism is discussed. 

3. The free amino acids liberated were also analyzed. Peptic digestion 
of fibrin showed a comparatively high concentration of free amino acids 
released in the first 30 minutes of digestion. 

4. A system for the continual removal of the peptides from the digestion 
mixture by dialysis is described. 

5. The possible applications of studies on the products of proteolysis of 
purified proteins are discussed. 
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to stop digestion. These aliquots were then dialyzed against 10 cc. of 
water at 4° OYernight. In this procedure, the use of a protein precipitant 
was omitted. 

The results indicate that there is no significant difference in. tlie pc^pi.idc^ 
lengths obtained whether or not dialysis is employed. I^uu'ev^^r, this 
experiment also sho'ws that the rate of dialysis is inadeqinite for tlie (‘oiiipletc^ 
removal of peptides as they are formed, since the dialyzcnl amino nii'-rogen. 
values are much less than the corresponding values analyzed in the dialyzed 
digestion mixture. In order to decrease this accumulation of peptides, a^ 
similar system of dialysis as described above was used, but only 2 mg. of 
pepsin were added. The results are given in Table Experirnt^it 2. 
The results show no significant difference from those reported in Experi- 
ment 1, 


DISCUSSION 
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variation in the size of the peptides formed during digestion. This is 
consistent with the “all or none” hypothesis advanced by Tiselius and 
Eriksson-Quensel discussed above. Aliliough the evidence indicates that 
there is not a gradual degradation of the protein molecule, it cannot be 
overlooked that our analyses were performed on trichloroacetic acid or 
picric acid filtrates or the dialyzable fractions. Therefore, large molecules 
resulting from partial degradation could be present in the protein precipi- 
tate or in the non-dialyzable fraction. 

The work of Petermann (10) suggests an alternate mechanism of proteol}^- 
sis. From ultracentrifuge studies of the peptic digestion products of beef 
serum pseudoglobulin, at pH values from 2.7 to 4.5, she was able to demon- 
strate the presence of components of high molecular weight (probal)ly 
halves and quarters of the protein molecule) under the more alkaline con- 
ditions. She suggests that at the optimum pll for enzymatic activity the 
breakdo\m may occur too rapidly to observe intermediate components. 
Bridgman (11), studying the peptic digestion of human y-giohiiliii by 
ultraceiitrifuge analysis, also identified half molecules of the protein. He 
obtained a maximum yield of the latter at pH 3.5. 

The differences between these findings and our own and those of other 
workers may be due to the fact that proteolysis varies, depending on the 
structure of the protein substrate. It is of interest that fibrin (the only 
fibrous protein studied so far in I’elation to the mechanism of proteol 3 ^sis) 
should behave differently from the other substrates in that it gives a greater 
release of free amino acids, and that this occurs in the initial stages of 
digestion. 

In recent years, considerable work has been done on the partial acid 
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liydrol^^sis products of proteins in relation to protein structure. There has 
been very little effort, hoAvever, to apply enzymatic hydrolysis to such 
studies, although it is probable that one could get easily reproducible 
results by this method. The objections to the application of enzymatic 
hydrolysis in these studies has been discussed above, and it is felt that the 
use of some method for tiie continual removal of peptides from the digestion 
mixture as descril)ed in this paper may be of value in future development of 
work on these lines. 

The work on the specificity of proteolytic enzymes by Bergmann and his 
colleagues has been applied to synthetic substrates. From these findings, 
the conception has arisen that the proteolytic enzymes have very restricted 
specificity. According to present experiments, however, as much as 30 per 
cent of the peptide bonds of serum albumin is hydrolyzed by pepsin. 
Therefore, a further application of the study of proteolysis may be made in 
relation to enzyme specificity by a study of the amino acid composition of 
some of the peptides formed. 


SUMMARY 

1 . The digestion of crystalline bovine serum albumin and human 7 - 
globiilin by crystalline trypsin and of crystalline l:)ovine serum albumin, 
purified fibiiii, and twice recrystallized egg albumin by crystalline pepsin 
has been studied. 

2 . The average number of amino acid residues per peptide molecule 
formed during proteolysis was estimated. These values remained ap- 
proximately constant throughout digestion. The significance of this 
finding in relation to the enzymatic mechanism is discussed. 

3. The free amino acids liberated were also analyzed. Peptic digestion 
of fibrin showed a comparatively high concentration of free amino acids 
released in the first 30 minutes of digestion. 

4. A system for the continual removal of the peptides from the digestion 
mixture l)y dialysis is described. 

5 . The possible applications of studies on the products of proteolysis of 
purified proteins are discussed. 
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In a preliminary communication Fried, Koerber, and Wintersteiner (1) 
reported the results of their study in 1944 on the chemical nature of ''flava- 
cidin/’ the penicillin produced by Aspergillus flavus. The evidence then 
available seemed to indicate that flavacidin was a new penicillin not pro- 
duced by Penicilliu7n notatimi] namely, 3-pentenylpenicillin, mixed with 
some benzylpeniciilin (penicillin G) J 

The tentative identification of the main component as 3-pentenylpeni- 
cillin was based on the following findings (3). Though the analyses of 
the crystalline sodium salt of flavacidin were not quite conclusive, they 
favored on the whole a composition Ci 4 Hi 7 -i 904 N 2 SNa. The formula with 
19 H atoms is that of the sodium salt of 2-pentenyJpenieillm, E = CHg*- 
CHo • CH=GH • GIL'", one of the entities produced by PenicilUum notatimij 
but a comparison of the x-ray diffraction pattern of a specimen of the latter 
compound, previously isolated at the Squibb Institute, with that of the 
flavacidin salt revealed such marked differences as to preclude identity 
with this penicillin. The flavacidin salt was then degraded to the penil- 
loaldehyde, R-CO*NH*CH2-CHO (I), by acid hydrolysis and subsequent 
treatment Avith mercuric chloride (4). The penilloaklehyde was isolated 
as the 2, 4-dinit rophenylhydrazone. The analysis of this derivative con- 
formed with the calculated values for the dinitrophenylhydrazone of a 
pentenylpenilloaldehyde (I, R = G5H9), but it strongly depressed the melt- 
ing point of a penilloaldehyde dinitrophenylhydrazone which had been 
previously obtained in the same manner by degradation of crystalline 
sodium 2-pentenylpenicillinate from PenicilUum notatum (5). Moreover, 
the x-ray diffraction patterns" of the two degradation products were iin- 

^ The nomenclature employed here conforms with that adopted in the forthcoming 
monograph, “The chemistry of penicillin,'^ (2) and is based on the R group differentiat- 
ing the various penicillins instead of on the arbitrary designation by letters or num- 
bers hitherto used. In the new terminology, penicillin F is 2-pentenyIpeniciiiin; 
dihydropenicillin F, n-amyipenicillin; penicillin G, benzylpeniciilin; penicillin K, 
n-heptylpenicillin; and penicillin X, p-hydroxybenzylpenicillin. 

® Measurements by N. C. Schieltz, Northern Regional Research Laboratory, 
United States Department of Agriculture, Peoria, Illinois; private communication, 
June 8, 1944. 
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mistakably different, and this was also the case when the dinitrophenylli}- 
clrazone of synthetic 3-hexenoylaminoacetaldehyde (I, R = (dirCHo’- 
C'H=GH*CH 2 “) was substituted for that derived from 2-peiiteiwlpenicib 
lin by degradation. On the other hand, the penilloaldehyde dinitro- 
phenylhydrazone from flavacidin and the derivatives obtained from syin 
tlietic 4-hexeiioylaminoacetaldeh3''de (I, R = CH 3 ’CH— 
showed close correspondence of the patterns, indicating that the precursor 
of the former w'as 3-pentenylpenicillin. It was realized that this coiicliision 
Avould have to be substantiated by rigid characterization of the acid R • - 
COOH, but the amounts of crystalline salt obtained in 1944 did not suffice 
for further degradation work. 

The study was resumed in 194G when a larger batch of fermentation 
broth from Aspergillus jlamis was prepared in the Squibb penicillin plant. 
For the bro\m sugar-containing medium employed in the original work, 
one containing lactose was substituted, a measure which raised the potency 
of the broth from about 20 units to 70 units per cc. The culture filtrate was 
worked up in the same manner as the 1944 batch; that is, b}" the usual 
multiple solvent extraction procedure, except that some further fractiona- 
tion was accomplished in the last step by conducting the extraction of the 
final ether solution with sodium bicarbonate in three stages, corresponding 
to a final pH of the resulting sodium salt solution of G.O, 6.5, and 7.2, re- 
spectively. Exploratory' chromatographic and crystallization experiments 
showed that only the first of these fractions, which represented 62 per cent 
of the total units recovered as sodium salts, readily yielded crystalline 
material by the isolation procedure used in 1944. However, it soon be- 
came clear from analytical and ultraviolet absorption data that this ci^ystal- 
line product differed from that obtained in 1944 in that it contained pre- 
ponderantly benzylpenicilliii instead of a penicillin of the F typo. After 
purification by chromatographing on alumina, as in the isolation of benzyl- 
penicillin (G) and of flavacidin (2), the bonzylpenicillin was removed by 
the triethylamine procedure (7). The material not precipitable by triothyl- 
amine was converted into a crystalline animoiikmi salt, which was spectro- 
graphically free from benzylpenicillin (absence of phenyl bands in tlie range 
2500 to 2700 A). The analyses of this product, and those of a potassium 
salt prepared from it, indicated that we w^ere dealing with an amylpenicillin 
rather than a pentenylpenicillin. The Craig distribution curve (8) of the 
potassium salt (Fig. 1) showed but one maximum, but its shape, and the 
trends in the calculated distribution coefficients (9) and in the Bacillus 
hrevis-Staphylococcus aureus assay ratios over the range of the curve de- 
finitely indicated inhomogeneity. A sample shaken with hydrogen in the 
presence of ■ platinum oxide, conditions under which 2-penteiiylpenicillin 
is readily reduced to n-amylpenicillin (10), took up in sluggish reaction 



M. ADLER AND O. WINTERSTEINER 


875 


about 20 per cent of the hydrogen volume required by an ammonium 
pentenylpenicillinate. On the assumption that the original product con- 
sisted mainl}" of the w~amylpenicillin mixed with a much lesser amount of a 
pentenylpeiiicillin, it was hydrolyzed with strong hydrochloric acid in 
order to secure and characterize the side chain fatty acids. The acidic 
fraction, which accounted for about 80 per cent of the ether-soluble prod- 
ucts, consisted of substantially pure n-caproic acid as shown by analysis, 
physical properties, and conversion to the crystalline p-toluidide. There 
was no doubt, therefore, that the main component of the ammonium salt 
mixture was n-amylpenicillin and not a pentenylpenicillin. That the 
minor constituent revealed by counter-current distribution was a penicillin 
of the latter type could be surmised from the small but definite hydrogen 
uptake. The hexenoic acid derived from this entity was apparently con- 
verted, under the influence of the mineral acid used in the h}- drolysis, into a 
lactone which remained in the neutral portion of the ether-soluble prod- 
ucts, and was later lost by volatilization. 

Next, the potassium salt, as well as the contents of Tubes 14 to 20 from 
the counter-current distribution experiment, which could be assumed to 
consist of substantial!}^ pure n-amylpenicillin, were degraded to the penillo- 
aldehyde by the procedure mentioned earlier. The dinitrophenylhydra- 
zones thus obtained were recrystallized till their melting points were con- 
stant (182. 5^^ and 183.5"^, respectively). As expected, neither preparation 
depressed the melting point (188°) of synthetic n-capro3fiaminoacetalde- 
hyde dinitropheiiyUiydrazone. However, it was somewhat surprising to 
find that their mixtures with the penilloaldehyde dinitrophenjdliydrazone 
obtained in 1944 (m.p. 182°) and with the sample of synthetic 4-hexenoyl- 
aminoacetaldehyde dinitrophenylhydrazone used for comparison at that 
time likewise showed no melting point depression. A new specimen of the 
latter compound was then synthesized and carefully purified. Its melting 
point was somewhat higher (186°) than that of the old preparation, but 
again no depression was observed in mixture, either with the present 
peiiilloalcleliyde dinitrophenylhydrazone or with the synthetic n-caproyl 
derivative. In the hope that the x-ray diffraction patterns would reflect 
the structural differences between the two s}mthetic compounds and thus 
achieve the desired differentiation, the two penilloaldehyde dinitrophenyl- 
hydrazone preparations from the present batch and the two synthetic 
compounds were submitted to Dr. G. L. Clark of the Department of Chem- 
istry, University of Illinois, who kindly consented to have the necessary 
measurements carried out in his laboratory.^ However, the diffraction 
patterns of the four preparations were practically identical, nor could 

3 We wish to express our sincerest thanks to Dr. Clark for his cooperation and the 
valuable assistance lie thereby rendered in clarifying this problem. 
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they be distinguished from the patterns obtained in 1944 in the Northcnii 
Regional Research Laboratory from the compounds then submitted (diiii- 
trophenylliydrazones of the degradation product and of synthetic 4- 
hexeiioylaminoacetaldehyde) . 

It Avas clear, then, that the dinitrophenylhydrazoncs of ?^caproyl- and 
d-hexenoylaminoacetaldehyde cannot be distinguished by either melt-ing 
point or x-ray data, and that consequently the flavacidin obtained in 1944 
could have been either 3-pentenylpenicillin or ?i-amylpenicillin. HoAvever, 
since there is no other conclusive evidence for the existence of a 3-peiitenyb 
penicillin, Avhereas ^z-amylpenicillin is knoAvn to be a metabolic product of 
another aspergillic species, namely Aspergillus giganteiis (11), as well as of 
PemcilUum notaium (12), it appears highly probable that the entity iso- 
lated in 1944 was actually the latter penicillin. The fact that the analytical 
composition of the penilloaldehyde dinitrophenylhydrazone then, obtained 
corresponded to the formula with 2 hydrogen atoms less Avas probably due 
to contamination with, some of the phenylacetylaminoacetaldehydc deriva,- 
tive, originating in the small amount of benzyl penicillin in the flavacidin 
sodium salt. 

The remainder of the study Avas concerned Avith adducing evidence for the 
nature of the R group in the minor component, presumably a pentenyl- 
penicillin, present in the benzylpenicilliii-free crystalline preparations. To 
attempt the isolation of this entity in form of a pure salt seemed impractica 1 
in vieAA^ of the small proportion present and the difficulties attending the 
separation of such closely related penicillins. Similar difficulties could l:)e 
anticipated in the separation of small amounts of the derived fatty acids; 
moreover, the danger of double bond shifts in hexenoic acids or of their 
conversion to lactones by the vigorous ]lydrolyti(‘ treatment necessary for 
their liberation could not be disregarded. We therefore resorted to an 
indirect but milder method, in which the penilloaldehyde dinitrophenyl- 
iiydrazoiie mixture Wiis used as the starting mateiial, and which is exem- 
plified beloAv for 4-hexenoylaminoaeetaldehyde dinitrophenylliydrazoiK^. 

CHoCH :CH- CHr CHr CO- Nil- CHr CII:N-NH- C • (^0-2)2 

[CHiiCHOH • CHOH ■ CH. ■ CH» - CO- Nil - ] - 

GHs'CHO (isolated as dimtrophenyiliydrazone) 

To make sure that these reactions proceeded in the expected fashion, 4- 
hexenoic acid p-toluidide was treated with osmic acid in ether. The yield 
of pure 4,5-dihydroxycaproic acid p-toluidide Avas 46 per cent. Oxidation 
of the latter compound with periodic acid gave acetaldehyde, which was 
isolated as the 2,4-dinitrophenylhydrazone. The Aveight of the derivative 
corresponded to 65 per cent of the calculated amount. Similar experi- 
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iiients, but without isolation and characterization of the intermediate 
glycols j were performed with 4-hexenoic acid itself and with 4-hexen.oyi- 
aminoacetaldehyde dinitrophenylhydrazone. In the latter case the over- 
all yield of acetaldehyde was 48 per cent of the theoretical, showing that 
the side products which were undoubtedly found in both oxidation steps 
did not interfere with the isolation of the volatile aldehydic fragment. The 
choice of the penilloaldehyde dinitrophenylhydrazone as the starting prod- 
uct for the oxidative degradation was dictated by the necessity, on the 
one hand, of avoiding the complications to be expected from the presence 
of sulfur-containing products derived from the penicillamine moiety, and, 
on the other hand, of securing the moiety containing the R group in the form 
of a derivative which could be isolated in reasonably good yield, thus 
minimizing the danger of losing by fractionation a substantial part of the 
iinsaturated component of the mixture. 

"RTien the procedure was applied to the total crude dinitrophenylhydra- 
zone mixture obtained from benzylpenicillin-free crystalline material, only a 
small amount of volatile aldehyde was recovered as the dinitrophenyl- 
hydrazone after the second oxidation step. Lack of material prevented 
complete purification of the derivative, but its analytical properties left 
little doubt that the constituting aldehyde w’as propionaldehyde and not 
acetaldehyde, and hence the penicillin from which this fragment was de- 
rived was 2-pentenylpenicillin, This result renders it all the more probable 
that the 1944 flavacidin was n-amylpenicillin and not S-pentenylpenicillin. 

An incidental result was the isolation of 2-furoic acid from a chromato- 
graphic side fraction. It is interesting to note that this acid was also 
encountered by McKee and MacPhillamy (13) in their original work on 
the factor later called flavacidin. It has furthermore been found in impure 
penicillin from Penicillium notatum (14). Since 2-furoic acid does not 
seem to be a common metabolic product of molds, it may have its origin 
in the corn steep liquor used as a constituent of the medium in all these 
instances. 


EXPERIMENTAL 

Microbiological Assays — Unless stated otherwise, the potency and unit- 
age figures given in the following were obtained by plate assay vath Staphy- 
locctis aureus (Heatley) as the test organism and crystalline sodium benzyl- 
penicillinate (Food and Dnig Administration standard, 1667 units per mg.) 
as the standard. Differential assay denotes the ratio of the activit}" 
against Bacillus suhtilis (rough strain) over that against Staphylococcus 
aureus as measured by plate assay (15). For some of the highly purified 
and crystalline preparations, the ratios of the minimal inhibiting concen- 
trations for Staphylococcus aureus to Bacillus brevis to Organism E (16), 
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as measured the broth dilution method of Donoviek, Lapedes, and Pansy 
(17 ) 5 are given. This ratio, designated St : B : E in the following, is 1 : 1 .9 : 4.2 
for beiizylpenicillin, 1:3.8: 6.9 for 2-pentenyIpeiiiciiliii, and (on the basis 
of the results obtained in this work with about 75 per cent pure potassium 
n-amylpeiiiciilinate) in the neighborhood of 1:3.5:12 for ■/^-ainylpenicillin. 

FermentaMon and Extraction — The fermentation of Aspergillus Jlamis 
was carried out in a large fermentation tank, with a medium wliicli con- 
tained besides the usual inorganic constituents (KlioPO-i 1.0 per cent, 
magnesium sulfate 0.55 per cent, chalk 1.0 per cent) 1,5 per cent of cheese 
whey as the lactose source, and 6.2 per cent of corn steep liquor. The broth 
was harvested 73 hours after inoculation, when its pH was 7.3 and its 
potency 70 units per cc. It was worked up by the usual multiple extraction 
procedure (amyl acetate •^> buffer — > chloroform — -> buffer ether). The 
final ether solution, which contained 74 per cent of the activity in the filtered 
broth, was fractionally extracted with sodium bicarbonate solution in 
such a manner that the final pH of the first extract was 6.0 (Fraction I); 
that of the second, 6.5 (Fraction II); and that of the third, 7.2 (Fraction 
III). The sodium salt obtained from the first extract represented 62 per 
cent of the units present in the ether and had a potency of 720 units per 
mg.; the differential assay ratio was 0 . 9 , indicating the presence of a con- 
siderable amount of benzylpenicillin (differential assay = 1.0). For the 
reason pointed out above, only this fraction was thoroughly examined 
chemically.^ 

Chromatographic Purification — typical experiment is described. 25 
gm. portions of the crude sodium salt from the extract at pH 6.0 were 
dissolved in 150 cc. of acetone containing 5 per cent of water, and chromato- 
graphed on a column (6.5 X 47 cm.) of sulfuric acid-washed alumina (pH 

4.5 ill water suspension). The chromatogram was developed by washing 
with 3 liters of the same solvent. The distribution of pigments and of 
activity in a typical chromatogram was as follows: brown top zone (A), 
7 cm.; light tan zone (B), 16 cm.; orange band (C), 1 cm.; colorless zone 
(D), 5 cm.; yellow band (E), 1 cm.; pale yellow zone (F), 17 cm. The 

The corresponding data for the other two fractions are as follows : Fraction II, 

23.5 per cent of activity, 745 units per mg., differential assay, 0.80; Fraction III, 10 per 
cent of activity, 386 units per mg., differential assay, 0.70. Preliminary chromato- 
graphic and crystallization experiments were carried out on both fractions by Dr. C. 
Glaser of the Squibb Manufacturing Laboratories. The crystalline product obtained 
from Fraction II in poor yield resembled similar material from Fraction I, particu- 
larly in regard to its high content of benzylpenicillin. Fraction III yielded small 
amounts of crystalline products containing relatively little benzylpenicillin; the ana- 
lytical, Craig, and microbiological data indicated that they consisted of mixtures of 
penicillins of the F type with some benzylpenicillin and probably also w«heptyl- 
peniciilin. 
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column was cut into three sections, each of which was eluted with 0.2 m 
phosphate buffer of pH 7.0 at 5°. The eluted materials were converted 
into sodium salts in the usual way. The top section, SI, comprising Zone 
A, contained 17 per cent of the activity; the middle section, SII (Zones B, 
C, and D), 45 per cent; the bottom section, Sill (Zones' E and F), 24 per 
cent. 

Sodium salts obtained from Section SII, which represented the purest 
material and contained the bulk of the activity, readily yielded crystals 
on treatment with dry acetone. However, when their high content of 
benzylpenicillin became apparent, crystallization at this stage was omitted; 
instead, the buffer eluate from Section SII was chilled, acidified to pH 2 
with phosphoric acid, and extracted with ether. This ether solution was 
then used directly for the fractionation with triethylamine. 

Isolation of Benzylpenicillin — To a dry ether solution (160 cc.) of free 
penicillin (1.6 gm., representing Section SII from the chromatographic 
fractionation of 5 gm. of Fraction I) there was added in small portions a 10 
per cent ethereal solution of triethylamine. The oily deposits initially 
formed were discarded. After the addition of an excess of the reagent the 
solution was allowed to stand at 4° for 12 hours. The crystalline triethyl- 
amine salt was collected (522 mg.) and recrystallized from hot chloroben- 
zene (18). It melted at 131-134° (decomposition) and showed the follow- 
ing microbiological characteristics: potency, 1310 units per mg.; differential 
assay ratio, 0.93; St:B:E, 1:1,7: 5.2. The analysis of the desiccator-dry 
preparation was low in carbon, indicating contamination with an F type 
of penicillin. A larger amount of crude triethylamine salt (SII-A, 15.8 
gm., from 60 gm. of Fraction I) was therefore converted into the sodium 
salt by transfer through ether. A portion of the lyophilized product (5.5 
gm.) was treated with dr^^ acetone, and the resulting semicrystalline mass 
(1,25 gm.) was recrystallized from aqueous n-butanol in the usual manner 
(19). Further recrystallization from aqueous acetone gave 0.9 gm. of 
pure sodium benzylpenicillinate assaying 1640 units per mg. (average of 
thirteen assays) and giving a St :B ratio (minimal inhibiting concentrations) 
of 1:1.55. 


Ci6Hi704N2SNa. Calculated, C 53.92, H 4.81; found, C 54.15, H 4.99 

Isolation and Properties of Crystalline Salts from Benzylpenicillin-Free 
Fraction — The ethereal filtrate from the triethylamine salt SII-A was chilled 
and extracted with an ice-cold solution of phosphoric acid till all the tri- 
ethylamine was removed. The ether phase was washed ivith water and 
then extracted Avith seA^eral portions of dilute aqueous ammonium hydroxide 
till the pH of the combined ext.racts was 6.5. The lyophilized ammonium 
salt, Avhich assayed 1470 units per mg. and represented 25 per cent of the 
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etlicr-extractable solids in the eliiate SII, was orystalli^Jed by dissolving it 
ill a minimiirri volume of acetone containing 5 per cent of water and adding 
absolute acetone in excess. The microbiological cliaracteristics of the crys- 
talline preparation (SII-Bl), which did not differ materially from that of 
tlie amorphous product, were as follows: potency, 1510 units per mg. 
(sixteen assays) ; differential assay 0.G3 ; St : B : E, 1 : 3 .8 13 . The analytical 
sample was dried at 37° m vacuo over phosphorus pentoxide (weight loss, 
2.63 per cent). 

ChHi 904 N 2 S*NH 4 . Calculated, C 51. 04, H 7.01 
Ci4H2i04N2S*NH4, 50.60, 7.60 

Found. ‘^50.19, 7.3S 

50.13, ‘‘ 7.49 


The mother liquor yielded additional crystalline material of similar 
microbiological properties. The total amount (3.09 gm.) corresponded to 
5.2 per cent of the weight of the starting material (Fraction I), or 11 per 
cent of its activity. 

A 200 mg. sample, dissolved in 5 cc. of water, was hydrogenated at 30° 
in the presence of platinum oxide (500 mg.). After 3 hours 18.7 per cent 
of the amount of hydrogen which would have been required by pure am- 
monium pentenylpenicillinate had been consumed. Continued hydro- 
genation with fresh catalyst resulted in a small additional uptake, which 
raised the above figure to 21.8 per cent. 

A portion of the ammonium salt was converted to the potassium salt by 
transfer through ether. Crystallization of the lyophilized material from 
aqueous acetone in the manner described above yielded a hygroscopic, 
crystalline product (SII-B2) assaying 1420 units per mg. and showing a 
St:B:E ratio of 1:3*0:11.2. The analytical sample lost 3.4 per cent of 
moisture on drying at 100° m vacuo over phosphorus pentoxide. 


C 14 H 19 O 4 N 2 SK. Calculated. 
CHlbi0.iN2SK. 

Found. 


C 47.98, H 6.4,5, N 7.99, K 11.16 

47.70, ‘‘ 6.00, ‘‘ 7.95, 11.04 

47.85, “ 6.02, ‘‘ 7.90, 11.25 

‘‘ 47.60, ‘‘ 5.97, 7.69, 11.02 


The counter-current distribution data obtained with this material are 
given in Fig. 1. 

It will be noted that the experimental (weight and activity) curves coin- 
cide fairly well with the theoretical curve between Tubes 14 and 19 , but 
markedly deviate from it below Tube 13 and, to a lesser extent, above Tube 
20. Since it must be assumed that Tubes 14 to 19 contained for the most 
part n-amylpenicillin, the total amount of penicillin calculated from the 
ordinate values of the theoretical curve, in relation to the total amount of 
penicillin actually recovered from the tubes, may be taken as a measure of 
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the content of n-amylpenicillin. The figure thus obtained^ 74 per cent, is 
in good agreement with the value (72 per cent) calculated from the yield of 



Fig. 1. Twenty-four tube counter-current distribution of potassium salt SII-B2, 
System, 2 m phosphate buffer (pH 4.S)-ether, 5°. X, nag. of free penicillin, deter- 
mined by weighing; O, mg, of free penicillin, determined by assay (= (units)/1400); 
□ , theoretical curve, calculated from the distribution coefficient, K = 1,67, and the 
•weight of penicillin in Tube 15. #, {B. brevis) /(Staph, aureus) ratio, 

crude ?z-caproic acid isolated from the acid hydrolysate of the crystalline 
ammonium salt (see below). 

The deviation from the theoretical curve at Tubes 19 to 24 corresponds to 
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the presence of 5.6 per cent of a component with a high distribution coeffi- 
cient, possibly W“heptylpenicillin. The more slowly moving component 
revealed by the deviation at the left side of the maximum and accounting 
for the remaining 20 per cent was probably for the most part 2-pciiteiiyl~ 
peniciiliri, 

Specirophotometric Procedure for Detection and Estmatiofi of Benzyl- 
penicillm in, Mixtures — The absence of significant amounts (>5 per cent) 
of benzylpenicillin in the ammonium salt SII-Bl was proved by means of a 
spectrophotometric procedure, which utilizes the fact that the phenyl 
bands originating in the benzyl group become much better defined when 
this penicillin is hydrolyzed with alkali to benzylpenicilloic acid. Whereas 
in the ultraviolet absorption curve of benzylpenicillin the phenyl bands at 
252, 258, and 264 mju appear superimposed on the slope of the end-absorp- 
tion, which is still very intense in that region, alkaline hydrolysis causes 
recession towards lower wave-lengths of the high band responsible for the 
end-absorption, so that the phenyl bands become well resolved, and their 
relative intensities approach more nearly those seen in the spectrum of 
pheiiylacetic acid. The extinction coefficient of the main phenyl band at 
258.5 mg can then serve as a rough measure of the benzylpenicillin con- 
tent of a mixture, while in the curve of the unhydrolyzed preparation it 
cannot be so evaluated. A correction must be applied for the contribution 
at this wave-length of the residual end-absorption band; nc., the extinc- 
tion at 258 mg given by an alkali-hydrolyzed sample of a pure penicillin 
possessing an aliphatic R group (preferably n-heptylpenicillin, which can 
be most easily freed from benzylpenicillin). Reasonably good quantitative 
results were thus obtained on mixtures containing various proportions 
of sodium benzylpenicillinate and ammonium n-heptylpenicillinate, the 
purity of which had been checked by the Craig counter-current distribution. 
With such mixtures, the greatest deviation of the determined from the 
actual benzylpenicillin content was d=5 per cent of the total penicillin, pres- 
ent, and so the smallest content which could be detected with certainty 
was about 5 per cent. Three illustrative absorption curves are given in 
Fig. 2. 

The experimental procedure was as follows : An accurately weighed sample 
(about 10 mg.) of the penicillin salt to be examined was dissolved in 5.0 cc. 
of aqueous 0.2 n sodium hydroxide. After standing at room, temperature 
for 30 minutes, the solution was neutralized with 5.0 cc. of 0.2 n hydro- 
chloric acid, and used as such or after suitable dilution with 0.2 n sodium 
chloride solution for the determination of the ultraviolet characteristics 
in the region 245 to 270 mg. When little or no benzylpenicillin was ex- 
pected to be present, the extinctions were measured over that range in 0.5 
mg intervals and the complete curve was plotted; so that small deviations 
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from the smooth, flat curve characteristic for benzylpenicillin-free prepara- 
tions could be detected. 

n-Caqrroic Acid from Ammonium Salt SII-Bl — The ammonium salt 
(600 mg.) was hydrolyzed with boiling 20 per cent hydrochloric acid (25 
cc.) for 18 hours, whereupon the solution was distilled with steam. The 
distillate was neutralized with sodium bicarbonate and extracted with 
ether. The neutral product recovered from the dried ether phase was a 
brown oil (43 mg.), most of which volatilized on standing for several days 



Fig. 2. Ultraviolet absorption curves of alkali-hydrolyzed penicillin. (1) Sodium 
benzylpenicillinate (Curve A) ; (2) ammonium Tz-heptjdpenicillinate (Curve B) ; (3) 
mixture of (1) and (2), weight proportion 1:3 (Curve C). 

in the evacuated desiccator. This product was apparently a lactone 
formed under the influence of the hot mineral acid from an unsatiirated 
acid, presumably the 3-hexenoic acid. 

The aqueous phase on acidification and extraction with ether yielded to 
the latter a liquid acid (152 mg.), which was purified by distillation in vacuo 
in a molecular still (b.p. 87'^ (bath temperature) at 9 mm.). When im- 
mersed in a freezing mixture, it crystallized and on thawing melted at 
— to "“2°. The product did not react vdth alkaline permanganate or 
with bromine. 


C 6 H 12 O 4 . Calculated, C 62.04, H 10.41; found, C 62.02, H 10.31 
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The p-toluidide was prepared via the acid eliioricle^ and after three 
recrystallizations from hexane melted at 74.5-75.5^. It did not depress tlie 
melting point of an aiitlicntic sample of '/^-caproi(; acid j^-toloidide (75'“7 (>"’). 

CidTioON. Calculated. C 70.08, 11 0.33, N 6.83 
Found. 76.00, 0.16, “ 7.09 

Pcnilloaldehyde 2 y^rDiniirophcnylhydrazonc Polassium SaM 
'—A solution of the salt (95 mg.) in 0.1 n sulfuric acid (15 cc,) was boiled 
under reflux for 2 hours, and after cooling mixed with a 5 per cent mercuric 
chloride solution (10 c(^). The resulting precipitate (penicillamine mer- 
cury mercaptide) was liltered off and washed with 'water. The combined 
filtrate and washings after demercurization with, hydrogen sulfide, filtra- 
tion, and aeration with nitrogen gas yielded with excess dinitrophenyl- 
hydrazine reagent (in cthanol-4 n HCl, 1:1) 44 mg. of a precipitate which 
after two recrystallizations from 75 per cent ethanol melted at 182"d.82.5® 
(decomposition). 

The material recovered from Tubes 14 to 20 of the counter-current dis- 
tribution experiment w^as combined and treated in the sa,mc maimer. The 
purified dinitrophenylhydrazone thus obtained melted at 182.5“483.r)° 
(decomposition). 

n-Cafroylaminoacetaldehyde 2 ^/i-Dinilroqyhmylhydmzom — The (lieth3d“ 
acetal of the adeliyde was prepared from n-caproyl chloride and amino- 
acetaldehyde diethyl acetal in pyridine-ether according to Bentley et aL 
(20). The compound was purified by fractional distillation (b.p. 155-160® 
at 10 mm.) and then treated with a saturated aqueous solution of 2,4- 
dinitrophenylhydrazone in 5 n hydrochloric acid at 0®. The melting point 
of the once recrystallized dinitrophenylhydrazone was 187.5-188® (de- 
composition) and remained constant on further rccrystallization. 

JrHexemylajnimacetaldeliyde 2,4’'Dmitrophmylhydrazone — 4-IIexeuoi(^ 
acid was prepared from '‘hydrosorbic acicF’ })y the procedure of Letch and 
Linstead (21). The constants of the methyl ester (b.p. 55-55.6® at 19 mm.; 
nf 1.4248) and of the acid (b.p. 107-108® at 16 mm.; 1.4389) were in 
agreement with those given by these authors. The y;-toluidide (22), ])i’c- 
pared via the acid chloride, melted at 104°. 

C 13 H 17 ON. Calculated. C 76.96, H 8.57, N 6.81 
Found. 76.81, “ 8.43, 6.89 

A mixture of 4-hexenoic acid (L97 gm.) and thionyl chloride (2.6 gm.) 
was allowed to stand at room temperature for 24 hours. After removal of 
excess reagent by aeration with nitrogen the residual oil was cooled to 0 ® 
and mixed with an ice-cold solution of aminoacetaldehyde diethyl acetal 
(1.84 gm.) in absolute ether (20 cc.). The solution was allowed to stand 
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at room temperature for 2 hours, whereupon it was filtered, washed Avitli 20 
per cent potassium carbonate solution and water, and dried over sodium 
sulfate. The residue obtained by removal of the solvent (4.0 gm.) was 
fractionally distilled in vacuo. The main fraction (b.p. 155-156° at 9 mm.) 
was treated with a saturated aqueous solution of 2,4-dinitrophenylhy- 
drazine in 5 n hydrochloric acid at 0°. The resulting precipitate, after 
recrystallization from 60 per cent ethanol, melted at 185-186° (decomposi- 
tion). The melting point did not change on further recrystallization, 

C 14 H 17 O 5 N 5 . Calculated. C 50.15, H 5.11, X 20.9 
Found. 50.39, 5.13, “ 20.7 

The melting points of the four dinitrophenylhydrazones prepared in this 
investigation, together with those of the penilloaldehydes from the 1944 


Table I 


2,4-Dmitrophenylhydrazone of 

M.p. 

Penilloaldehyde from K salt 8 II-B 2 (I) 

1 «c. 

1S2 -182.5 

“ ' “ “ “ Tubes 14-20 (II) 

1 182.5-183.5 

“ “ 1944 flavacidin (III) 

181.5-182=^ 

“ “ 2 -peiitenvi penicillin (IV) 

178 -180 

n-Caproylaminoacetaldehyde (V) 

187. 5-188 

I'llexenoviaminoacetaldehvde (VI) 

185 -186 

i 


Originally given as 180-180.5° (3). 


flavacidin and from 2-pentenylpenicillin produced by Penicilliivm notaimn 
(5), are listed in Table 1. With the exception of IV, the preparations 
listed showed no melting point depression in mixture with one another. 
The melting points of the mixtures were generally those of the lower melt- 
ing component, or slightly higher. Thus the mixtures of I and III and of 
I gnd V melted at 182-183°; that of I and VI, at 183-184°; that of III and 
V, at 181.5-183.5°; and that of the two synthetic compounds, V and VI, 
at 185-186°. In contrast, the penilloaldehyde dinitrophenylhydrazone 
from 2-pentenylpenicillin (IV) depressed the melting point of III to 174- 
175.5°, and that of the synthetic compound V to 172-172.5°. 

Degradation of 4-Hexenoic Acid and Derivatives to Acetaldehyde, (a) 
With 4-Hexemic Acid — To a solution of 4-hexenoic acid (445 mg.) in 
absolute ether (12 cc.) there was added osmium tetroxide (1.0 gm.) in 5 
cc. of the same solvent. A brovm precipitate formed immediately. The 
mixture was allowed to stand at room temperature for 2 days in the dark. 
The residue obtained by removal of the solvent in vacuo was decomposed 
by boiling Avith a solution of sodium sulfite (15 gm.) in 200 cc. of 50 per 
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cent aqueous ethanol for 4 hours. The resulting precipitate Wius r(unoved 
by filtration and leached with four 50 cc. poiltons of eiJuiiioL T1 h« rc'sidiie 
obtained by evaporation of the com})ined fili.rate a,nd alcoholic sohiiions 
was freed from inorganic salts by repeated extraction wiiJi iibsoliiii,^ {Uha-noL 
The extracts were brought to dryness in vacuo^ yielding a yellow oil which 
was used without further purification for the reaction with, |xn*ic)di(“, aedd. 

The consumption of periodate was deterininod by the method of Rap- 
paport, Reifer, and Weinmann (23); 17.7 mg. consumed in fast roaetioii 20.6 
mg. of KIO4 (24 hour value); required for 4,5-dihydroxyhexanoic. acid, 
27.7 mg. 

The glycol (220 mg.) was treated with periodic acid (620 mg.) in a(|ue()iis 
solution (12.5 cc.). The volatile reaction products were emt- rained in a 
current of nitrogen which passed through a 0.4 per cent solution of 2,4- 
dinitrophenyihydrassine in ethanol-4 n hydrochloric acid, 1:1, till no further 
precipitate was formed. The crude hydrazone (collected after 21 liours 
aeration, 244 mg., 73.7 per cent of the calculated amount) medied at 130” 
(decomposition) after drying at room temperature. On recrystallization 
from aqueous ethanol, it yielded three successive crops of crystals differing 
in their melting points (147-151°; 142-143°; 145-149°). Those were 
combined and chromatographed in chloroform solution on aluniin.a. The 
bulk of the material was recovered from the bottom of the column by elu- 
tion with ethanol as two fractions melting at 138-140° and 141-142°, re- 
spectively. Rechromatographing the combined fractions in benzene- 
hexane solution indicated that it was essentially homogeneous, though it 
now melted at 145-150°. It appears that this preparation consisted pre- 
ponderantly of the low melting modification of acetaldehyde 2 , 4-(Iinitro- 
phenylliydrazone (24), for on drying at 100° in vacuo the melting point 
rose steadily till it became constant at 154-156°. 

CsHs 04 N 4 . Calculated. C 42.86, H 3.60, N 25.0 
Found. 42.68, 3.51, 24,8 

(b) With 4-Hexenoic Add p-Toluididc — solution of the toluidido (1.444 
gm.) in absolute ether (120 cc.) containing osmium tetroxide (2 gm,.) was 
allowed to stand in the dark for 4 days, whereupon it was worked up as 
described under (a), but with double the amounts of sodium sulfite and 
solvents. The final product was a brown syrup which was decolorized with 
charcoal in ethanol and then crystallized from hot w-ater. The 4,5-dihy- 
droxycaproic acid pAoluidide thus obtained melted at 150-150,5° (decom- 
position). Recrystallization did not raise the melting point. The yield 
of pure product was 780 mg. (46 per cent). 

CisHisOsN. Calculated. C 65.80, H 8.07, N 5.94 
Found. ‘‘ 65.77, 8.31, “ 5.77 
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The toluidide (221 mg.) was dissolved in ethanol (2 cc.) and a solution of 
periodic acid (314 mg.) in water (4 cc.) was added. Aeration with nitrogen 
after 5 hours standing into dinitrophenylhydrazine reagent yielded 114 mg. 
of the acetaldehyde derivative, m.p. 147-150^, and an additional 28 mg. 
after 24 hours, the total yield corresponding to 65 per cent of the calculated 
amount. 

(c) With 4-HexenoyIa7nmoacetaldehyde 2 j4-Dinit‘rophenylhydTazone — To 
a solution of the hydrazone (160 mg.) in 7 cc. of dry pyridine (25) osmium 
tetroxide (250 mg.) dissolved in absolute ether (4 cc.) was added. After 
2 days the mixture was worked up as described under (a). The crude re- 
action product (120 mg.) was used without further purification for the 
reaction with periodic acid (151 mg.). The solvent used was 23.5 per cent 
aqueous ethanol (8.5 cc.). After 6.5 hours 31 mg. and after 24 hours an 
additional 20 mg. of acetaldehyde dinitrophenylhydrazone, m.p. 143-144°, 
w'ere collected. Recrystallization from aqueous ethanol (m.p. 149-150°) 
follow'ed by heating at 100° in vacuo raised the melting point to 153-157°. 
The identity of the product was confirmed by elementary analysis. 

A blank experiment carried out with the above amounts of periodic acid 
and 23,5 per cent ethanol yielded 17.5 mg. of a brown precipitate which 
possibly contained some acetaldehyde dinitrophenylhydrazone derived 
from the ethanol by an abnormal type of oxidation. In a similar blank 
run with aqueous dioxane no such precipitate was formed. This solvent 
was therefore used in the periodic acid step of the degradation e.xperiment 
described below. 

Oxidative Degradation of Penilloaldehyde Dinitrophenylhydrazone Mixture 
from Benzylpenicillin-Free Fraction — The starting product was a crystalline, 
benz 3 dpenicillin-free ammonium salt which was prepared from Fraction I 
in the same manner as the ammonium salt SII-BL Itw^as degraded to the 
penilloaldehyde as described for the potassium salt SII-B2, except that the 
demerciirization with hydrogen sulfide prior to the addition of the dini- 
trophenylhydrazine reagent was omitted. The crude dinitrophenyl- 
hydrazone (1.3 gm., m.p. 170-173°, decomposition) was treated with os- 
mium tetroxide in pyridine-ether as in the procedure described in section 
(c). The reaction product, isolated in the usual manner, was a yellow oil 
weighing 750 mg. It was dissolved in pure dioxane (20 cc.), and after the 
addition of an aqueous solution (40 cc.) of periodic acid (1.4 gm.) a stream 
of nitrogen was passed through the clear solution into a receiver containing 
a 0.4 per cent solution of dinitrophenylhydrazine in ethanol-2 n hydro- 
chloric acid, 1:1. The orange-colored crystals collected after 24 hours of 
aeration weighed 16 mg. and melted at 133-134° (decomposition, hot stage). 
They Avere recrystallized first from absolute ethanol and then from glacial 
acetic acid (m.p. 142-144°, hot stage). Lack of material prevented further 
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purification. A mixture with an authentic specimen of propioiialdeliyilc 
2j4"dinitropheiiylliydra2:onc (m.p. 148-151°) melted at 143-145° (de- 

composition j hot stage). 

CiiHiodiN-i. Calculated. C 45,3S^ 11 4.23, N" 23.5 

C4Hs04N.i. 42.81), 3.()0, 25.0 

Found. 44.40, 3.92, 23.6 

On a molar basis, the yield of propionaklehyde from the diiiitroplieiiyl- 
liydrazone mixture Avas 1.85 per cent, which corresponds to only a small 
fraction of the assumed pentenylpenicillin content of the comparable a.ni- 
moniiim salt SII-Bl (about 20 per cent). This discrepancy is undoubtedly 
in part due to losses sustained in the three steps of the degradaiion pro- 
cedure; the yield of penilloaidehyde dinitropheiiylliydrazonc wa,s only 00 
per cent of the amount calculated for ammonium n-aniylpenicillin, and, to 
judge from the experiment Avith 4-hexenoyIaminoacctaIdchyde diniirtK 
phenylliydrazone, in Avhich the yield of the acetaldehyde deriAUitivc n'its 
47.5 per cent, ewen greater losses probably occurred in the following two 
oxidatme steps. IXIoreoAnr, some fractionation, entailing a comparatiAmly 
greater loss of the unsaturated component, may have taken place in the 
preparation of the ponilloaldeh 3 ’^de hj^'drazonc mixture. IIoAvever, in Anew 
of the complex procedure emplo^^ed in the preparation of the bcnzylpcni- 
cillin-free salt fi’om Fraction I, it is also quite possible that the pentcnyl- 
penicillin content of the ammonium salt used for the above experiment 
Avas markedl}^ lower than that of SII-Bl, and that this wns the chief reason 
for the unexpectedly low o\"er-all jdeld of propionaldeh^'de. 

Isolation of 2~Furoic Acid — In a chromatographic experiment sta^i.iiig 
from 30 gm. of Fraction I, the dark broAvn band forming tlio lowcu* part of 
Zone A was eluted separately Avith pliosphafc buffer. The dntiio 
subjected to the same procedure, iiiclusiA'C of the i)recipitation with iri- 
etlyylamine, as the middle section of (‘hroniatograin (Section bll). 
The lyophilized ammonium salt (1.2 gm,, 435 units i)or mg.) obtained from 
the triethylamine filtrate on treatmemt with absolute acetone yielded 
crystalline material Avhich AA^as recr^^stallizcd from jupicous aceto!ie in the 
usual manner. The resulting crystalline salt (408 mg., m.p. 188-189°, 
decomposition) Avas biologically inactiA’‘e, and Avas identified as ammonium 
2-furoate by absorption spectrum (emax. 11,000 at 245 m/i, in water), analy- 
sis, and conversion to the free acid. 

C 5 H 7 O 3 N. Calculated. C 46.51, H 5.46, N 10.85 
Found. “ 46.72, “ 5.35, “ 10.54 

The acid melted at 128-129° and did not depress the melting point of an 
authentic sample of 2-furoic acid. 

C 5 H 4 O 3 , Calculated, C 53.58, H 3.60; found, G 53.89, H 3.81 
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DISCUSSION 

The results of this investigation show that Aspergillm flavus under 
suitable culture conditions equals PenicilUum noiatum in its capacity to 
elaborate various penicillin species simultaneously. Two of these^ benzyl- 
penicillin and ?i-amylpenicillin, were conclusively identified, and satis- 
factory evidence for the presence of a third, 2-pentenylpemcillin, was ad- 
duced. It is noteworthy that n-amylpenicillin was first encountered in 
nature as the metabolic product of another Aspergillus species, Aspergillus 
giganteus. The partially purified penicillin-like antibiotic obtained from 
this source by Philpot (11) in 1943 was originally termed gigantic acid; 
it was subsequently sho™ to be n-amylpenicillin by conversion to the 
penillic acid and crystallographic identification of the latter with “dihydro- 
I-penillic acid” (10). Much more recently Salivar, Bogert, and Brown 
(12) have demonstrated the occurrence of ?^-amylpenicillin in submerged 
culture filtrates of PenicilUum noiatum (strain Q-176) by isolation and 
degradation to n-caproic acid. 

Though it is diflB.cult to estimate the proportion in which the three identi- 
fied penicillins were present, there is no doubt that benzylpenicillin pre- 
ponderated, not only in the crude sodium salt fraction examined but also 
in the total mixture extracted from the broth. In contrast, the crystalline 
fiavacidin sodium salt isolated in 1944 contained only small amounts of 
benzylpenicillin, although the chromatographic and crystallization pro- 
cedures used had proved to be highly effective in the earlier isolation of this 
entity from PenicilUum noiatum broth. The greater abundance of this 
species in the present batch is probably to be ascribed to the use of lactose 
instead of brown sugar in the culture medium, a change which may have 
resulted in better utilization of the benzylpenicillin precursors supplied 
with the corn steep liquor. Aspergillus flavus is not the only representative 
of the genus Aspergillus capable of producing this penicillin. Arnstein 
and Cook (26) have recently identified ^^parasiticin,” the antibiotic pro- 
duced by Aspergillus parasiticus in surface culture on a medium containing 
glucose and corn steep liquor, as benzylpenicillin. 

Salivar, Bogert, and Brown (12) in their detailed study of crystalline 
aiiimoiiiiim salt mixtures from PenicilUum notalum (strain Q-176) demon- 
strated the presence in their material of a penicillin closely allied with 2- 
pentenylpenicillin, which on the basis of our original work on fiavacidin 
they assumed to be 3-pentenylpenicillin. This product sho'VTed a some- 
what higher distribution coefiicient in the Craig ether-buffer system than 
did 2-pentenyIpenicillin, but, like the latter, yielded on acid hydrolysis 
the lactone of 4-hydro.xycaproic acid. Since the lactone could arise from 
either 3- or 4-hexenoic acid, it appeared possible that 3-pentenylpenicillin 
was involved. However, since the fraction in question may have contained 
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some 2“peiiteiiylpeiiicilliiij and the yield of lactone relative to that obtained 
from the fraction definitely identified as 2-pentenylpeiiicillin was not 
stated^ the evidence on this point is far from conclusive. Nevertheless^ 
it is c|uite possible that future work may yet definitely establish the occur- 
rence of 3-pentenylpenicillin in the penicillin mixtures produced by Pent- 
cilUtmi notatum, or for that matter in such derived from Aspergillus flaviis. 
Ill any cases distinctive term “flavacidin,’’ which was retained merely 
for convenience of reference pending conclusive identification of the entity 
in question, should now be abandoned. 

We are indebted to Mr. R. Van Winkle, general superintendent of manu- 
facture, and Dr. C. Glaser of the xMitibiotics Manufacturing Division, for 
making available to us the starting material and the pertinent production 
and microbiological data; to Dr. R. Donovick of the Division of Micro- 
biology, The Squibb Institute for Medical Research, for the microbiolog- 
ical assays on the purified and crystalline products; to Dr. Nettie Coy of 
the Division of Development, E. R. Squibb and Sons, for the ultraviolet ab- 
sorption measurements; and to Mr. J. F. Alicino of this Institute for 
the microanalyses. 

SUMRIARY 

Aspergillus flavus grown in submerged culture on a medium containing 
lactose and supplemented with corn steep liquor produced a mixture of 
penicillins, in which benzylpenicillin greatly preponderated. The crystal- 
line fractions obtained after removal of the benzylpenicillin were shown to 
consist for the most part of n-amylpenicillin. Evidence has been adduced 
by oxidative degradation for the presence in these fractions of small amounts 
of 2-peiitenylpenicillin. 

The 2,4-dinitrophenylhydrazones of ?i-caproylaminoacetaldehyd(i and 
of 4-hexenoylaminoacetaklehyde do not mutually depress their molting 
points, and give practically identical x-ray difiraction patterns. In view 
of this finding it appears probable that the “flavacidin” which was isolated 
in 1944 (1, 3) was n-amylpenicillin and not, as was then assumed, 3-pen- 
tenylpenicillin. 
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BENZYLPENICILLENIC ACID AS AN INTERMEDIATE IN THE 
SYNTHESIS OE BENZYLPENICILLIN (PENICILLIN G)* 
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During the war several English and American laboratories participated 
in a study of the structure and synthesis of penicillin (1, 2). In this work 
it was noted that when the methyl ester of benzylpenicillin (I) (see Fig. 1) 
was treated with mercuric chloride in ether solution and the resulting mer- 
cury derivative (II) was decomposed with h^Hrogen sulfide, a neutral, amor- 
phous product was obtained. This crude product possessed an absorption 
peak in the ultraviolet at 320 mp {Em = 13,700)^ and was degraded by 
sodium hydroxide to the sodium salt of 2-benzyl-4~hydroxymethylene- 
5(4)-oxazolone. For these and other reasons the product was assigned 
structure (III) and was given the trivial name methyl D-benzylpenicillen- 
ate (3). 

After the close of the war, studies were continued in this Laboratory" on 
the synthesis and the mechanism of synthesis of benzylpenicillin from d- 
penicillamine hydrochloride (V) and 2-benzyi-4-methoxymethylene“5(4)- 
oxazolone (IV) (4, 5). It was found that when the two compounds were 
allownd to react in pyridine containing triethylamine, a biologically in- 
active, amorphous product was obtained. HoweA^er, when this product 
\ysls heated in pyridine containing pyridiiiium chloride, benzylpenicillin 
wns formed in small yield. The intermediate product possessed an ultra- 
violet absorption spectrum similar to that described for natural methyd 
D-benzylpenicillenate (III).^ So far attempts to isolate the intermediate 
compound in crystalline form have not been successful. During the 
course of fractionation studies on this product, the formation of D-benzyl- 
penillic acid (VI) AA-as encountered (6). This n-benzylpenillic acid Avas 
identical AAith that formed by rearrangement of benzylpenicillin. 

* This work was supported in part by a research grant from the National Institute 
of Health. 

1 Throughout this paper Em is the molar absorption coefficient and is equal to 
D/cd, where D is log Jo/I, c is concentration in moles per liter, and d is cell thickness 
in cm. 

2 In order to simplify phraseology in this article, D-benzylpenicillenic acid which 
has been prepared by rearrangement of benzylpenicillin is called ‘‘natural” D-benzyl- 
penicillenic acid in contrast to that which has been prepared by total synthesis. 
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When DL-penicillamine hydrochloride was used instead of D-peiiicil- 
lamine hydrochloride in the condensation with the oxazolone (IV) in pyri- 
dine containing triethylamine, it was possible to isolate a crystalline com- 
pound from the reaction mixture. Since this compound had an absorption 
peak at 322.5 m/x {Em = 26,000 to 28,000) and other properties in agree- 
ment with those of natural methyl D-benzyipenicilleiiate, it was called 
DL-benzylpenicillenic acid (Ilia) (7). 

The crystalline DL-benzylpenicillenic acid (Ilia) rearranged in alcoholic 
solution to give a racemic benzylpenillic acid (VI). When the DL-benzyl- 
penicillenic acid was heated in pyridine containing pyridinium chloride, 
antibiotic activity was produced, and furthermore in an amount propor- 
tional to the amount of D-benzylpenicillenic acid present. This ability to 
produce antibiotic activity was retained unchanged through repeated re- 
ciystallizations of the DL-benzylpenicillenic acid (7). 

Since these results indicated that benzylpenicillenic acid (Ilia) was an 
intermediate in the synthesis of penicillin, it was desirable to demonstrate 
that the synthetic D-benzylpenicillenic acid was identical with natural 
D-benzylpenicillenic acid formed by rearrangement of beiizylpenicillin. 

Previous attempts in this and other Laboratories to obtain either natural 
or spithetic D-benzylpenicillenic acid in crystalline form had been un- 
successful (3, 5). Thus we were faced with the problem of trying to es- 
tablish identity between two amorphous compounds. Since DL-benzyl- 
penicillenic acid had been obtained in crystalline form, it occurred to us 
that amorphous D-benzylpenicillenic acid, either natural or synthetic, 
might be converted to a crystalline product by mixing it with an equivalent 
amount of amorphous L-benzylpenicillenic acid. Thus one might expect 
to obtain, on the one hand, a crystalline DL-benzylpenicillenic acid in which 
the D moiety arose by rearrangement of benzylpenicilliii and, on the other 
hand, a crystalline DL-benzylpenicillenic acid in which the d moiety arose 
by s}mthesis from D-penicillamine (V) and the oxazolono (IV). In both 
cases, the l moiety would consist of synthetic L-benzylpenicillenic acid. 
If these two crystalline DL-benzylpenicillenic acids could be shown to be 
identical, then it would necessarily follow that the natural D-benzylpeni- 
eillenic acid was identical with the synthetic D-benzylpenicillenic acud. 

Methyl l)enzylpenicillenate (III) had been prepared by the action of 
mercuric chloride on the methyl ester of benzylpenicilliii (3). Since 
saponification of a compound as unstable as methyl benzylpenicillenate 
did not seem feasible, it was decided to investigate the action of mercuric 
chloride on sodium benz^dpenicillin. If the reaction with sodium benzyl- 
penicillin proceeded in a fashion analogous to that with the ester, one would 
expect to obtain D-benzylpenicillenic acid directly. Investigators at the 
Abbott Laboratories (3) had reported that treatment of sodium benzyl- 
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penicillin in aqueous solution mth mercuric chloride resulted in the pre- 
cipitation of a mercury derivative. This product possessed an absorption 
peak in dioxane at 320 mu {Em = 15,400) (3). The material was probably 
the mercury derivative (Ila) of D-benzylpenicillenic acid, and therefore a 
study of this reaction was initiated. Conditions were developed by which 
a mercury derivative (Ila) with an absorption peak in dioxane at 320 niu 
{Em = 18,000 to 19,000) and in ethanol at 342 mu {Em = 21,000 to 23,000) 
could be obtained from benzylpenicillin. This mercury derivative (Ila) 
w^as successfully converted to crude D-benzylpenicillenic acid (Ilia) by 
treating a suspension of the compound in a water-ethyl acetate mixture 
with hydrogen sulfide. The amorphous D-benzylpenicillenic acid which 
was isolated from the ethyl acetate layer possessed an absorption peak 
at 322.5 mu {EAf — 17,600). When this crude D-benzylpenicillenic acid 
was allowed to stand in methanol, it rearranged to D-benzylpenillic acid 
(VI). In this respect it behaved similarly to the D-benzylpenicillenic acid 
prepared by synthesis from D-penicillamine (V) and the oxazolone (HO (6). 

Preliminary experiments were undertaken to determine whether crystal- 
line DL-benzylpenicillenic acid could be obtained from a mixture of amor- 
phous, synthetic d- and L-benzylpenicillenic acids. At first some difficulty 
was encountered in obtaining crystalline material upon admixture of the 
D and L compounds in solution. Presumably this was due to impurities 
present in these preparations. This difficulty was eliminated to a large 
degree when a method of partial purification of the crude penicillenic acids, 
based upon solvent extraction, was devised. It was noted that when a 
chloroform solution of the crude benzylpenicillenic acid was shaken with an 
equal volume of 2 m phosphate buffer solution at pH 5.4, a portion of the 
impurity went into the buffer layer. Although some of the benzylpenicil- 
lenic acid was either extracted or destroyed by this procedure, the benzyl- 
penicillenic acid remaining in the chloroform layer was considerably purer 
than the starting material. The use of this information made it possible 
to isolate crj^stalline DL-benzylpenicillenic acid from a mixture of the syn- 
thetic D and L compounds. 

Natural D-benzylpenicillenic acid was mixed with an equivalent amount 
of synthetic L-benzylpenicillenic acid. After a chloroform solution of this 
mixture had been purified by the extraction procedure, DL-benzylpenicillenic 
acid was isolated from the solution in crystalline form. This DL-benzyl- 
penicillenic acid was identical in melting point, mixed melting point, and 
in infra-red and ultraviolet absorption spectra with the DL-benzylpenicillenic 
acid synthesized from DL-penicillamine (7) and also with material prepared 
from a mixture of synthetic d- and L-benzylpenicillenic acids. In addition, 
the DL-benzylpenicillenic acid (Ilia), in which the d moiety was natural, 
rearranged in methanolic solution to racemic benzylpenillic acid (VI). 
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When the DL-beiizylpenicillenic acid containing natural D-benzylpeiii- 
cillenic acid was heated in pyridine and pyridinium chloride, antibiotic 
activity was produced. The amount of antibiotic activity was equal, 
within experimental error, to that produced under similar conditions from 
synthetic DL-henzylpenicillemc acid. Synthetic L-benzylpemcillcnic acid 
did not give rise to antibiotic activity under these conditions. Therefore, 
in the case of the DL-benzylpenicillenic acid, the activity must have arisen 
entirely from the d moiety of the compound. 

These results prove that synthetic n-benzylpenicillenic acid is identical 
in all respects with natural n-benzylpenicillenic acid. Moreover the pro- 
duction of antibiotic activity, previously shown (2) to be due to benzylperii- 
cillin, in identical amounts from two samples of crystalline nn-benzylpeiiicil- 
leiiic acid in which the n moiety was prepared in two altogether different 
ways indicates beyond a reasonable doubt that benzylpenicillenic acid, and 
not a small imptirily present in the preparation, is an miermediale in the- 
synthesis of benzylpenicillm from penicillamine (V) and the oxazolone (lAO* 
In any event, these data, in connection with those of other experiments 
cited above (2, 4, 5), demonstrate that benzylpenicillin may be rearranged 
to an antibioticall}’^ inactive product which under certain conditions can 
be converted in small part back to benzylpenicillin. The relationshi])s 
discussed here are illustrated on the basis of the |6-lactam formula for 
penicillin in Fig. L 

The present communication also contains evidence as to the nature of the 
racemic benzylpenillic acid obtained by rearrangement of DL-benzylpeni- 
cillenic acid (7). Since there are three asymmetric carbon atoms in bonzyl- 
penillic acid, there are four possible racemic forms of this compound. Ad- 
mixture of equal quantities of synthetic d- iind L-benzylpeniilic acids gave 
rise to crystalline DL-benzylpenillic acid that was identical with the mate- 
rial prepared by rearrangement of DL-benzylpenicillenic acid. These result s 
demonstrate that the racemic lienzylpcnillic acid formed by rcarrang(^- 
ment of DL-benzylpenicillenic acid contains a i> moiety whicih is identicail 
with the D-benzylpenillic acid produced by rearrangement of D-benzyI~ 
penicillin. 

It should be pointed out that, since benzylpenicillenic acid (Ilia) can 
rearrange to benzylpenillic acid (VI), it is possible that the rearrangement 
of D-benzylpenicillin (la) to D-benzylpenillic acid (VI) in aqueous solution 
at pH 2 (8) takes place through the intermediate formation of D-beiizyl- 
penicillenic acid (Ilia). 

EXPERIMENTAL^ 

D- and -L-Benzylpemcillenic Acids — ^To a mixture of 3.04 gm, (0.015 mole) 
of L-penicillamine hydrochloride hydrate and 3.04 gm. (0.014 mole) of 

3 All melting points are corrected capillary melting points. 
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2-'beiizyl~4-iiiethoxymethyleiie'5(4)-oxa2olone were added 225 cc. of 
pyridine, and solution was effected by swling the mixture. After addition 
of 24 cc. of triethylamine, the mixture was heated at 65-70° for 20 minutes. 

The yellow solution was distilled in meim in a stream of nitrogen at a 
bath temperature of 50° until the solvents were removed. A solution of 
the residue in 300 cc. of chloroform 'was shaken with 150 cc. of 2 m phos- 
phate buffer solution at pH 1,6 (prepared by admixture of equal volumes of 
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Fig. 1. Some reactioas of benzylpenicillenic acid 


2 M H 3 PO 4 and 2 m NaH 2 P 04 ). Then the chloroform layer was shaken for 
1 minute “with two 150 cc. portions of 2 m phosphate buffer solution at pH 
5.4.^ The separated chloroform layer was dried over anhydrous MgS 04 
for 20 minutes, filtered by suction, and distilled in vacuo almost to dryness. 
The residual gum was dissolved in 30 cc. of chloroform and added gradually 

^ This buffer solution was prepared by admixture of 81 volumes of 2 m NaH 2 P 04 
with 19 volumes of 2 m K 2 HPO 4 . The resulting solution gave a pH of 5.4 when 
measured without dilution with the glass electrode. 
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to 600 cc, of agitated hexane. The precipitate which formed was im- 
mediately filtered and dried in vamo at room temperature. The weight 
of amorphous L-benzylpeiiicilienic acid ranged from 3.10 to 3.65 gm. (66 to 
78 per cent); Em = 15,900 to 17,000 at 320 in 95 per cent ethanol.^ 
The maximiim in the ultraviolet absorption peak occurred at 322.5 iniu. 
The specific rotation of the product varied slightly with different prepara- 
tions, having an average value of about [a]^ = —82'^ (1.3 per cent solution 
in 95 per cent ethanol). Since the rotation of ethaiiolic solutions of either 
of the enaiitiomorphs of benzylpenicillenic acid gradually increased in 
value with time, the rotations were determined as soon as possible (within 
15 minutes) after the solutions had been prepared. 

D-Benzylpenicillenic acid was prepared from D-penicillamine hydro- 
chloride hydrate in the manner described for the l acid. The specific rota- 
tion was approximately equal in amount but opposite in sign to that found 
for L-benzylpenicillenic acid. 

Purification of 'Dh-Benzylpenicillenic Acid hij Extraction — Synthetic d- 
and L-benzylpenicillenic acids having approximately the same absorption 
at 320 m^i: ifEu = 16,500) were selected for this experiment. A mixtiu'e of 
100 mg. of each compound was dissolved in 50 cc. of distilled chloroform. 
The chloroform solution was shaken for 1 minute with 50 cc. of 2 m phos- 
phate buffer solution at pH 5.4.^ Aliquots for determination of ultraviolet 
absorption were removed from the chloroform solution before and after the 
extraction. The results of the absorption measurements indicated that 21 
per cent of the benzylpenicillenic acid was removed or destroyed by the 
extraction. After the chloroform layer had been dried over anhydrous 
MgS 04 , it was filtered and concentrated to dryness m vacuo. The residue 
weighed 98 mg. (49 per cent) and possessed a molar absorption at 320 
oiEu — 20,100. Thus the extraction removed from the chloroform 51 
per cent of the material on a weight basis but only 21 per cent of the benzyl- 
penicillenic acid on an absorption basis. An additional extraction with the 
pH 5.4 buffer solution did not effect appreciable further purification. 

Preparation of 'D'L-Benzylpenicillenic Acid by Admixture of Synthetic 
Enmitiomorphs — To 300 cc. of ice-cold chloroform were added 0.73 gm. of 
amorphous L-benzylpenicillenic acid (Em == 15,900 at 320 mju, [«]“ — 
—82°) and 0.70 gm. of amorphous D-benzylpenicillenic acid (Em = 16,600 
at 320 my; [a]f = +80°). These quantities were equivalent on the basis 
of molar absorption coefficients. The solution \vas shaken for 1 minute with 
100 cc, of ice-cold 10 per cent H3PO4, and then was shaken with 300 cc. of 
ice-cold 2 m phosphate buffer solution at pH 5.4.^ After 10 minutes (to 
allow complete separation of phases) the lower layer was drawn off, placed 
in an ice bath, and dified with anhydrous MgS 04 for 20 minutes. The 
desiccant was then filtered by suction, and the clear, yellow solution was 
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evaporated in vacuo in the absence of air of ebullition in a bath at 40 - 60 °. 
Before half of the solvent was evaporated, the solution became cloudy and 
crystallization commenced. The mixture was concentrated to a volume of 
about 10 cc., allowed to stand in an ice bath for 40 minutes, and filtered. 
The white crystals were washed three times with a total of 5 cc. of distilled 
chloroform and dried in vacuo at room temperature; weight, 328 mg. ( 23 ^ 
per cent);m.p. 131-133° (with decomposition); Em = 24,600 at 320 in 
95 per cent ethanol. 

When 298 mg. of this material W'ere wanned for 5 minutes in 15 cc. of 
dry ethyl acetate and finally boiled for a minute, all but a trace of substance 
dissolved. The solution was filtered with the aid of gentle suction into a 
tared centrifuge tube and left in the cold. After 18 hours the white crystals 
were collected by centrifugation and dried in vacuo; wieight, 178 mg. (60 
per cent); m.p. 136-137° (with decomposition); Em =|26i,60Q at 320 m/x 
in 95 per cent ethanol; absorption peak located at 322.5 mixj [a]^ == 0° 
(0.35 per cent solution in 95 per cent ethanol). The melting fdint of this 


Table I ' i ' I 

Reaciio7i of Mercuric Chloride with Sodium Benzylpenicillin 


Concentration of reactants 

Yield 

; Bm at 320 mM 

mole per 1. 

per cent 

■ i 

0.0833 

92 

: 14,500 

0.0417 

89 

i ; 16,000 

0.0208 

91 : 

^ ! 17,600 

0.0104 

85 

o 

o 

00 


DL-benzylpenicillenic acid w^as not depressed upon admixture with dl- 
benzylpenicillenic acid prepared from DL-penicillamine (7). 

Effect of Concentration on Reaction of Mercuric Chloride with Sodium. 
Benzylpenicillin — Samples of sodium benzylpenicillin (0.25 mM) wnre dis- 
solved in various amounts of water. An aqueous solution of mercuric 
chloride containing 0.25 mivi was added to each penicillin solution and the 
final volume was noted. The solutions were allowed to stand at room 
temperature (25°) for 2 hom’s and then refrigerated at 5° for 16 hours. The 
precipitates of the mercury derivative (Ila) were collected by filtration and 
dried m vacuo over phosphoric anhydride at room temperature. The yield 
and molar absorption coefficient of each material at 320 mp in dioxane are 
shown in Table I. , . > . 

Preparation of Mercury Derivative (Ila) from Sodium Benzylpenicillin — 
To 1.78 gm. (0.005 mole) of sodium benzylpenicillin dissolved in 100 cc. of 
water were added 1.49 gm. (0.0055 mole) of mercuric chloride dissolved in 
100 cc. of water. The clear solution gradually developed turbidity while 
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standing at room temperature for 3 hours. After the mixture iiad becm 
allowed to stand at 5^^ for 16 hours, a precipitate had formed which was 
collected on a sintered glass filter. The precipitate was washed thoroughly 
with water and then dried in vacuo over phosphoric anhydride at room 
temperature. The light yellow powder weighed 2.67 gm. (94 per cent). 
The mercury derivative (Ila) was slightly soluble in dioxane, ethanol, and 
acetone, very slightly soluble in eth\d acetate, and insoluble in water. 

CioHnNaOdSCil-Ig. Calculated. N 4.92, S 5.63 

569.5 Found. ‘M. 86, “5.40 



Fig. 2. Molar absorption spectra^ of the mercury derivative (Ila) in 95 per cent 
ethanol (Curve 1) and in dioxane (Curve 2), 

The molar absorption spectra of the mercury derivative (Ila) in 95 per 
cent ethanol (Curve 1) and in dioxane (Curve 2) are shown in Fig. 2. 

Conversion of Mercury Derivative {Ila) to Amo^^phous D-Benzylpenicillenic 
Acid — A suspension of 2.40 gm. of the mercury derivative (Ila) in 30 cc. of 
■water and 75 cc. of ethyl acetate was treated with hydrogen sulfide. The 
mixture was centrifuged and the ethyl acetate layer was filtered through 
diatomaceous earth (Filter-Cel). The filtrate was placed at —70° for 
30 minutes to freeze out most of the water. The ice crystals were separated 
by rapid filtration and washed with 50 cc. of ethyl acetate at —70°. The 
combined ethyl acetate solutions were allowed to stand for 30 minutes 
over anhydrous MgS04. After the desiccant had been separated by gravity 
filtration, the ethyl acetate solution was concentrated in vacuo in the ab- 
sence of air of ebullition to a volume of 30 cc. The concentrated ethyl 
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acetate solution Avas added drop wise to 600 cc. of agitated hexane. The 
amorphous precipitate Avhich formed turned to a gum when the mixture 
AATXS alloAA^ed to stand for 2 hours at 5°. The supernatant liquid AA^as de- 
canted and the gum Avas dissolved in 30 cc. of chloroform. Upon dropAvise 
addition of the chloroform solution to 500 cc. of hexane, a Avhite, amorphous 
precipitate formed. The precipitate was filtered, Avashed well with hexane, 
and, AA'^hile still moist AAith hexane, placed in a vacuum desiccator to dry 
under suction. The amorphous D-benzylpenicillenic acid weighed 0,85 
gm. (60 per cent). This material possessed an absorption peak in 95 per 
cent ethanol at 322.5 mg {Em = 17,600). The specific rotation deter- 
mined AAdthin 10 minutes after preparing the solution was [a]l^ = 

(0,47 per cent solution in 95 per cent ethanol). 

Bh-Benzylpenicillemc Acid hy Admixture of Natural n- with Sy7iihetic 
ij-Benzylpenicillenic Add — ^Natural D-benzylpenicillenic acid (0.70 gm.) 
{Em = 17,600 at 322.5 mg; [a]^ = +86°) w^as admixed with 0.70 gm. of 
synthetic L-benzylpenicillenic acid {Em — 17,800 a.t 322.5 mg; = 
“-89°). The mixture aa^ treated by a procedure similar to that described 
alcove for the isolation of crystalline DL-benzylpenicillenic acid by admixture 
of the synthetic enantiomorphs. The crystalline DL-benzylpenicillenic 
acid isolated by this procedure AAnighed 0.283 gm. (21 per cent), m.p. 133- 
134° (Avith decomposition), 

A 100 mg. sample of this product Avas recrystallized from 5 cc. of ethyl 
acetate. 50 mg. of DL-benzylpenicillenic acid were recovered; m.p. 137- 
139° ‘(Avith decomposition); [a]^^ = 0° (0.26 per cent solution in 95 per cent 
ethanol). There was no depression in the melting point upon admixture 
Avith DL-benzylpenicillenic acid prepared from DL-penicillamine (V) and 
the oxazolone (IV) (7). The molar absorption spectrum in 95 per cent 
ethanol is shoA\m in Fig. 3. 

CigHisN-AS. Calculated. C 57.45, H 5.43, N 8.38 

334.4 Found. “ 57.31, “5.82, “ 8.33 

Infra-Red Ahsorptmn Measurements — ^The infra-red absorption spectra 
from 690 cm."^ to 3600 cm.“^ of DL-benzylpeniciiienic acid made by ad- 
mixture of natural d- AAith synthetic L-benzylpenicillenic acid (upper curve) 
and of DL-benzylpenicillenic acid made by synthesis from DL-peniciilaniine 
(loAver ciuwe) are sIioami in Fig. 4. The absorption spectra were determined 
on samples of the crystalline compounds mulled in mineral oil betAA^een two 
sodium chloride plates. The measurements Avere made on a Perldn-Elmer 
infra-red spectrometer, model 12A, AA-ith a gain control to compensate for 
the energy distribution of the Globar source. It should be pointed out 
that the curves include absorption peaks due to mineral oil and to air as 
AA^ell as those due to benzylpeniciilenic acid. 

Rearrangement of Bcnzijlpc^iidllenic Add to Benzylpcnidllin — Crystalline 
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Fig. 4, Infra-red absorption spectra of crystalline DL-benzyipenicillenic acids: 
upper curve, BL-benzylpenicillenic acid prepared by admixture of natural »- with 
synthetic L-benzylpenicillenic acid; lower curve, DL-benzylpeniciiienic acid synthe- 
sized from DL-peniciliamine. 
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DL-benzylpenicilleiiic acid (30 mg,) prepared by admixture of natural d- 
with s^uithetic L-benzylpenieillenic acid was dissolved in 10 cc. of pyridine 
containing 6.5 mg. of pyridinium chloride per cc. Aliquots. (1 cc.) of this 
solution were placed in a series of test-tubes. To one of these tubes about 
0.05 cc. of triethylamine was added and the tube was .placed in an ice 
bath. The rest of the tubes were placed in an oil bath at 120°. At noted 
time intervals a tube was removed from the oil bath, .triethylamine was 
added to it, and the tube was cooled in the ice bath. The solvents were 
removed from each tube in vacuo at a bath temperature of 50°. The resi- 



HEATING TIME, MIN. 

Fig. 5. Antibiotic activity produced by heating benzyl penicillenic acids in pyri- 
dine containing pyridinium chloride: Curve 1, crystalline BL-benzylpenicillenic acid 
in which the n moiety came from penicillin; Curve 2, synthetic, amorphous L-benzyl- 
penicillenic acid. 

dues Avere moistened with 0.2 cc. of acetone and then dissoh^ed in various 
amounts of 1 per cent phosphate buffer solution at pH 6. These buffer solu- 
tions -W'ere assayed against Bacillus subtilis ATCC 6051 by a modification 
of the method of Vincent and Vincent (9) with crystalline sodium benzyl- 
penicillin as a standard. The results are shown in Curve 1, Fig. 5. 

Synthetic L-benzylpenicillenic acid was heated in pyridine and pyridinium 
chloride, and the products were prepared for assay under conditions similar 
to those described above. The results are shown in Curve 2, Fig. 5. It 
should be noted that this crude L-benzylpenicillenic acid possessed a slight 
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amount of antibiotic activity (about 0.05 unit per mg.) when assajnvJ at 
high concentratioii. However, since this antibiotic activity increased only 
very slightly, if at all, during the heating period, it was probably not. due 
to the presence of a penicillin-like compound. 

In another experiment, crystalline i)L-benz 3 dpenicillenic acid made l}y 
admixture of natural d with synthetic l acid was dissolved at a concentra- 
tion of 3 mg. per cc. in pyridine containing 0.5 mg. of pyridinium chloride 
per cc. An identical solution was prepared from DL-benzylpenicillenic 
acid made by synthesis from UL-penicillamine (7). The two solutions were 
placed in an oil bath at 110° for 12 minutes, and then removed and pre- 
pared for assay as described above. The DL-benzylpenicillenic acid in 
which the d moiety arose from penicillin yielded 1.14 units of penicillin 
per mg. of starting DL-benzylpenicillenic acid, wliile the entirely synthetic 
BL-benzylpenicillenic acid gave rise to 1.19 units. Aliquots wdiicli had not 
been heated were, also assayed. These showed no detectable activity when 
assayed at a concentration of 3 mg. per cc. 

Rearrangement of Natural B-Benzylpenicillenie Acid to i>-BenzylpeniUic 
Acid — ^A solution of 75 mg. of amorphous, natural D-benzylpenicillenic acid 
in 1 cc. of methanol was seeded with a trace of D-benzylpenillic acid. The 
solution was allowed to stand at room tempertduro foi* 18 hours and tlnui 
at 5° for 24 hours. Long, needle-like crystals of D-benzylpeiiillic a,cid 
separated; weight, 10.5 mg. (14 per cent); [afj = +490° (0.1 per cent 
solution in methanol) (G); Em = 6800 at 237.5 in 95 per cent ethanol 
(G). The melting point was determined on a sample which had been 
reciystallized by dissolving it in an equivalent amount of 0.1 n NaOH and 
then adding an equivalent amount of 0.1 n HGl. This sample of D-benzyl- 
]>enillic acid melted at 180-185° (with decomposition).^ The melting point 
was not lo-wered upon admixture with D-benzylpenillic acid prepared by 
rearrangement of bonzylpenicillin in water at pH 2 (8). 

Rearrangement of x>h-Benzylpenicillenic Acid to Dh-Benzylpenillic Acid— 
A methanolic solution (2 cc.) of 100 mg. of crystalline DL-benzylpenicillciiic 
acid in which the d moiety arose from penicillin was seeded with a trace of 
DL-benzylpenillic acid. After the solution had been allowed to stand for 17 
hours at room temperature and 24 hours at 5°, 18,2 mg. (18 per cent) of long, 
needle-like crystals separated. The DL-benzjdpenillic acid had a specific 
rotation of [afj == 0° (0.1 per cent solution in methanol); Em = 5700 at 
240 m^x in 95 per cent ethanol; and m.p. 179-180° (with decomposition).® 
The melting point w^as not lowered upon admixture with DL-benzylpenillic 
acid prepared by synthesis from DL-penicillamine through the inter- 
mediate DL-benzylpenicillenic acid (7). 

® In the deter nai nation of the melting points of the benzylpenillic acids reported 
in this paper, the compounds were placed in the batii at 170“ and heated at a rate 
of 1.5“ per minute at the melting point. 
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BL-BcnzylpenilMc Jicid by Admixture of Euaniiouiorphs — D-Benzylpeniillc 
acid and its enantiomorpli were prepared from the corresponding d- and 
L”benzylpenicillenic acids by rearrangement in methanol (6). Each of the 
peniliic acids was dissolved in 0.1 n NaOH solution so that the concentration 
was 30 mg. per cc. Equal volumes of the two solutions were mixed, and 
the resulting solution "was made acid to Congo red paper with 0.1 n HCL 
After the solution had stood at 5° overnight, it yielded white crystals, 
m.p. 177-178° (with decomposition). The melting point of this DU-benzyi- 
penillic acid w^as not louvered upon admixture with racemic benzylpenillic 
acid (m.p. 178.5-179.5°) formed by rearrangement of DL-benzylpenicillenic 
acid (7). 

The authors wish to thank Dr. Julian R. Rachele for aid with the infra- 
red measurements, Miss Josephine E. Tietzman for carrying out the micro- 
analyses, and Dr. Dorothy S. Genghof and Miss Mary R. Lloyd for 
performing the penicillin assays. 


SUMMARY 

D-Benzylpenicillenic acid synthesized from D-penicillamine hydrochloride 
and 2-benzyl-4-methoxymethylene-5(4)-oxazolone was shown to be iden- 
tical with D-benzylpenicillenic acid prepared by rearrangement of D-benz- 
ylpenicillin (penicillin G). 

Benzylpenicillin was converted to an antibiotically inactive product 
which was in turn reconverted in small yield to benzylpenicillin. Evi- 
dence w^as presented to show that this inactive compound was identical 
with D-benzylpenicillenic acid and that D-benzylpenicillenic acid was an 
intermediate in the synthesis of benzylpenicillin from D-penicillamine and 
2-benzyl-4-methoxymethylene-5(4)-oxazolone. 

Racemic benzylpenillic acid prepared by rearrangement of DU-benzyl- 
pcnicillenic acid was showm to contain a d moiety identical with D-benzyl- 
pcnillic acid prepared by rearrangement of D-benzylpenicillin. 
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The various penicillins of natural origin that have so far been isolated 
(1-4) differ from one another only in the nature of the R group, as illus- 
trated in the general formula (I) based on the /3-lactam structure for peni- 
cillin. However, the results of chemical studies in this and other labora- 
tories (5, 6) indicate that several penicillins in which various groups have 
been substituted at P/ and R" (I) have been synthesized in minute yield, 
although as yet these substances have not been isolated in pure form. 
These penicillins were prepared by the condensation of an oxazolone (II) 
with the appropriate ^-amino-/3-mercapto acid (III). 

S R' 

/\i 

R— CONH— CH— CH C— R" 

0=C CH— COOH 

(D 

R' 

j 

B— C=]sr— C==CHOCH, HS— C— R" 

0 C=0 H.H— CH— COOH 

(II) (in) 


(Ilia) (R' = R" = C2H3) 

(lllb) (R' = C2H6, R" = CHa) 

(lllc) (R' = R" = CHs) 

For a study (7) of further variations of the penicillin molecule at R' 
and R", it \vas desired to prepare additional a-amino-/3-mercapto acids 
for condensation with an appropriate oxazolone. The synthesis of two 
such compounds, namely DL-^!,|3-diethylcysteine (Ilia) and DL-]8-ethyl-^- 
methylcysteine (Illb), is the subject of the present paper. During the 
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war-time studies on penicillin, the investigators at the Abbott Laboratories 
reported the preparation of jS-etliyh/S-methyleysteine (Illi)) (8), but did 
not fully characterize the final product. Consequently the details of its 
preparation and i>solation as the hydrochloride monohydrato (VTIIb) arc^ 
included here. 

The series of reactions used for the synthesis of these two a-amino-/?- 
mercapto acids was similar to that already developed for the synthesis of 
BL-penicillamine (IIIc) (8). 



CICH2COCI 
4 NNaOH ’ 


R' 

"CJICHCOOH 

/ 1 

R" NH— COCILCl 
(Va,b) 


IV 

\ 

c===c c=o 

/ 1 1 

IV' N 0 

\ / 

G 


CHs 


CH3OH 

US 

Then H2O' 


(VIa,b) 


li' 

R"— C Oil— coon 

! I 

SH NHCOCH, 

(VIIa,b) 

R' 

R"— O CH— coon 


SlI NHo-nCMliO 
(Villa, b) 

(a) (R' = R" = CiHr,); (b) (R' = Cjlfr,, R" = CM;',) 

In the above reactions the commercially available nb-isolcuciii(^ (IVIA 
served as a starting compound for the synthesis of DL~/3-ethyl-|^-mcthylcyS“ 
teine hydrochloride monohydratc (Vlllb). However, the :D:L-/3,|3-di- 
ethylalanine (IVa) needed as a starting compound for the preparation of 
BL-i^jiS-diethylcysteine hydrochloride monohydrate (Villa) had not been 
prepared previously. The method devised for the synthesis of tlic dl-/^ 
diethylalanine is outlined in the accompanying equations. 

C2H5 

CHCHCCOOC^Hda 

/ 

C2H5 

(X) 
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(1) KOH, then H-*- 

(2) Br:> 

(3) -CO 2 


\ 

CHCHCOOH 

/ I 

C2H5 NHo 
(iVa) 

Diethyl (l-ethylpropyl)-malonate (X) was prepared in 80 per cent yield 
b 3 " the action of ethyl magnesium bromide with ethoxymethylenemalonic 
ester (IX) according to the procedure of Reynolds (9). The malonic ester 
derivative (X) was converted to jS^jO-diethylalanine (IVa) by the malonic 
ester synthesis of amino acids (10). In this series of reactions the saponi- 
fication of the malonic ester, bromination of the resulting acid, and de- 
carboxylation of the (ai-bromo acid proceeded smoothly. However, when 
aciiieous ammonia was used to aminate the a-bromo-iS-ethylvaleric acid, 
which was not obtained in pure state, difficulty was encountered in the 
isolation of the amino acid from the reaction mixture. This difficulty was 
overcome by carrying out the amination in ethanolic ammonia. 

EXPERIMENTAL^ 

Diethyl {DEthylpropyl)-?7ialonate — Ethyl magnesium bromide was pre- 
pared by the addition of 272 gm. of ethyl bromide in 300 cc. of dry ether 
to 61 gm. of magnesium in 400 cc. of dry ether. After the addition of the 
ethyl bromide had been completed, the reaction mixture was heated under 
gentle reflux. Then 216 gm, of ethoxymethylenemalonic ester in 150 cc. 
of ether were added over a period of 2 hours. Cooling of the reaction mix- 
ture in a water bath was necessary during this addition. After the reac- 
tion mixture had cooled to room temperature, it was poured sloAvly onto a 
mixture of 215 cc. of 12 n HCl and 1 kilo of ice. The ether layer was sepa- 
rated, and the aqueous layer -was shaken with three 200 cc. portions of 
ether. After the combined ether layers had been dried over anhydrous 
MgS04, the ether was removed and the I'esidue was distilled. The diethyl 
(l-ethylpropyl)-malonate distilled at 112-'113° and amounted to 183 gm. 

^ All the melting points are corrected and are capillary melting points unless 
otherwise specified. 


C2H5 

\ 

CHCH— COOH 

/ ! 

CsHs Br 

(XI) 


NH, + C5H5OH 
80 ° 


TT 
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or 80 per cent of the theoretical amount based on ethoxymetliylenemalonic 

CvStc'r. 

Acid — 171 gm. of KOH were dissolved in 150 cc. 
of Avater and the solution was heated to 100°. To this solution, diethyl 
(l~eihylpropyl)“maloiiate (183 gm.) was added dropwise at first and then 
more rapidly as the reaction got under way. After the addition was com- 
plete, the reaction mixture was heated at 100° with stirring for 5 hours. 

The contents of the flask were transferred to a beaker, cooled to 15°, 
and acidified by the addition of 274 cc. of 12 n HCl. % precipitate which 
formed after the addition of about 170 cc. of acid disappeared upon addition 
of the rest of the acid. The aqueous solution w’-as shaken with three 200 
cc, portions of ether and the combined ether layers Avere dried over CaCh. 
The ether solution was concentrated to a volume of about 400 cc. and 
bromine (37.8 cc., 113 gm.) was added. The first 3 to 5 cc. of bromine 
were added in one portion and the mixture was stirred until the color had 
disappeared. The remainder of the bromine was added dropwise over a 
period of about 1 hour. After the addition of bromine was complete, 140 
cc. of water were added slowly so as not to produce foaming. The ether 
layer Avas separated and the aqueous layer AA'as shaken Avith a 100 cc. por- 
tion of ether. The ether layers Avere combined, the ether was removed, 
and the residue AA’-as subjected to decarboxylation by heating under a re- 
flux at 140° for 2 hours. The residue AA^as distilled at 5 mm. and the crude 
Q:-bromo-/3-ethylvaleric acid Avas collected in tAvm fractions (b.p. 106--“125°, 
30,1 gm., and b.p. 125-141°, 93.7 gm.). The total Aveight of these tAVo 
fractions corresponded to 74 per cent of the theoretical amount based on 
diethyl ( 1 -eth ylpropy 1) -mal onate. 

j)h~ ,p-Diethykilmii‘nc — A mixture of 30 gm. of the crude a-bromo-iS- 
ethylvaleric acid (b.p. 125-141°) and 75 cc. of absolute ethanol was cooled 
to —70° and 45 gm. of liquid ammonia AA^ere added. The mixture Avas 
heated in an autoclave to 80° over a period of 5 hours. The ethanol and 
ammonia Avere then remoA-ed by a stream of air and the residue was Avashed 
Avith ether. Although the product consisted of a mixture of the desired 
amino acid and NH 4 Br, it aayis suitable for our use AAothoiit further purifica- 
tion. The Aveight of the mixture amounted to 34.8 gm. When the frac- 
tion of a-bromo-jS-ethylvaleric acid boiling at 106-125° at 5 mm. was used, 
a loAA^er yield of product AA’-as obtained. 

A sample AA^as purified for analysis by recrystallization from 70 per cent 
ethanol. On the hot stage the crystals of DL-/3,/3-diethylalaniae changed 
from prisms to needles at 170-185° and melted at 245-”249° (micro). 

C 7 H 15 O 2 N. Calculated. C 57.9, H 10.41, N 9.65 

145.2 Found. “ 57.7, “ 10.23, 9.47 
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N-CMoroacetyhiih-^ ,^-diethylalanine — 14.4 gm. of crude iS,/3-diethyI- 
alanine were dissolved in 16 cc. of 4 n NaOH and 30 cc. of water. While 
the solution was cooled in an ice bath, 14.3 gm. of chloroacetyl chloride 
and 55 cc. of 4 n NaOH were added drop wise Avitli stirring. Then the 
solution was acidified with 6.3 cc. of 12 n HCl, causing the precipitation 
of the product. The crude N-chloroacetyl-DL-iS,/3-diethylalaiime (m.p. 
122-123.5°) weighed 8.2 gm, 

27.0 gm. from several runs were dissolved in 100 cc. of ethanol and 250 
cc. of water. The hot solution was treated with 1 gm. of norit and filtered. 
The N-chloroacetyl-DL-j(3,i(?-diethylalanine crystallized from the cooled 
solution, m.p. 127-129°. 

C 9 H 16 O 3 CIN. Calculated. C 48.8, H 7.28, N 6.32 
221.7 Found. “ 48.9, “ 7.50, “ 6.36 

2-M ethyl-4-’ (1 ^-ethylpropylidene)-5{4yoxazolone — 27.2 gm. of recrystal- 
lized N-chloroacetyl-/3,/3-diethylalanine and 40 cc. of acetic anhydride ivere 
heated in an oil bath at 60-70° for a period of 2 hours. At the end of this 
time the acetic anhydride w^as removed under reduced pressure (ivater 
pump) at 60° and the oxazolone was distilled at 54-55° at 0.01 to 0.05 mm. 
The yield w^as 11.1 gm. or 54 per cent of the theoretical amount. 

For purposes of characterization the oxazolone was converted to a- 
acetamido-/3,iS-diethylacrylic acid by heating the oxazolone in an excess 
of water. The acrylic acid derivative was recrystallized from ethyl acetate 
to give prisms, m.p. 178-178.5° (with decomposition). 

C9H15O3N. Calculated. C 58.4, H 8.16, N 7.57 
185.2 Found. 58.1, 8.37, “ 7.74 

a-Acetamido-/3,/3-diethylacrylamide was also readily obtained by dis- 
solving 0.2 gm. of the oxazolone in 10 cc. of 10 per cent NH 4 OH. After 
the solution had cooled a crystalline precipitate formed, m.p. 198-214°. 
This was recrystallized from ethanol, m.p. 220-227°. 

C 9 H 16 O 0 N 2 (184.2). Calculated, N 15.21; found, N 15.33 

N-Acetyl-T)L-^ ,^-diethylcysteine — To 48.5 cc. of methanol w^as added 0.3 
gm. of sodium and the resulting solution was saturated with H 2 S. 11.0 
gm. of 2-methyl-4-(l^-ethylpropylidene)-5(4)-oxazolone ivere added and 
H 2 S ivas passed through the solution for 12 hours. The reaction mixture 
was acidified with 1.1 cc. of 12 n HCl and the methanol was removed by 
distillation under reduced pressure. The crystalline residue was dissolved 
in a mixture of 55 cc. of methanol and 225 cc. of w'ater and treated with 1 
gm. of charcoal (norit). The N-acetyl-BL-/5,/8-diethylcysteine (m.p. 
158-161°) recovered from the solution weighed 8.9 gm. or 62 per cent of 
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ilie tlieoi-etical amoiiiit. After a sample of the crude compound had been 
reery stall ized twice from aqueous ethanol, it possessed a melting point of 
107 - 168 °. 

C.,HnO;iNS. Calculated. C 40.3, H 7.82, S 14.62 
219.3 Found. ‘‘ 49.3, 7.80, “ 14.93 

,^-Didhylcysiemc Hydrochloride Monohydrate — 7.2 gm. of the N- 
acetyl“DL“i9 5 j 0 “diethylc 3 ?'stciiie were heated under a reflux with 100 cc. 
of 2 N HCl for 16 hours. After the reaction mixture had been concentrated 
to a volume of about 30 cc., a crystalline precipitate. formed which weighed 
2.68 gm., representing 35 per cent of the theoretical amount. A 100 mg, 
sample was recrystallized twice from 5 cc. of 12 n HCl. The twice recrys- 
taliized m,aterial was dissolved in 0.2 cc. of absolute ethanol and to this were 
added 2 cc. of absolute ether. The crystals thus obtained had a capillary 
melting point of 126-127°. However, when the crystals were heated 
slowly on the hot stage, they changed from prisms to needles at 152° and 
melted at 176-177° (micro). 

CTHisOnNS-HCM-hO. Calculated. C 36.3, H 7.83, Cl 15.32 
231.7 Found. “36.4, “ 7.97, “ 15.38 

ethyl-4- {s€C'’butylidene)-o (4) -oxazolone — A mixture of 69.6 gm. of 
N-chloroacetyl-DL-isoleucine (11) and 110 cc. of acetic anhydride was 
agitated by a stream of nitrogen while being heated at 55-60° for 2 hours. 
After the acetic anhydride had been removed by distillation under reduced 
pressure (water pump), the residue was distilled at 0.01 to 0.2 mm. and 
the product distilling at 50-61° was collected. The yield of oxazolone was 
41.0 gm. or 79 per cent of the theoretical amount. It was found advisable 
to use this material immediately for the preparation of N-acetyl-DL-/?- 
ethyb/S-methylcysteine. 

The oxazolone Avas characterized by conversion to oi-acetamido-/3-cthyl“ 
jS-methylacrylic acid (m.p. 174-175°) by heating the oxazolone in an excess 
of Avater. 

CsHnOaK. Calculated. C 56.1, H 7.65, N 8.1S 
171.2 Found. “ 56.2, “ 7.68, “ 8.01 

N-Acetyl-BB-P-ethyl-P-methylcysteme — 1.15 gm. of sodium AA^ere dissolved 
in 190 cc. of methanol and the resulting solution Avas saturated Avith lioS. 
41 gm. of 2-methyb4-(6‘cc-butylidene)»5(4)-oxazolone Avere dissolved in 
55 cc. of methanol and this solution was added to the sodium methylate 
solution. H 2 S was passed through the reaction mixture for 16 hours. The 
mixture was acidified AAdth 4,5 cc. of 12 n HCl and the methanol was re- 
moved by distillation under reduced pressure. The residue AA’^as crystal- 
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lized from a mixture of 150 cc. of water and 5 cc. of methanol. This crude 
product (m.p. 138”138.5°) weighed 44.1 gm. or 80 per cent of the theoretical 
amount. After the crude product had been treated with charcoal (norit) 
and crystallized from water, the N-acetyl-DL-/3-ethyl-i0-methylcysteine 
possessed a melting point of 144-146.5'^ and was suitable for con,version 
to the amino acid. A sample prepared for analysis by two recrystalliza- 
tions from water had a melting point of 144-145°. 

CsHisOsNS. Calculated. C 46.8, H 7.37, vS 15.62 
205.3 Found, 46.6, “ 7.44, 15.86 

mj-P-Eihyl~p~nieihylcysteine Hydrochloride Monohydrale—Ql gm. of the 
recrystallized A"-acetyl“iS-ethyl-/S-methylcysteine were heated under a re- 
flux with 85 cc. of 2 n HCl for 16 hours. The volume of the reaction 
mixture was concentrated to about 20 cc. and the crystalline product was 
collected. The yield amounted to 2.41 gm. or 38 per cent of the theoretical 
amount. The id-eth^d-zS-methylcysteine hydrochloride moiiohydrate was 
purified by recrystallization from 12 n HCL As in the case of the jS,(5- 
diethylcysteine hydrochloride monohydrate, a difference was noted between 
the capillaiy melting point and that obtained on the liot stage. The 
capillary melting point was 117-119°, while that obtained on the hot stage 
was 169-170° (micro), 

CeHisOoNS-HCi-H.O. Calculated. C 33.1, H 7.41, Ci 16.29 
217.7 Found. 33.1, ‘‘ 7.74, 16.29 

The authors wish to express their appreciation to Miss Josephine E. 
Tietzman for the microanalyses reported in this paper. 

SUMMARY 

The synthesis of dl-/ 3, /3-die thylalanine and its use in the preparation 
of DL-/3,i8-diethylcysteine hydrochloride monohydrate have been described. 
In addition, details have been presented for the synthesis of DL-/3-ethyl-j!3- 
methylcysteine hydrochloride monohydrate from DL-isoleucine. 
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In previous communications (1-3) it has been demonstrated that the 
antibiotic activity (4) produced by heating n-peniciilamine (II) hydro- 
chloride hydrate with 2-benzyl-4-methoxymethylene-5(4)-oxazolone (I) 
in pyridine is due to the synthesis of benzylpenicillin. Because of these 
results there can be little doubt that, when oxazolones substituted with 
other groups in the 2 position are condensed with penicillamine hydro- 
chloride in pyridine, the antibiotic activity (1, 4) produced is due to the 
synthesis of penicillins differing from benzylpenicillin in the nature of the 

R' 

HS— C— R" 

+ I ^ 

HsN— CH 

CO OH 

(I) (R - GHIfiCIL) (II) (R' - R" = CHa) 

R' 

HS— C-~R/' 

r_C=N— C=CH— NH— CH > R 

i i i 

0 C— 0 COOH 


(III) 

(Ilia) fR = CeHsCIL, R' = R^' - CHs) 
(Illb) (R - CcHa, R == R" - CHs) 

(IIIc) (R - Cc;H 5CH=CH, R' = R'' - CHs) 
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R, group, as illustrated on the basis of the jSdaetaiii structure (IV), More- 
0A"er, the antibiotic activity (1, 4) produced by the condensation of the 
oxazoloiie (I) with u-amino-jS-mercapto acids other than B-penicilla- 
mine iiiiist be due to the s^^nthesis of analogues of penicillin (IV) differing 
from, tlie known varieties in the nature of the groups R' and R'k 

llie results of studies (3, 5, 6) on the mechanism of synthesis of 
benzylpeiiicillin from 2-benzyl-4-methoxymethylene-5(4)--oxazolone (I) and 
D~penicillamine (II) have proved beyond reasonable doubt that n-benzyl- 
penicillenic acid (Ilia) is an intermediate in the synthesis of benzylpeni- 
cillin. Since these studies were hindered by difficulties in obtaining this 
intermediate compound in ciystalline form, it seemed advisable to intiN)- 
diice other oxazolones or other a-amino-/3-mercapto acids into the investiga- 
tion ’with the thought in mind that their use might result in the production 
of ciystalline intermediate compounds. Some justification for this reason- 
ing was afforded b}’' the finding that the substitution of i)L-penicillaminc 
for n-penicillamine in the condensation with the oxazoloiie (I) in pyridine 
containing triethylamine resulted in the production of a crystalline inler- 
mediate compound, identified as DL-benzylpenicilleiiic acid (Ilia) (5, 6). 

Although the mold produces a number of different penicillins (7), espe- 
cially in the presence of specific precursors (8, 9), all of the penicillins 
thus far isolated from the mold cultures have contained the B-penicillaminc 
moiety and have differed from one another only in the nature of the R 
group (IV). It was of interest, therefore, to prepare penicillins in which 
the D-penicillamine moiety was replaced by other a-amino-jS-mercapto acids. 
Penicillins of this type could be prepared in crude form by the substitution 
of various Q:-amino-/3-mercapto acids for n-ponicillamine in the synthet i(?. 
reaction. These crude penicillins could then be subjected to biological 
testing to determine whether or not the antiliacterial properties of peiii- 
eillin could be markedly clianged by the replacement of the penicillamines 
moieiy with various ce-amino-iS-mercapto acids. 

Ill the present communication a report is made of tlic synthesis and anti- 
bacterial properties of penicillins obtained by condensation of 2-bcnzyl- 1- 
methox3methylene-5(4)-oxazolone (I) (10) with each of the following 
Qf~amino-/3-mercapto acids: nL-/5-methylcysteine, Isomer A (11); DL-/i- 
methylcysteine, Isomer B (11); DL-i0,i8-diethylGysteine hydrochloride 
hydrate (12); and HL-jS-ethyl-i^-methylcysteine hydrochloride hydrate 
(12, 13). In addition, the synthesis and antibiotic activities of penicillins 
produced by condensation of D-penicillamine (II) hydrochloride hydrate 
(13) wfith either 2-phenyl-4-ethoxymeth3dene-5(4)-oxazolone (4, 10) or 
2-styryl-4-ethox}n[nethylene-5(4)-oxazolone (4, 10) were studied. 

The two-step reaction (1, 3) ivas used for the synthesis of these penicil- 
lins. In the first step the oxazolone was condensed with the cu-amino-jS- 
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niercapto acid in aqueous p^aidine containing triethylamine to give the 
intermediate penicillenic acid (III). In only one instance, the case of 
the D-styrylpenicillenic acid (IIIc), was the penicillenic acid obtained in 
crystalline form. In all the other cases, the penicillenic acids were ob- 
tained in the form of amorphous solids. The ultraviolet absorption spectra 
of the various penicillenic acids were determined. It was found (Table 
I) that all of the penicillenic acids made by condensation of 2-benzyl-4- 
methoxymethylene-5(4)-oxazolone (I) with various a-amino-jS-mercapto 
acids possessed nearly identical absorption curves which, like that of 
eiystalline UL-benzylpenicillenic acid (Ilia) (5, 6), had their main absorp- 
tion peak at about 320 m/i. On the other hand, the D-phenylpenicillenic 
acid (Illb) had its main absorption peak at 355 m/x, while the crystalline 
D-Btyrylpenicillenic acid (IIIc) had its main peak at 374 m/i (Fig. 1). 

In the second step of the synthesis, the various penicillenic acids (III) 
were converted in small yield to the corresponding penicillins by heating 
the penicillenic acids at a concentration of 100 mg. per cc. in pyridine con- 
taining pyridiniiim chloride. Preliminary experiments were performed to 
determine the optimimi heating time for obtaining the maximum yield of 
activity from the rearrangement of each penicillenic acid. An optimum 
time of 9 minutes was found for all of the penicillenic acids in which R' 
and R" (III) were both alkyl groups (Table I). However, under the same 
conditions the optimum heating time was increased to about 20 minutes 
when one alkyl group at either R' or R" was replaced by hydrogen. On 
the other hand, the substitution of various groups at R (III) did not appear 
to affect the optimum heating time. It should be pointed out in this 
connection that the optimum heating time for the rearrangement of a 
particular penicillenic acid is dependent on the concentration of the peni- 
cillenic acid as well as the concentration of the hydrogen chloride in the 
pyridine (3). 

The crude products, containing minute amounts of the various peni- 
cillins, were converted to their sodium salts for biological testing. These 
sodium salts, obtained as amorphous solids, possessed an antibiotic activity 
of 0.015 to 0.50 unit per mg., depending upon the particular penicillin, 
when assayed against Staphylococcus aureus H with crystalline sodium 
benzylpenicillin as a standard. The antibiotic activit}^ of each penicillin 
was also determined quantitatively on two other organisms, Bacillus suh- 
tilis (ATCC 6051) and Vibrio metchnikovii (ATCC 7708). The ratios 
of the antibiotic activities found on each of these two organisms to that 
found on Staphylococcus aureus were calculated (Table I). It is interesting 
to note that each of the new S3mthetic penicillins could be distinguished 
from each other by the differences in their effect on these three organisms. 

The S3mthetic penicillins were also tested for antibiotic activity against 
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Table I 

Preparation of Crude Pcnicillenic Acids and Corresponding Sodium Penicillins 
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DL-/3-Methyl- 
cysteine, Iso- 

68 

320 

240 

18.6 

4.5 

20 

0.26 

0.S2 

0.45 

mer A 










i)L-/3-Methyl- 

93 

320 

18.7 

20 

0.11 

1.09 

1.91 

cysteine, Iso- 
mer B 

240 

4.1 








DL-iS, /3 -Diethyl - 

86 

320 

14.7 

9 

0.42 

1 

13 

0.58 

cysteine•HCl- 

H.O 










i)L-/3-Ethyl-/S- 

45 

320 

13.1 

9 

0.47 

1 

14 

1.27 

methylcys- 

teine-HCl-HaO 










D-Penicillamine- 

75 

320 

20.0 

0 






HCl-HsO 

240 

5.1 







i)-Penicillamine- 


355 

29.0 







HCM-hO 

95 

285 

6.2 

9 

0.018 

0.72 

5.17 



240 

10.5 







D-Penicillamine- 

98 

374 

40.0 

9 

0.01.1 





HCl-HsO 

280 

13.0 

0.5U 



S(4)-Oxazoloiies 


-Benzyl -4-methoxymethyiene- 


-Phenyl-4-etho-xymethylene- 


2-Styryl-4-ethoxymethylene- 


* Em is the molar absorption coefficient and is equal to D/cl where D is log /o//, 
c is the concentration in moles per liter, and I is the thickness of cell in cm. 

t Experiments (1, 4, 6) with D-, L-, and nL-penicillamine have shown that only the 
D form gives rise to antibiotic activity in the synthetic reaction. Therefore one 
would expect that the antibiotic activity produced by the racemic a-amino-/3-mer- 
capto acids used here would represent only one-half the activity obtainable from the 
pure n forms. 

seven microorganisms which were resistant to the action of benzylpenicillin. 
None of the crude sodium penicillins when tested at a concentration of 20 
mg. per cc. (0.3 to 10 Staphylococcus aureus units per cc., depending on the 
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penicillin) inhibited the growth of these particular organisms. Therefore 
it appears that substitution of the methyl groups of benzylpenicillin at E' 
and R" (IV) by various other groups did not appreciably change the action 
of penicillin on the resistant bacteria. Also, the crude synthetic penicil- 
lins in which the benzyl group of benzylpenicillin at R (IV) was replaced 
by a phenyl or styryl group did not show marked antibiotic activity against 
the seven resistant organisms. 

The isolation of n-styrylpenicillenic acid in crystalline form made it 
possible to corroborate other evidence (5, 6) that penicillenic acid is an 



WAVE LENGTH, Mp 

Fig. 1. Molar absorption spectrum of D-styrylpenicillenio acid in 95 per cent 
ethanol. 

intermediate in the synthesis of penicillin from the condensation of various 
oxazolones wdth a-amino-jS-mercapto acids. The ability of n-styryl- 
penicillenic acid (IIIc) to produce a small amount of antibiotic activity 
upon heating it in pyridine containing pyridinium chloride was retained 
through several crystallizations of the compound. Furthermore, it was 
possible to demonstrate (Table II) that various fractions obtained from the 
recrystallization of n-styrylpenicillenic acid (IIIc) gave rise to antibiotic 
activity in an amount proportional to the n-styrylpenicillenic acid present 
in these fractions. 
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EXPEBIMENTAL 

Prcparaliofi of Penicillenic /icicZs— 0.011 mole of tlie a-artiiiio-jS-iiaercapto 
acid liydrocliloride hydrate was dissolved in 2.5 cc. of water or, if the free 
a-amino-iS-mereapto acid was used, 0.011 mole of the compound was dis- 
solved in 2.5 cc. of Avater containing an equivalent amount of HCL The 
aqueous solution was cooled in an ice bath. The oxa25olone (0.0102 mole) 
AA^as dissolved in 10 cc. of pyridine, the solution Avas cooled to 0°, and 2.5 
cc. of redistilled triethjdamine were added. (In the case of DL-i3,i6-di- 
ethylcysteine and of DL-jS-ethyl-jS-methylcysteine, it Avas found necessary 
to use approximately 3 times as much water to dissolve these amino acids. 
Therefore, in the preparation of the oxazolone solutions, the volume of 
pyridine Avas increased in a proportional amount.) The cold oxazolone 
solution was added to the cold solution of the a:-amino-i5-mercapto acid. 
After the resulting mixture had been alloAved to stand for 10 minutes in an 
ice bath, it Avas diluted AAuth 125 cc. of ice-cold chloroform. The resulting 
mixture AA’’as immediately shaken for 1 minute Avith 125 cc. of ice-cold 2 
M H3PO4. The chloroform layer was dried at 0° over anhydrous Na2S04 
and was then concentrated to dryness in vacuo in the absence of air of 
ebullition at a bath temperature of 30°. 

The residue Avas dissolved in 22 cc. of chloroform and the solution Avas 
added dropAvise to 450 cc. of agitated hexane. The resulting precipitate of 
a penicillenic acid Avas collected on a filter, Avashed AA^ell Avith hexane, and, 
A\hile still moist AAuth hexane, placed in a vacuum desiccator to dry under 
suction. If the resulting amorphous penicillenic acid Avas not used im- 
mediately, it Avas stored under anhydrous conditions at — 10°. The yields 
of crude penicillenic acids, calculated on the basis of the amount of oxazo- 
lone used, and the positions of the absorption peaks in the ultraviolet re- 
gion are recorded in Table L 

Crystalline B-Styrylpenicillenic Acid — n-Pcnicillamine hydrochloride hy- 
drate (2.24 gm.) and 2.5 gm. of 2-styryl-4-ethoxymcthylene-5(4)“Oxazolone 
Avere condensed under conditions similar to those described above. When 
the dried chloroform solution of n-styrylpenicillenic acid Avas concentrated 
to 25 cc., a crystalline precipitate separated. The crude crystalline D- 
styrylpenicillenic acid weighed 1.55 gm., representing 45 per cent of the 
theoretical amount from the starting oxazolone, and possessed a melting 
point of 127-130'^ (Avith decomposition). After tAVo recrystallizations from 
chloroform-hexane, the yelloAv crystals of the n-styrylpenicillenic acid 
melted at 146.5-148° (Avith decomposition) and had a specific rotation of 
[a]f = —517° for a 0.3 per cent solution in chloroform. 

C 17 H 18 O 4 N 2 S. Calculated. C 58,9, li 5.24 

346.4 Found. 58.5, “ 5.54 
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The molar absorption curve in the ultraviolet region of n-styryipeni- 
ciilenic acid in 95 per cent ethanol is shown in Fig. L 

Determination of Optimum Heating Time for Conversion of Penicillenic 
Acids to Penicillins — The penicillenic acid was dissolved so as to give a 
solution with a concentration of 100 mg. per cc. in pyridine containing 6.5 
mg. of pyridinium chloride per cc. An aliquot (0.1 to 0.2 cc.) was removed 
and added to about 0.05 cc. of triethylamine, and the resulting solution 
was cooled in an ice bath. The remainder of the original solution was 
placed in an oil bath preheated to 130°. At 3 or 4 minute intervals aiiciuots 
were removed, added to triethylamine, and cooled in an ice bath. The 
solvents were removed in vacuo from each aliquot in a water bath at 50°. 
The residues were moistened with 0.2 cc. of acetone and then dissolved in 
various amounts of 1 m phosphate buffer solution at pH 7. These buffer 
solutions were assayed against Staphylococcus aureus H by an agar diffusion 
method (14, 15) with crystalline sodium benzylpenicillin as a standard. 
The optimum heating times as determined by this method for the rear- 
rangement of the various penicillenic acids are showTi in Table I. The 
curves obtained by plotting the jdeld of activity against the heating time 
for n-styrylpenicillenic acid (broken line) and for the penicillenic acid made 
by the condensation of Isomer A of BL-iS-methylcysteine with 2-benzyI- 
4-methoxymethylene-5(4)-oxazolone (solid line) are shown in Fig. 2. 

Preparation of Crude Sodium Penicillins for Biological Testing — The peni- 
cillenic acids were rearranged in hot pyridine-pyridinium chloride in amounts 
no larger than 1 gm. The penicillenic acid (1 gm.) was dissolved in 10 cc. 
of pyridine containing 6.5 mg. of pyridinium chloride per cc. The result- 
ing solution, contained in a 20 X 150 mm. test-tube, Avas placed in a large 
oil bath preheated to 130°. After the pyridine began to boil, the position 
of the tube in the bath was adjusted so that the pyridine refluxed gently 
from the sides of the tube. The reaction mixture was kept in the oil bath 
for the optimum length of time, as given in Table I. At the end of the 
heating period, 1 cc. of triethylamine Avas added to the reaction mixture 
and the resulting solution was cooled in an ice bath. 

Tavo of the 1 gm. reaction mixtures were combined and the pyridine was 
removed under reduced pressure at 50° in such a manner that it took no 
longer than 8 minutes to concentrate the combined solutions to a gimiiiiA^ 
residue. The residue from 2 gm. of starting penicillenic acid was dissolved 
in 100 cc. of ice-cold chloroform and the resulting solution was shaken Avitli 
100 cc. of ice-cold 2 m phosphate buffer at pH 1.6 (prepared by admixture 
of equal volumes of 2 m H3PO4 and 2 m NaH2P04). The chloroform layer 
Avas dried over anhydrous Na2S04 at 0° and filtered from the desiccant, and 
the filtrate was diluted to 150 cc. Avith chiorofoim. A small amount of 
1 K NaOH was added to 150 cc. of water and this solution was shaken with 
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the chlorofoim solution. The pH of the aqueous layer was then deter- 
mined. Additional alkali was added in discrete portions and the shaking 
with the chloroform solution was repeated until the pH of the aqueous 
layer reached 7 to 7.5. This procedure generally caused emulsions to form 
which were broken by centrifugation. The aqueous layer was immediately 
frozen and the water was removed by lyophilizatioii. The resulting amor- 
phous sodium salt was dried to constant weight in a vacuum desiccator over 
P2O5. This sodium salt which contained small amounts of the synthetic 
sodium penicillin was used for the biological testing. The weights of the 



Fig. 2. Production of antibiotic activity on heating; penicillcnic acids in pyridine 
containing pyridiniurn eddoride: pcnicillonic acid produced by tlic condensn-tlon of 
DL-/3-methylcysteine, Isomer A, with 2“l)enzyl-4-niethoxymet1iylonG-5(4) -oxazolonc 
(solid line); D-styrylpenicillenic acid (broken line). 


crude sodium salts ranged from 50 to 70 per cent of the weights of the 
penicillenic acids used as starting material. 

Antibiotic Activity of Crude Synthetic Sodium Penicillins; Quantitative— 
The relative activities of the sodium salts of the crude synthetic penicillins 
w^ere determined quantitatively against three microorganisms, Staphyl- 
ococcus aureus H, Bacillus suhtilis (ATCC 6051) and Vibrio metchnikovii 
(ATCC 7708) . The activities were determined by an agar diffusion method 
with filter paper disks (Schleicher and Schull, 740--E) (14, 15). Crys- 
talline sodium benzylpenicillin was used as a standard in measuring the 
activities of each preparation against each organism. The assays involv- 
ing the use of Bacillus suhtilis and Staphylococcus aureus were essentially 
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similar to those described by Foster and Woodruff (16) and Sckmidt and 
Moyer (17) for these two organisms, with the exception that filter paper 
disks were used instead of cylinders. 

The method developed for use with Vibrio metchnikovii was similar to 
that employing Staphylococcus aureus (17). In this assay, brain-heart 
infusion agar was used. First a layer of unseeded agar (12 cc.) was poured 
into sterile Petri dishes (100 mm. in diameter) with unglazed porcelain 
covers (Coors). After the agar had hardened, a layer of seeded agar (4 
cc.) was added to each plate. Care was exercised to prevent the tempera- 
ture of the agar seeded with F. metchnikovii from exceeding 45°. In order 
to prepare the inoculum, a slant of F. metchnikovii on infusion agar con- 
tained in a 15 X 150 mm. test-tube was incubated at 37° for 18 hours. 
The cells were washed from the slant wfith 5 cc. of sterile saline solution and 
0.1 cc. of this suspension was used for every 4 cc. of agar. After the stand- 
ard and unknown solutions had been added, the plates were incubated 
overnight at 37° and the diameters of the zones of inhibition of growth were 
measured. Since F. metchnikovii is less sensitive than Staphylococcus 
aureus to benzjdpenicillin, the standard curve was determined by points 
ranging from 1 to 8 units of benzylpenicillin per cc. As the crude mixtures 
containing synthetic penicillin appeared to react gradually with water 
liberating an acidic group, it was necessary to use a strong buffer to prevent 
a drop in pH in solutions containing high concentrations of the test com- 
pounds. Therefore 1 m phosphate buffer at pH 7.0 was used to dissolve 
the standard sodium benzylpenicillin and the unknovm samples. The 
results obtained on the assay of the crude mixtures containing synthetic 
penicillins are shovm in Table I. 

Qualitative — ^A study was made of the effect of the crude mixtures con- 
taining S3mthetic penicillins on the growth of seven organisms that w^ere 
resistant to the action of benzylpenicillin. The organisms used were as 
follows: Aerobacier aerogenes (ATCC8308), Klebsiella pnewnoniae (ATCC 
9997), Mycobacterium smegmatis (ATCC 101), Mycobacterium tuberculosis 
(ATCC 607), Escherichia coli, Proteus vulgaris OX-19, and Pseudomonas 
aeruginosa. The last three organisms were obtained from Professor 
James M, Neill. 

linovTi amounts of the various S3aithetic reaction mixtures were placed 
in sterile Petri dishes. The crude sodium salt was dissolved in 1 cc. of 
1 M phosphate buffer solution at pH 7.0, 9 cc. of brain-heart infusion agar 
(1.8 per cent) at 45° were added, and the resulting solution was mixed 
thoroughly. Each synthetic reaction mixture rras tested at levels of 5, 10, 
and 20 mg. per cc. of agar. After the agar had hardened, each plate was 
streaked in a single line with a loopful of each of the seven organisms grown 
in broth. The plates vrere then incubated at 37° for 16 to 18 hours and 
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read by macroscopic exaiiiination to see wlictlier or not growth had oc- 
curred. The following control plates were prepared and used with each 
experiment: plates coiitaining 1 cc. of buffer solution but no added peni- 
ciliiiij plates to which 1 cc. of buffer solutions (1 m phos|)hate at pH 7,0) 
of various concentrations of crystalline sodium l:)enz3dpenicilliii was added 
so that the final plates contained 1 to 100 unii.s (O.G to GO y) of sodium 
benzylpeiiicillin per cc. of agar, and plates containing 5, 10, and 20 mg, (or 
about 5, 10, and 20 units) of crude synthel,ic sodium berisiylpenicilliii per 
cc. of agar. The broth cultures of the organisms used to streak the plates 
were prepared as folIow^s: Proteus vulgaris wavS grown for 2 days in brain- 
heart infusion broth, the two Mycohacteria were grown for 2 days in Dubos 
broth (18), and all the other organisms were grown for 1 day in nutrient 
broth. 

The results of the above experiments indicated that the growth of the 
organisms, with the possible exception of the Mycobacteria and the Proteus^ 
was not inhibited by any of the synthetic penicillins when the crude reaction 
mixtures were tested at levels up to 20 mg. per cc. of agar. Although the 
growth of Mycohacteria and Proteus was not inhibited by 100 units (60 7) 
of crystalline sodium benzjdpenicillin, their growth was inhibited by the 
plates containing 20 mg. of a crude synthetic benzylpenicillin preparation 
per cc. of agar and by similar quantities of crude preparations of the other 
synthetic penicillins. Since the crude synthetic benzylpenicillin prepara- 
tion contained only about 1 unit per mg., it was obvious that the growth 
of the organisms was being inhibited by substances in the reaction mixture 
other than penicillin. Further evidence on this point was obtained when 
the synthetic penicillins were assayed against Mycobacterium tuherculosis 
by an agar diffusion method with filter paper disks. The assay was similar 
to that described above for Vibrio metchnilvovii with the exception, that 
MycMhacieriimi tuberculosis was used as the test organism, and tlie I)iil,)()s 
medium (18) containing 1.5 per cent agar was listed in, place of the l)rain- 
heart inlusion agar. In this assay, none of the crude synthetic penicillins 
including the crude sodium benzylpenicillin produced a zone of inhibition 
A\iien tested at a concentration of 20 mg. per cc. Under the same condi- 
tions, 10 units of streptomycin per cc. produced a zone of inhibition meas- 
uring 21 mm. in diameter. 

Fractional Crystallizaiion of j^-Styrylfcriicillenic Acid and Conversion of 
Fractions to Crude B-Styrylpenicillin — 600 mg. of n-styrylpenicillenic acid 
(Fraction A) were dissolved in 60 cc. of hot chloroform and 60 cc. of hot 
hexane Avere added. After the solution had cooled, 220 mg. of crystalline 
B-styrylpenicillenic acid (Fraction B) separated. Concentration of the 
mother liquor to dryness gave 237 mg. of residue (Fraction C). 180 mg. of 

Fraction B Avere recrystallized from 25 cc. of chloroform plus 21 cc. of 
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hexane. The recrystallized product (Fraction D) weighed 55 mg. Concen- 
tration of the mother liquor to dryness gave 115 mg. of residue (Fraction 
E). Aliquots were removed from each fraction for the determination of 
melting point and molar absorption at 375 m/x in 95 per cent ethanol, and 
for conversion to crude D-styrylpenicillin (Table II). 

In order to convert D-styrylpenicillenic acid to D-styrylpenicillin, the frac- 
tions of the D-styrylpenicillenic acid were dissolved so as to give solutions 
with a concentration of 10 mg. per cc. in pyridine containing 6.5 mg. of 
pyridinium chloride per cc. The resulting solutions were all placed at the 
same time in an oil bath at 130°. After 15 minutes the solutions were 
removed from the bath, 0.10 cc. of triethylamine was added per cc. of solu- 
tion, and the resulting solutions were cooled in an ice bath. The solvents 
were removed in vacuo, and the residues were dissolved in various amounts 
of 1 per cent phosphate buffer at pH 7.0 and assayed against Staphylococcus 


Table II 


Properties of Fractions from Recrystallization of D-Siyrijlpenicillenic Acid 


Fraction 

Melting point 
(decomposition) 

at 375 mu 

(a) 

Antibiotic activity 
produced 

1 (b) 


A 

U. 

127-130 

37,400 

1 

unil per mg. start- 
ing fraction 

0.0175 

4.68 

B 

146-148 

42,300 

0.0190 

4.50 

C 

112-121 

25,250 

0.0125 

4.95 

D 

146-148 

42,300 

0.0195 

4.61 

E 

122-127 

35,700 

0.0160 

4.48 


aureus with crystalline sodium benzylpenicillin as the standard. For each 
fraction, the ratio of antibiotic activity produced to molar absorption at 
375 m/x was calculated (Table II). These ratios remained quite constant, 
ranging from 4.48 X 10"^ to 4.95 X 10““h 

The authors wish to thank Dr. Herbert E. Carter for a generous supply 
of Isomers A and B of DL-jS-methylcysteine. They also wish to thank Miss 
Josephine E. Tietzman for carrying out the microanalyses and Miss Mary 
R. Lloyd and Miss Helen E. Heath for aid with the penicillin assays. 

SUMIVLIRY 

The synthesis in minute yields and the preparation in the form of crude 
sodium salts of several penicillins have been described. Some of the peni- 
cillins were analogues of benzylpenicillin in which the D-penicillamine moi- 
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ety of benzylpenicilliii was replaced by either DL-/3-metIiyk*ysteiiiej Isomer 
A; DL-/3-methylcysteiiie, Isomer B; DL-/5,/3-diethylcysteiiic; or OL-iS-etliyl-^- 
methylcysteiiie. In addition crude sodium D-phenyipeiiicilliii and D-styryl- 
penicillin were synthesized. 

In the first step of the two-step reaction used in the synthesis of these 
penicillins, appropriate oxazolones were condensed with various a-amiiio-id" 
mercapto acids to yield penicillenic acids. In most cases, tlie penicillenic 
acids were isolated as amorphous solids which were ciiaracterized by their 
ultraviolet absorption spectra. In the case of n-styrylpenicillenic acid, the 
intermediate penicillenic acid was obtained in crystalline form. In the sec- 
ond step of the synthesis, the penicillenic acids were converted in small 
yield to the corresponding penicillins. It was found that the optimum con- 
ditions for this rearrangement were dependent among other things upon the 
type of penicillenic acid involved. 

The relative antibiotic activities of the crude preparations of the syn- 
thetic penicillins were determined on three microorganisms: Staphylococcus 
aureus H, Bacillus siibtilis, and Vibrio metchnikovii> In qualitative tests 
it was found that the crude synthetic penicillins did not possess marked 
antibacterial properties against Aerobacter aerogeneSj Klebsiella pneumoniae, 
Mycobacter ium smegmatis, Mycobacterium tuberculosis, Escherichia coli, Pro- 
teus vulgaris OX-19, or Pseudomonas aeruginosa. These organisms also 
showed a high degree of resistance to the action of crystalline sodium benzyl- 
penicillin. 

Studies on crystalline n-styrylpenicillenic acid have added to the evidence 
that penicillenic acids are intermediates in the synthesis of penicillins in 
the reaction of appropriate oxazolones with a-amino-/S-mercapto acids. 
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STUDY OF CARBON DIOXIDE FIXATION IN THE 
SYNTHESIS OF CITRULLINE^^^ 

By SANTIAGO GRISOLIAf and PHILIP P. COHEN 
(From the Laboratory of Physiological Chemistry, University of Wisconsin, Madiso7i) 

(Received for publication, July 29, 1948} 

The ornithine citruliine arginine cycle of urea synthesis originally 
proposed by Krebs and Henseieit (1) has had increasing experimental 
support (2-10). The position of citruliine in the cycle, however, has been 
questioned (11). With the advent of the successful separation of the two 
over-all enzymatic steps, ornithine — > citruliine and citruliine ^ arginine 
(10), from the intact cellular SY^stem the position of citruliine appeared to 
be ■well established. However, it seemed desirable to determine the inter- 
mediary role of citruliine by the use of carbon dioxide containing In 
the present paper it is demonstrated that the incorporation of into the 
carbonyl group of citruliine and urea is of such a magnitude that citruliine 
must be considered as an obligatory intermediate in the urea synthesis 
cycle. 


Procedures 

Tissue Preparations — The enzyme preparations used in this study 'were 
the KCl-washed rat liver residue for the step ornithine —> citruliine (10) 
and whole liver homogenate for the step citruliine — » urea, both previously 
described by Cohen and Hayano (9). 

Substrates — L-Ornithine and L-citrulline w'ere prepared from L-arginine 
according to the method of Hunter (12) and Gornall and Hunter (13), 
Adenosine triphosphate (ATP) was prepared from rabbit muscle (14). 

A7ialytical — Citruliine was estimated b}^ the colorimetric method of 
Archibald (15). Urea was determined either by the manometric method 
of Krebs and Henseieit (1) or the colorimetric method of Archibald wdth 
isonitrosopropiophenone (16). The measurement of radioactivity was car- 
ried out according to Reid (17) with a thin mica window' counter. Prep- 
arations of C^^-containing samples for counting w'ere collected and dried 
on thin aluminum cups of known area. For orientation purposes some 
preparations were counted directly as dry films after adsorption of small 
samples on a layer of lens paper filling thebottom of aluminum cups. With 
care, reproducible results are obtained with this technique. 

Aided in part by a grant from the Wisconsin Alumni Research Foundation. 

t Del Amo Foundation Fellow. 
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Results 

Preliminary small scale experiments were carried out in which total 
C^^02 fixation was estimated for the step ornithine —> citmlliiie (Table I). 
It will be noted that in all three experiments the elimination of either glu- 
tamic acid or ornithine results in a marked decrease in CO- fixixtioii of tlie 
order of one-tenth to one-twelfth that of the complete system. 

A large scale experiment was carried out under the conditions described 
in Table II. The reaction was stopped by the addition of 5.0 ml. of 1 n 
HCI and deproteinized by heating. The CO2 liberated on the addition of 

Table I 


Prelhninary Experiments for Estimailon of Fixation 


Experiment 

Incubation mixture 

€^'*02 fixed in 
protein-free 
medium* 

A 

Coiri|)lete system 

100 


Without ornithine 

10 

i c 

“ glutamic acid 

3 

i c 

“ and Nils 

0 

B 

Com])] ete system 

100 

i i 

Without ornithine 

8 

a 

“ “ fumaric acid replacing glutamic 

acid 

10 

c 

Complete system 

lf)0 

i c 

Without ornithine 

12 

( c 

“ glutamic acid 

10 


Final substrate concentrations were as follows; 3.S X Kb" n L-gliitarnate., 2.5 X 
KX'*’ M L-ornithine, 5 X 10”^^ M NH4CI, 1 .25 X K)"“ M ])ho.sphai(5 buffer, pH 7.15, 3.3 X 
ICr^MMgSCb, 1.5 X M ATP, G X m NalK''‘’' 03 , a,nil potassiiun ioiis to bring 
the medium to isoionicity and a total volume of 4.0 ml. lOach cup (*«uitained 3.5 
mg. of washed residue N. Incubation time 40 minvU.es at 3S°. 

* The radioactivity of the protein-free medium is expressed as relative values. 
100 is equivalent to a total fixation of about 25 to 30 per cent of the added. 

acid was collected in alkali. Aliquots of the alkali samples containing the 
C^^02 were analyzed for total carbonate content by the standard Warburg 
manometrie technique. The residual C^'^Oa was then precipitated as 
BaCOa for determination of radioactivity. Any residual C^'‘02 present in 
the reaction mixture was washed out by flushing Avith non-isotopic CO 2 , 
which Avas then removed by prolonged flushing with COa-free air. The 
precipitated protein was centrifuged off, the supernatant filtered through 
retentive paper, and aliquots of the filtrate analyzed for citrulline and urea. 
48 micromoles of citrulline were found and no urea AAms detected. Evapo- 
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ration of an aliquot to a dry film and assay for radioactivity indicated that 
a higli CO2 fixation had occurred.^ 

The reaction mixture after incubation and deproteinization was divided 
into three fractions which were diluted with non-isotopic L-citrulline. The 
dilutions were 5, 50, and 150 times the original citmlline present. These 
samples were now treated with Ba(OH)2 and ethyl alcohol, according tO' 
Jones and Moeller (18), in order to remove dibasic amino acids. The pre- 
cipitates were collected and aliquots assayed for radioactivity. All showed 
some activity due in part to the presence of some adsorbed citmlline on the 
crude barium salts. The precipitates were then resuspended in H2SO4. 
The BaS04 which was separated by centrifugation contained no appreciable 
radioactivity. Treatment of the supernatant with non-isotopic L-citrulline 


Table II 

Radio adivity of Carbon Dioxide^ Citrulline, and Urea 


Carbon dioxide 

Citrulline 

Urea 


Compound 

Specific activity, counts per 
min. per micromole compound 


420 


413 


410 



The reaction mixture for citrulline synthesis contained the following components: 
3.S X 10^- M L-giutamate, 3.3 X 10“^ m L-ornithine, 6.6 X 10“^ M NH 4 CI, 2 X ^ 
ATP, 1 X 10“- M phosphate buffer, pH 7.15, 3.3 X lO'^ m MgS04, 9 X 10"® m NaHC^^Os, 
and KCl ions to bring the medium to isotonicity (activity of measured in a 
Geiger-Mtiller counter, 36,000 counts per minute per mg. of carbon). Washed 
residue 28 mg. of N. The total volume of the reaction mixture was 30 ml. The 
mixture was incubated at 38® for 40 minutes in a closed vessel and in the presence of 
air. 


and further precipitation with Ba(OH)2 and alcohol resulted in a drop in 
radioactivity of the precipitate. As the activity of these precipitates was 
very low, isolation and identification of this fraction were not undertaken 
in the present studies. For precipitation of the citrulline the method of 
Vickeiy and Gordon (19) employed for other amino acids was used. The 
supernatant from the first Ba(OH)2 treatment was freed of alcohol by 
evaporation and brought to pH 7.0 by the addition of H2SO4. After 
removal of BaS04, the solution was treated with HgCl2 to twice the molarity 
of the citrulline present, and then Ba(OH)2 was added to raise the pH to 
9.3. The citrulline-Hg-Ba complex was separated by centrifugation, 
washed several times with water, alcohol, and ether, and then assayed for 

^ It has been observed that the metabolic CO 2 production under these conditions 
will account for a 5 per cent maximum dilution of the C^‘^02 added. 
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radioactivity. The analytical values obtained with all three dilutions were 
consistent within 5 per cent. The samples W'ere then taken up in dilute 
decomposed with H 2 S, centrifuged, washed, and the supernatant 
and washings filtered through retentive paper. The filtrate w^as aerated 
and analyzed for citrulline. The samples were concentrated in vacuo to a 
small volume, and aliquots were converted enzymaticall}^ to urea according 
to Cohen and Haj/aiio (10) except that aspartic acid was used instead of 
glutamic acid. Urea was separated either as xanthydrol urea according 
to the method of Alien and Luck (20) or decomposed with urease and the 
CO2 precipitated as BaCOs in the usual way. 

As can be seen from Table II the specific activity per micromole of urea 
and citrulline is practically the same as that of the bicarbonate of the 
medium. 

Another procedure^ employed in. a large scale experiment for estimating 
the incorporation of into citrulline involved the quantitative adsorp- 
tion of citrulline from the deproteinized reaction mixture by Zeo-Karb 
according to the method reported by Archibald (15). Measurements of cit- 
riilline and radioactivit}" indicated quantitative adsorption of both by Zeo- 
Ivarb. Approximately 80 per cent of the citrulline was eluted from the 
Zeo-Karb by treatment with 30 per cent H 2 SO 4 . Analysis of the eliiate 
after removal of sulfate ions with Ba(OH )2 revealed the same ratio of 
radioactivity to citrulline content as before adsorption. The eluted cit- 
rulline solution was then heated at 105® for 1 hour with concentrated 
sodium hydroxide to decompose the terminal ureide group to carbon dioxide 
which was collected asBaCOs. Measurement of radioactivity of this carbon 
dioxide showed a specific activity per mg. of carbon which was 98 per cent 
that of the original bicarbonate in the medium. Of interest was the 
finding that washing Zeo-Karb with 30 per cent H2SO4 gives rise to a sub- 
stance in the washings which wdien heated with alkali reacts with diacetyl 
monoxime, thus interfering slighth" with the determination of citrulline. 

DISCUSSION 

The synthesis of citniiline and urea mth practically the same «pecific 
activity as that of the C ^^02 present originally in the medium strongly 
supports the position of citrulline as an obligatory intermediate in the urea 
'C 5 mle. The relatively low rate of C^^02 fixation in the absence of ornithine 
or glutamic acid indicates that in this system citrulline synthesis is by far 
the most active CO 2 fixation reaction. 

Attempts to demonstrate the formation of an intermediate carbamyl- 
gliitamic acid derivative (21) in this study were unsuccessful owing chiefly 

- This part a! the study was carried out with the collaboration of Dr. M. Hayano. 
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to the instability and rapid conversion of this compoiiiKL Experiments in 
this direction are now in progress. 

The authors are indebted to Dr. Robert H. BurriSj Department of Bio-- 
cheniistiyj for samples of C ^^02 and for facilities for estimation of radio- 
activity. 


SUMMARY 

1. The synthesis of citrulline from ornithine in the presence of C^^02 
has been studied in washed rat liver residue. The specific activity of the 
isolated citrulline is of the same order of magnitude as that of the C ^^02 
added. 

2. The conversion of citrulline containing in the carbonyl position 
to urea by liver homogenates results in the formation of urea with the same 
specific activity as that of the added citrulline. 

3. The significance of these findings on the intermediary role of citrulline 
in the Krebs-Henseleit cycle is discussed. 
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PURIFICATION OF DIPHOSPHOPYRIDINE NUCLEOTIDE BY 
COUNTER-CURRENT DISTRIBUTION* 

By GEORGE H. HOGEBOOMt and GUY T. BARRYJ 

(From the Laboratories of The Rockefeller Institute for Medical Research, 

New York) 

(Received for publication, July 19, 1948) 

The isolation in the pure state of the coenzyme diphosphopyridine 
nucleotide (BPN) has constituted a difficult problem in chemical fractiona- 
tion for a number of years. At the present time, it is possible by means 
of relatively simple procedures to obtain crude preparations containing 40 
to 60 per cent DPN from yeast in good yield (1-3) . Further purification of 
these crude preparations (4-7) usually involves precipitation of DPN with 
cuprous chloride, subsequent removal of acid impurities as insoluble salts 
of heavy metals, adsorption of DPN on columns of AI2O3, and finally 
fractional precipitation with alcohol. The procedure is tedious and is not 
easily reproducible with respect to the purity or yield of the final product. 

The formidable nature of this method of purification has, in fact, led to 
the wide-spread use of crude DPN in enzyme studies and related investiga- 
tions. Although in most instances the knovm specificity of the DPN- 
linked dehydrogenases leaves little doubt that DPN itself takes part in the 
enzyme reactions, the question continually arises as to whether the im- 
purities, of which the chemical nature is largely unknown, include inter- 
fering compounds. It is obvious that a reproducible and simple method 
for obtaining pure DPN in good yield would be desirable. 

In the present report a new method, based on the counter-current 
distribution principle developed by Craig (8), is described for the fractiona- 
tion of crude preparations of DPN (purity approximately 60 per cent). 
Recent applications of this technique of fractionation to other complex 
mixtures (9-12) have amply demonstrated that it is a powerful tool in the 
separation and characterization of organic compounds. By utilizing a 
two-phase system consisting principally of phenol and water, it has been 
possible with relatively few transfers to isolate DPN of high purity (at 
least 96 to 98 per cent pure) in yields of 70 to 80 per cent. 

* Aided in part by a grant from the American Cancer Society on the recommenda- 
tion of the Committee on Growth of the National Research Council. 

t Present address, National Cancer Institute, National Institute of Health, Be- 
thesda 14, Maryland. 

i Fellow of the American Cancer Society. 

935 



936 


PURIFICATION OF DPN 


EXPERIMENTAL 

Since the procedure of counter-current distribution depends upon the use 
of a two-phase system, some difficulty would be anticipated in attempts to 
apply the method to compounds characterized by high solubility in water 
and low solubility in the common organic solvents. DPN is, of course, an 
excellent examp e of this type of compound. Even when distributed in 
systems that contained large amounts of w^ater in the organic solvent phase, 
such as 1-butanol-water or 2-butanol-water, over 99 per cent of the DPN 
was found in the aqueous phase {K < 0.01). Phenol and certain of its 
derivatives {e.g. m-cresol), however, constituted a group of organic solvents 
allowing for more favorable conditions for the counter-current distribution 
of DPN. In the system water-phenol at 6°, for example, approximately 90 
per cent of the DPN was found in the organic phase {K = 0.12). A 
preliminary counter-ciiiTent distribution of fifteen transfers was made at 6° 
with 50 mg. of crude DPN with the system 2 volumes of water-1 volume of 
phenol. The results of this distribution showed that most of the impurities 
in the preparation possessed a much higher distribution coefficient than did 
DPN itself. Furthermore, DPN did not undergo an appreciable degree of 
transformation during the procedure. With these data at hand, it was 
possible to make a more detailed analysis of crude preparations of DPN by 
means of the coiinter-curreiit distribution technique. 

Materials and Methods — The crude DPN fractionated in the present 
experiments consisted of several different lots of cozymase obtained from 
the Schwarz Laboratories^ and containing approximately 60 per cent DPN. 

Reagent grade crystalline phenol (Merck) was redistilled under reduced 
pressure and stored in the liquid form by the addition of 10 per cent water. 
All other solvents used were also redistilled in glass. 

The counter-current distribution machine available for the present 
experiments was equipped with a glass plate at each end,- making it possible 
to observe directly the separation of the liquid phases. This improvement 
was particularly useful in the purification of DPN because the water-phenol 
system separated rather slowly and had a tendency to emulsify in the 
presence of some of the impurities in cozymase. The settling of most 
systems is indicated simply by transmission of light through the tubes. 
In the case of water-phenol, however, the layers were frequently cloudy, 
and a determination of separation was made by tilting the machine to the 
horizontal position for observation of the solvent interface by reflected 
light. 

The DPN content of the cozymase and purified preparations obtained by 

^The authors are indebted to the Schwarz Laboratories, Inc., for a generous 
supply of cozymase. 

" Craig, L. C., and Post, O., unpublished work. 
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distribution was estimated according to the method of Warburg and 
Christian (13) as modified at the Schwarz Laboratories/^ A 3 to 5 mg, 
sample (weighed to 0.01 mg.) was dissolved in 2.00 ml. of a freshly prepared 
solution containing 0.20 per cent Na 2 S 204 and 1.0 per cent NaHCOg. The 
mixture was placed in a boiling water bath for exactly 1 minute, immedi- 
atel}^ chilled in an ice bath, and diluted to an appropriate volume with a 
buffer containing 1.0 per cent NaHCOs and 1.0 per cent Na 2 C 03 - The 
solution was oxygenated for 5 minutes and its optical density measured at 
340 mil in the Beckman spectrophotometer. This procedure was found to 
be superior to the usual method of reducing DPN over a period of several 
hours at room temperature (13) in that it gave more reproducible extinction 
coefficients. 

The extinction coefficient at 340 mjji afforded a precise measurement of 
the relative increase in purity and the yield of DPN obtained in the fraction- 
ation procedure. Although the extinction coefficient of pure DPN re- 
duced in solution with hydrosulfite has not been definitely established, for 
purposes of convenience a value of 8.5 sq. cm. per mg., according to LePage 
(3), was employed to estimate the DPN content of the eozymase and the 
samples of purified DPN. 

Analysis of Crude DPN by Means of Counter-Current Distribution — Fig. 1 
shows the results of a twenty-four transfer distribution of 202 mg. of 
cozymase. The components of the system for distribution were equili- 
brated in the following proportions before the experiment: 200 ml. of water, 
100 mg. of KCl, 90 ml. of phenol, and 10 ml. of ether. Each tube of the 
machine contained 12 ml. of the upper (aqueous) layer and 7.8 ml. of the 
lower (phenol-ether) layer. The pH of the aqueous layer was approxi- 
mately 5. The distribution was carried out in a cold room at 6° in order 
to minimize hydrolj^sis of DPN. 

Potassium chloride was added because it had been previously noted 
that the addition of a small quantity of a strong electrolyte to the water- 
phenol system prevented to a considerable extent the formation of emul- 
sions. It was necessary to use an electrolyte which would not be an 
objectionable contaminant in preparations of purified DPN and which was 
soluble in ethanol, since the subsequent isolation of DPN involved precipi- 
tation from aqueous solution with ethanol. KCl satisfied these require- 
ments reasonably well. Ether was added to I'aise the distribution coeffi- 
cient of DPN in the water-phenol system. As can be seen in Fig. 1, the 
addition of ether gave a higher distribution coefficient {K = 0.59) which 
was more favorable for fractionation. 

Upon completion of the distribution, the mixture in each tube of the 
machine was transferred to a glass-stoppered test-tube and extracted three 

® Gut oho, S., and Stewart, E. D., unpublished work. 
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times wit'll 15 ml. of ether. The initial ether extraction resulted in the 
transfer to the aqueous phase of the material dissolved in the phenol and 
ill the removal of the phenol from the system. Two additional extractions 
were carried oiit in order to insure complete removal of phenol. There 
remained tv'enty-five aqueous solutions containing the components of the 
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Tube numben 

Fig. 1. Counter-current} distribution of 202 mg. of cozymase in the system water- 
phenohetlier. X, total optical density at 260 mju; O, theoretical distribution of a 
single substance possessing a distribution coefficient of 0.59; □, total weight in mg. 
after evaporation to drjuiess. 

cozymase and the KCl. These solutions were analyzed by determining 
their optical density at 260 mp, and the results plotted as shovm in Fig. 1. 
The central band, wiiich represented DPN, coincided very closely with the 
theoretical distribution of a single substance possessing a distribution co- 
efficient of 0.59. There was, however, a slight deviation beginning at Tube 
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13 and exi-ending to Tube 17, indicating the presence of another sub- 
stance capable of absorbing light at 260 mfi. On the basis of absorption 
measurements, practica% all of the remaining impurities in the cozymase 
were in Tubes 18 to 24. It should be mentioned that the impurities in 
Tubes 23 and 24 were troublesome during the distribution because they 
tended to cause emulsification of the system, making it necessaiy to wait 
6 to 8 minutes between transfers. 

Since by the analytical method only substances absorbing light at 260 
mil could be detected, additional data were necessary before the central 
band could be satisfactorily interpreted. Accordingly, a number of samples 
from tubes on both sides of the band were evaporated to dryness and the 
weight of the residue determined. After correction for the amount of KCl 
present, the weights were plotted in Fig. 1 on a scale approximating the 
weight of material in the tubes of the central band. The latter values were 
estimated from the extinction coefficient at 260 mjM of the DPN isolated 
from Tubes 6 to 12, inclusive. A consideration of the amount of material 
present in Tubes 2, 4, 16, and 17 led to the conclusion that the central band, 
on a weight basis, could have been no broader than the band determined by 
absorption measurements and shovm in Fig. 1. This finding confirmed 
the results of a preliminary experiment involving fifteen transfers, in which 
it was found that the total weight of material present in each tube of the 
band representing DPN corresponded exactly to the optical density at 260 
inju. It was concluded, therefore, that Tubes 4 to 12 of the central band 
contained, except for KCl, either a single substance or a mixture of sub- 
stances possessing identical distribution coefficients in the system. 

Tubes IS to 24 contained impurities amounting to 27 per cent of the 
weight of the original cozymase. The absorption curve of the material 
in these tubes showed a pronounced maximum at 260 m/z, tj'pical of a 
eompoiind or compounds containing adenine. On reduction with hydro- 
sulfite, however, the absorption of these impurities did not increase at 340 
m/x, a finding that showed the absence of compounds containing ciuater- 
nary pyridinium nitrogen. The large deviation between the weights and 
the absorption measurements in Tubes 22 to 24 of Fig. 1 demonstrated 
the presence of impurities other than those absorbing at 260 m/x. 

Although very little residue remained after evaporation to dryness of the 
aqueous solutions obtained from Tubes 0 and 2 (Fig. 1), it should be 
mentioned that a yellow precipitate formed at the interface on ether extrac- 
tion of the contents of Tubes 0, 1, and 2. This precipitate, which repre- 
sented an impurity possessing a low distribution coefficient, was lost during 
the ether extraction, and its weight could not be estimated. 

Isolatio7i of DPN — Immediately after completion of the absorption anal- 
ysis, the aqueous solutions obtained from Tubes 6 to 12 were combined, 
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filtered with suction through an inverted filter, frozen in a dry ice-acetone 
mixture, and lyophilized. The resulting solid material was dissolved in 4 
ml, of water, and a white flocculent precipitate was obtained on addition of 
40 ml. of cold absolute ethanol. The precipitate was recovered by centrif- 
ugation, washed with absolute ethanol and ether, and dried over P 2 O 5 in 
vacuo. A white solid weighing 92 mg. was obtained. In an attempt to 
decrease the possibilit}^ of contamination with KCl, the nucleotide was 
redissolved in 3 ml. of water and reprecipitated with ethanol. The second 
precipitation presented some difficulties, however, because the compound 
formed an extremely fine precipitate consisting of particles of fairly uniform 
size (diameter about 0.4 ja) that did not coalesce over a period of 18 hours 
at 0"^. When recovered by centrifuging at 2400 X g for 1 hour and dried 
over P2O5 tn vacuo, the reprecipitated material w’eighed 82 mg. After 
reduction with hydrosulfite, its extinction coefficient at 340 niii was 8.13 
SCI. per mg., indicating a purity of 96 per cent. The starting material 
contained approximately 62 per cent DPN (£340 = 5.3 sq. cm. per mg.). 

Fractionation of Cozymase in System, Water-PhenoFChloroform — The ex- 
periment shovm in Fig. 1 demonstrated that most of the impurities in tlie 
cozymase possessed a much higher distribution coefficient than did DPN 
in the system, water-phenol-ether, and could therefore be effectively re- 
moved by a few transfers. It was evident, however, that twenty-four 
transfers were required to eliminate impurities possessing a low distribu- 
tion coefficient. That such impurities were likely to occur in crude prepara- 
tions of DPN was apparent from the detection of solid material in Tubes 0 , 
1 , and 2 , which appeared on extraction with ether but was lost on removal 
of the ether. It was therefore desirable to devise a system in which 
distribution coefficient of DPN was approximately 1. By this means it 
would be possible to separate with relatively few transfers impurities pos- 
sessing both high and low distribution coefficients. The addition of moiu 
than 10 per cent ether to the phenol layer of the water-phenol system, in 
order to obtain a distribution coefficient higher than 0 , 59 , was not feasibl(\ 
however, because the density of the phenol-ether phase then approached loo 
closely that of the aqueous phase, and the system did not separate readily. 
Preliminary experiments in which increasing amounts of chloroform 
added to the water-phenol system showed that a distribution coefficient of 
approximately 1 for DPN could be obtained when the three components 
were used in the following proportions: 15 ml of water, 7 ml of phenol, 
and 3 ml. of chloroform. When KCl was added to the aqueous phase at a 
concentration of 0.10 mg. per ml of -water, the system separated very 
rapidly. 

A twenty-four transfer distribution of 600 mg. of crude DPN was then 
carried out in the water-phenol-chloroform system, each tube of the 
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machine containing 12 ml. of the aqueous layer and 7.S mi. of the organic 
solvent layer. The two phases were obtained by equilibrating before the 
experiment the components of the system in the following proportions: 200 
ml. of water, 20- mg. of KCI, 70 ml, of phenol, and 30 ml. of clilorofomi. 
The preparation of DPN available for this experiment had been partially 
purified by a previous fifteen transfer distribution in the system, water- 
phenol-ether. The extinction coefficient of the starting material at 340 
after reduction with hydrosulfite was 7.4 sq. cm. per mg. (indicated 
purity, 87 per cent). A considerably greater amount of starting material 
(600 mg.) than in the previous experiment (Fig. 1) was used in order to test 
the feasibility of a larger scale procedure for the isolation of DPN. The 
experiment was carried out at 6^. 

After twenty-four transfers, the contents of each tube were withdrawn 
from the machine, the phenol and chloroform removed by three extractions 
v'ith 15 ml. of ether, and the resulting twenty-five aqueous solutions 
analyzed by a determination of optical density at 260 mju. The results of 
this analysis are given in Fig. 2. The main band (Tubes 7 to 20), which 
represented DPN, was not the symmetrical type usually obtained in the 
counter-current distribution of a single substance but showed a precipitous 
rise from Tubes 7 to 10 and a more gradual decline from Tubes 12 to 19, 
Previous experience has shown that this type of skewed curve does not 
indicate the presence of impurities but is the result of a non-linear par- 
tition isotherm; i,e., a shift in distribution coefficient with concentration. 
In view of the symmetry of the main band in the experiment shown in 
Fig. 1, when a relatively small amount of starting material was used (202 
mg.), it was likely that the asymmetry of the band in Fig. 2 resulted from 
the high initial DPN concentration. A method has not as yet been 
devised for the calculation of theoretical curves for substances with non- 
linear partition isotherms. On the other hand, it has been found that the 
total width of the base of a skewed curve obtained with a pure substance is 
very nearly the same as that of the symmetrical theoretical curve. On 
inspection of the two curves in Fig. 2, the only detectable impurity in the 
main band on the basis of absorption measurements at 260 m/A occurred in 
Tubes 16 to 20. This impurity corresponded to that in Tubes 13 to 17 of 
Fig. 1. A small amount of impurity absorbing at 260 nifi was present in 
Tubes 21 to 24 (Fig. 2), 

In order to compare the purity of the DPN on both sides of the band 
shovTL in Fig, 2, the material in Tubes 8 to 12 and in Tubes 13 to 18 was 
pooled separately, frozen, lyophilized, redissolved in 5 ml of water, and 
precipitated by the addition of 10 volumes of absolute alcohol. Each 
precipitate was washed with ether and dried in a vacuum desiccator over 
P 2 O 6 . 220 mg. of DPN were isolated from Tubes 8 to 12, the extinction 
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coefficient at 340 iUjU after reduction with hyclrosulfite being 8.36 sq. cm. 
per mg. (indicated purity, 98 per cent). Tubes 13 to 18 yielded 209 mg. of 
DPN, of which the extinction coefficient at 340 mix after reduction was 
8.26 sq. cm. per mg. (indicated purity, 97 per cent). Both preparations 
were amorphous but perfectly white in color. The slightly lower extinc- 
tion coefficient of the DPN from Tubes 13 to 18 was probably due to a 



Tube number 


Fig. 2. Counter-current distribution of 600 mg. of partially puriiSed DPN in the 
system water-phenol-chloroform. X, total optical density at 260 nifi; O, theoreti- 
cal distribution of a single substance possessing a distribution coefficient of 0.97. 

small amount of impurity in Tubes 16 to 18. Reprecipitation of the DPN 
from Tubes 13 to 18 did not produce any change in its extinction coeffi- 
cient. On the basis of extinction coefficients at 340 m/x, a total of 80 per 
cent of the DPN in the starting material Avas recovered. 

Procedure for Isolation of DPN on Large Scale — It was apparent from the 
data presented above that the use of an initial DPN concentration of much 
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more than 3 per cent in the water-phenol-chloroform system Y'ould result 
ill an excessive shift in the distribution coefficient. In larger scale pro- 
cedures, it would therefore be necessary to increase the volume of tlie 
solvents above the capacity of, the present counter-current distriliution 
machine. The data also indicated, however, that the number of transfers 
required to effect satisfactory purification was sufficiently small to render 
the fractionation method feasible without resorting to the machine. 
Accordingly, the following experiment was carried out in order to test the 
practicability of a larger scale procedure for the isolation of DPN. Al- 
though only 1 gm. of cozymase was available for fractionation, it was evi- 
dent that larger amounts could have been used if appropriate increases had 
been made in the volume of the solvents. 

The first step in the purification was a four transfer distribution at 6^ 
of 995 mg. of cozymase in the system, 12 ml. of water -12 ml. of phenol. 
The water phase contained 0.10 mg. of KCl per ml. Heavy glass-stoppered 
test-tubes were used for the distribution. After each equilibration, the 
tubes were centrifuged because of the tendency for the impurities possessing 
a high distribution coefficient to cause emulsification. The upper layers 
were transferred from one tube to the next by a vacuum-operated siphon. 
Tubes 0, 1 , and 2 contained practically all the DPN l)ecause of its low dis- 
tribution coefficient (K = 0 . 12 ) in the water-phenol system. Tubes 3 and 
4 contained the bulk of the impurities of high distribution coefficient, 
corresponding to the material in Tubes 18 to 24 of the distribution shown 
in Fig. 1 . The contents of each tube were then extracted three times with 
15 ml. of ether. The resulting aqueous solutions obtained from Tul)es 0, 
1 , and 2 were combined, frozen, and lyophilized. The residue vcas dis- 
solved in 10 ml. of cold water, precipitated by the addition of 100 ml of 
cold absolute alcohol, recovered ]>y centrifugation, washed with ether, and 
dried in vacuo over P 2 O 5 . This pi'eparation of partially purified DPN con- 
sisted of yellow resinous material and weighed 684 mg. After reduction 
with hydrosiilfite its extinction coefficient at 340 mg w^as 7.14 sq. cm. per 
mg. Since the extinction coefficient of the original cozymase was 5.25 scp 
cm. per mg., the yield in terms of DPN recovered was 92 per cent. The 
purity of the DPN had been increased from 62 to 84 per cent. 

The aqueous solutions from Tubes 3 and 4 were evaporated to dryness 
at 100°. Tube 3 contained 7G mg. and Tube 4, 144 mg. of impurity. 

The second step in the isolation procedure consisted in distributing in the 
water-phenol-chloroform system the partially purified DPN obtained from 
Tubes 0, 1, and 2. This distribution was carried out under conditions 
similar to those of the experiment shown in Fig. 2. The number of trans- 
fers, however, was reduced to sixteen. 453 mg. of DPN were collected 
from Tubes 4 to 11, the extinction coefficient at 340 mg being 8.25 sq. cm, 
per mg. after reduction with hydrosulfite. The indictated purity of the 
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compound was therefore 97 per cent. The over-all yield of DPN obtained 
by the two distributions of 995 mg. of cozymase was 72 per cent. 

Chemical Analysis of Purified DPN — Table I shows the results of 
elementary analj’^sis of samples of DPN isolated from the distributions 
shown in Figs. 1 and 2, Both samples had been stored in a desiccator over 
P 2 O 5 before analysis. Residual water was determined by heating the 
samples to constant weight at 100 ° in vacuo. In order to estimate the 
extent of contamination by IvCl, chlorine analyses were carried out in 
addition to analyses for C, H, N, and P. It can be seen from the data in 
Table I that both samples gave low C, N, and P and high H values. Sam- 
ple 2 , which was purer than Sample 1 on the basis of extinction coefficients 
at 340 m/i (E = 8.36 versus 8.13 sq. cm. per mg.), gave C:N and N:P ratios 
in exact agreement with the theory, whereas the C : N ratio for Sample 1 was 


Table I 

Analysis (Per Cent) of Samples of Purified DPN* 


Sample 

Resid- 

ual 

water 

C 

H 

N 

i 

P 

Cl 

C:N 

X:P 

Calculated for CsiHorNrlhOH 


38.01 

4.10 

14.78 

9.35 


2.572 

1.58 

(mol. \vt,, 663.5) 

Found, Sample If 

5.46 

i 

37.75 

4.44 

14.38 

9 . 0 s 

Trace 

2.62 

1.58 

a 

5.30 , 

37.33 

4.40 

14.52 

9.18 

0.10 

2.571 

1.58 


* Analyses were performed by Mr. D. Rigakos and IMiss Theta Spoor of The 
Rockefeller Institute for Medical Research and by Dr. A. Elek, 4763 West Adams 
Boulevard, Los Angeles 16, California. 

t DPN isolated from Tubes 6 to 12 of the distribution shown in Fig. 1. 

X DPN isolated from Tubes 8 to 12 of the distribution shown in Fig. 2. 

somewhat high. In general, the analytical values indicated that an appre- 
ciable amount of residual water was present in the samples even after they 
were dried at 100° in vacuo. Attempts to attain a completely anhyclr( 3 us 
state were unsuccessful, however, because DPN decomposed wlien heated 
at temperatures higher than 100 °. 

Activity of Purified DPN jis Coenzyme— ks a final check on the extent of 
purification of DPN, it was desirable to compare the activity of the purified 
DPN as a coenzyme with that of a crude cozymase preparation. The lactic 
acid dehydrogenase system of rat liver was found to offer a convenient 
method for estimating DPN by enzyme assay. This determination wms 
based on the finding that the DPN-cytochrome c reductase activity of rat 
liver homogenates was much higher than the lactic acid dehydrogenase 
activity,^ When sufficient cyanide was added to inhibit cytochrome 

^ Hogeboom, G. H., unpublished w’ork. 
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oxidase, a deteniiiiiation of lactic acid dehydrogenase activity could be madc^ 
by following spectrophotometrically at 550 the rate of reduction of 
cytochrome c. Under the conditions noted below the reaction proceeded 
linearly with time for approximately 10 minutes, and the rate was pi'o- 
portional to the DPN concentration until relativel 3 ^ large amounts of I^PN" 
had been added. 

Fig. 3 shows a comparison of the coenzyme activity in the} lactic acid 
dehj^drogenase s^^stem of a cozymase preparation {Ezio = 5.3 sq. cm. per 
mg., indicated purity 62 per cent) with that of purified DPN (E = 8.36 



0 10 20 30 40 50 

Concentration o| coenzyme preparation (yagin./inl.) 


Fig. 3. Comparative activity of crude cozymase and purified DPN as hydrogen 
carriers in the lactic acid dehydrogenase system of rat liver. X, increase in opti- 
cal density at 550 mjjL over a 5 minute period on the addition of increasing amounts 
of purified DPN; O, increase in optical density at 550 mg over a 5 ininnij^ p(‘riod 
on the addition of increasing amounts of crude c 0 z 3 nna.se. 


sq. cm. per mg., indicated purity 98 per cent). Tlie reacjtioii mixt-iires were) 
made up b}^ adding the following components in order: 0,20 ml. of 0.50 m 
K2HP04“K£r2P04 buffer, pH 7.4; 0.20 ml. of 0.82 M nicotinamide; water to 
give a final volume of 3.00 ml.; 0.30 ml. of liver extract, dilut^ed 1:50 witli 
0.88 M sucrose; 0.30 ml. of lO""® m NaCN; 0.40 ml. of 2.2 X 10""'^ m oxidized 
cytochrome c; varying amounts of DPN or cozymase dissolved in 0.05 m 
potassium phosphate buffer, pH 7.4; and 0.20 ml. of 0.11 m sodium lactate. 
The control reaction mixture contained all components except DPN, 

The liver extract was prepared as described previously (14) by homo- 
genizing 1 gm. of rat liver in 9 ml. of 0.88 M sucrose, and centrifuging the 
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homogenate for 20 minutes at 600 X in order to remove residual intact 
cells and free nuclei. The cell-free supernatant v'as used as a source of 
lactic acid dehjTlrogenase and DPN-cytoclirome c reductase. Cytochrome 
c was maintained in the oxidized form by the addition of IlCl to a final 
concentration of 0.01 m. The experiment was carried out at 22*^. 

After the addition of sodium lactate, the reaction mixtures wnre quickly 
transferred to cuvettes and the increase in the optical density at 550 nig 
followed at intervals of a minute in the Beckman spectrophotometer. In 
Fig. 3 the increase in absorption over a 5 minute interval is plotted against 
the concentration of DPN or cozymase. It can be seen that at each 
level of enzyme activity the approximate ratio of crude cozymase to puri- 
fied DPN yielding an equivalent reaction rate was 1:0.63. The results 
of this experiment are in agreement with the DPN content of the two prep- 
arations, as calculated from the extinction coefficients at 340 mg after re- 
duction with hydrosulfite. The experiment also demonstrated that the 
DPN isolated l)y the counter-current dlstriluition method is active as a 
coenzyrae. 


DISCUSSION 

Piivily of DPN Isolated by Coimter-Current Distribution — -On the basis 
of several criteria of homogeneity, it is probable that the DPN olitained by 
the counter-current distribution of crude preparations of cozymase con- 
tained, aside from residual moisture, no more than a few per cent of im- 
purities. Although not an entirely reliable measure of purity, the extinc- 
tion coefficient of the DPN at 340 mg after reduction with hydrosuifite 
closely approached maximum values expected for pure DPN reduced under 
similar conditions. In this respect, Drabkin (15) has shown that the 
occiuTeiice of either transformation or reoxidation during die reduction 
of DPN in solution results in significantly lower extinction coefficients 
than corresponding values obtained for reduced diphospliopyridine, nu- 
cleotide (DPNHo) isolated by Ohlmeyer’s procedure (IG), The ext/uiction 
coefficient at 340 mg for pure anhydrous DPNHs is 9.43 sq, cm. p(U' mg. 
(16 ). On the basis of Drabkin's data, the value for pure aiihydrr)us DPN, 
reduced in solution with hydrosuifite, was estimated to l)e approxiintitely 
8.S sq. cm. per mg. The extinction coefficients of the preparations of DPN 
isolated by coiiiiter-eurrent distribution, after correction for residual water 
coiitcmt, were 8.63 to 8.83 sq. cm, per mg. 

Elementary anatysis of the purified DPN was rendered somewhat difficult 
b}' the fact that the compound was hygroscopic and contained residual 
moisture after having been stored over P 2 O 5 for prolonged periods in a 
vacuum desiccator. A complete^ anhydrous state was apparently not 
attained even after heating the compound m vacuo at 100°. In general, it 
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may be stated, however, that the analytical figures compared favoralily 
with similar values reported in the literature for DPN considered to be 
pure (G, 7, 13, 17) and indicated that preparations containing at least 96 
to 98 per cent DPN can be readily isolated by means of counter-current 
distribution. 

Finally, it should be pointed out that the curves representing DPN 
(Figs. 1 and 2) obtained from the counter-current distril)ution of eozyniase 
were in close agreement with the theoretical distribution of a single sub- 
stance. It has been shown that agreement between experimental and 
calculated curves is an important criterion of homogeneity (9, 10, 12). 

Remarks on Fractionation and Isolation Procedure — Counter-current 
distribution often, as in the case of the penicillins (9, 10), makes possible 
the separation and isolation of unstable compounds with a minimum of 
decomposition. In the present experiments with DPN, a substance that is 
easily hydrolyzed at both acid and alkaline pH, the temperature was main- 
tained at G° or below, and the pH of the aqueous phase of the system was 
approximately 5. In spite of the mildness of these conditions, Ii(.)\\X‘ver, 
a consideration of the curves shown in Figs. 1 and 2 brought up the possi- 
bilit}" that a slight amount of transformation of DPN may actuall}" liave 
occurred. Thus the results of the distribution shown in Fig. 1 indicated 
that fragments of the DPN molecule containing adenine possessed a very 
high distril)ution coefficient and should have appeared almost exclusively in 
Tul.)es 23 and 24 of the experiment shown in Fig. 2 . If a continuous, slow 
hydrol^'sis occurred during the distribution, however, these fragments 
would not be sharply localized in Tubes 23 and 24 but would extend from 
the riglit side of the DPN band to Tube 24 . The fact that the total optical 
density of the material in Tulx^s 20 to 23 of Fig, 2 did not approach zero 
but remained almost constant could t)o accounted for on this Ixxsis. 

Pimfious investigations (5) hav(^ shown that the weakest point of the 
DPN molecule occairs at tlu^ linlcage t)etween ribose and pyrbline nlti'ogen 
and that the initial step in Ihe hydrolysis of DPN yields free nicotlnamirho 
In tlie method of isolation of DPN uschI in tlie present experiments, in- 
volving precipittition from aqueous solution with etlianol, free iiicotiixa- 
mide Avoiild be eliminated from the final preparation because of its solu- 
!)ility in ethanol. Hydrolytic products from the remainder of the 
molecule might be precipitated by ethanol and thus could occur as pos- 
sible contaminants. 

It should also be pointed out that heavy metals, which might possibly 
be present in small amounts in crude DPN, would remain in the aque- 
ous phase of the water-phenol system and therefore would not contami- 
nate DPN purified by coimter-current distribution. 

A comparison of the distiibution coefficient of DPN and triphospho- 



948 


PURIFICATION OF DFN 


pyridine nucleotide (TPN) and an inve.si.igation of (,hc l:)chavior of tlic 
Latter substance on coiinter-eiirrent disii-ihuiion w'oiild })o of considoralde 
interest. TPN was not M\7,i;ilablo in siifficicuit ainouni.s, however, to ixn’init 
siicli a study. 

The authors are indebted to Dr. I.yman C. Craig for liis interest aiai 
helpful suggestions. 


SUMMARY 

A method, based on (‘oimter-current distribution, is described for ilie 
fractionation of crude preparations of diphosphopyridine nucleotide 
(DPN). DPN of high purity (at least 96 t<o 98 per cent pure) was 
readily isolated in yields of 70 to 80 per cent by distribution in a tu*o~ 
phase system consisting principally of phenol and u‘a,ter. The procedure 
wa,s demonstrated to be suitable for the isolation of pure DPN on a 
liU’ge scale, 
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THE ACTION OF ETHANOLAMINE, METHYLETHANOL AMINE, 
AND DIMETHYLETHANOLAMINE ON LIPIDE 
PHOSPHORYLATION^^ 

By CAMILLO ARTOM and W. E. CORNATZER 

(From the Department of Biochemistry ^ Boxoman Gray School of MedicinCj Wake Forest 
College^ Winston-Salem, North Carolina) 

(Received for publication, June 2, 1948) 

The administration of a single dose of choline stimulates the formation 
of phospholipides in the liver (2, 3) and in the small intestine (4) of rats on 
low protein diets. Like choline, ethanolamine is an essential constituent 
of phospholipides in tissues and one may suspect that it will exert a similar 
action. Moreover, choline can conceivably be formed by methylation of 
ethanolamine through the intermediate stages of methyl- and diraethyl- 
ethanolamine. There is already rather extensive evidence for the occur- 
rence of such a process in living organisms (5-11), although, in this respect, 
considerable species differences were noted.^ 

In the present study the action of ethanolamine, methyl-, and dimethyl- 
ethanolamine on the formation of total phospholipides in the liver and small 
intestine has been investigated with the aid of radioactive phosphorus as 
an indicator The results have been compared with those of simultaneous 
experiments in which an equivalent amount of choline was given. More- 
over, since apparently similar effects on the total phospholipides may ac- 
tually be the result of quite different actions on the individual phospholipide 
fractions, in a few experiments the separation of the choline-containing 
from the iion-clioline-containing phospholipides of the liver has been at- 
tempted, and the determinations have been carried out on the separated 
fractions. 

Since the completion of our investigation, of which the main findings have 
been reported in summarized form (1), a paper by Platt and Porter (14) 

* Aided by a grant from the John and Mary li. Markle Foundation, Preliminary 
reports (1) have been presented before the North Carolina Academy of Science, 
Wake Forest, May, 1947, the Seventeenth Internatioiial Physiological Congress, Ox- 
ford, July, 1947, and the American Society of Biological Chemists, Atlantic City, 
March, 1948. 

^ Unlike the rat (5) and a type III pneumococcus (6), the chick (12) and one mutant 
strain of Neurospora crassa (13, 8) seem to be unable to carry out the conversion of 
ethanolamine into methylethanolamine. 

2 The was supplied by the Clinton Laboratories, Oak Ridge, Tennessee, on 
allocation from the United States Atomic Energy Commission. Part of the methyi- 
and dimethylethanol amine used in the experiments was graciously offered by the Car- 
bide and Carbon Chemical Corporation, New York. 
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has appeared concerning the action of ethanolamine on the rate of foriiiation 
of phospholipides in the liver. On this point, their and our results are 
substantially in agreement. 


EXPERIMENTAL 

Male alliino rats (100 to 110 gm.) were maintained for 7 days on a low fat, 
low protein diet (Diet 26 (3)) in which a solution of pure B vitamins ( 15 ) 
was incorporated daily. Some of the animals received a single large dose 
of a commercial preparation of salad oil 18 hours before death. Three to 
seven animals w^ere used in each experiment. One of them was used as a 
control and received 1 cc. of water by stomach tube. The others received 
one dose of the substances to be tested (1 cc. of a 0.2 m solution of the 
chlorides by stomach tube).^ 5 minutes later the rats were injected intra- 
peritoneally with a solution of Na2HP04 (10 to 20 7 of P) containing 2 to 4 
microciiries of radioactive phosphorus and after 6 hours they were killed by 
decapitation. The lipides were extracted from the liver and the small in- 
testine and their radioactivity and phosphorus content determined. The 
analytical procedures and the method for calculating and expressing the 
results have been described (3). 

For the separation of the choline-containing from the non-choline- 
containing phospholipides, the chloroform solution of the lipides extracted 
from one or more livers was used. After evaporation of the solvent, the 
residue was dissolved in methanol, and the solution filtered and treated 
according to Taurog et aL (16). The radioactivity, phosphorus, and often 
also choline (17) were determined in aliquots of the solution before and 
after adsorption on MgO. 

Results 

The data on the radioactivity and specific activity of the total phospho- 
lipides in the liver and small intestine are reported in Tallies I and li. In 
order to evaluate the statistical significance of our results, the dilToreiices 
observed in each experiment between the rats receiving the subst;anccs 
and the control receiving water have been averaged and the t iesl; fd’ sig- 
nificaiice (18) applied to the averages.^^ The mean increase over t!i<i (Con- 
trols, the value of i, and the degree of probability (P) for a chance occniri'cncc 
of the increase are indicated in Tables I and 11. 

2 Ethanolamine (Eastman Kodak), methyletlianol amine (Carbide and Carbon 
Chemical Corporation), dimethylethanolamine (Carbide and Carbon Chemical Cor- 
poration, Eastman Kodak). These substances were identified by determinations of 
specific gravity, boiling point, acid equivalent, ammonia evolved by alkaline pe- 
riodate, and formol titration. The titer of the solutions of choline chloride (Merck 
and Company) was estimated by determinations of N and Cl. 

^ Substantially the same conclusions are reached if the statistical treatment is 
applied to the differences between the -means of each experimental group. 
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Table I 


Total Radioactivity and Specific Activity of Phospholi pules in Liver of Rats Receiving 
JVaier, Ethanolaminc, Methylethanolamiric^ Dimethylethanolaniine, and ChoUouA- 



Total radioactivity 

specific activity 




CD 

a 




a 



Experiment No. 

Water 

(controls) 

Ethanolaminc 

a 

.aI 

ei 

■5'S 

Dimethyl - 
ethanolamir 

Choline 

Water 

(controls) 

"s 

c 

3 

W 

s 

1 "o 

<v m 

Dimethyl- 

ethanoianiii 

Choline 


r.r.u. 

r.r.u. 

r.r.u. 

r.r.u. 

r.r.u. 






It 

281 

428 



586 

86 

120 



133 

2t 

426 

465 


581 

485 

86 

128 


123 

96 

3t 

291 

462 


803 

495 

81 

102 


147 

107 

385 





85 





4t 

40S 

559 

592 

734 


106 

132 

no 

159 


5 

307 

421 



394 

86 

115 



103 

6 

373 

496 


542 

500 

102 

126 


119 

104 

7 

300 

626 


729 


78 

135 


144 


8 

352 

429 

036 



93 

150 

179 





558 





152 




9 

534 


828 

748 


96 


179 

142 





644 





164 



10 

402 

500 

535 

579 

475 

96 

118 

122 

163 

116 



547 



433 


140 



121 

11 

439 

680 



513 

100 

141 



106 

12 

4.82 


575 

930 


85 


95 

148 


Averages| 

SS3 

514 

635 

705 

485 

91 

130 

141 

143 

no 

(110) 


(398) 

(532) 

(643) 

(705) 

(463) 

(92) 

(134) 

1 (148) 

(143) 

Mean increase 








1 



over controls . 


147 

183 

316 

119 


37 

40 

53 

19 

i 


6.89 

4. 68 

7.23 

4.19 


S.89 

3.01 

9.33 

1 4.39 

P 


<0.01 

<0.01 

<0.01 

<0.01 


<0.01 

<0.05 

<0.0i 

<0.01 





* The radioactive values are expressed in relative radioactive units (r.r.u,), the 
dose of injected into the rat beinji; considered as 10*^ r.r.u. ^ 'Total ra<lioactivity’^ 
is the number of immi. in the lipides of the whole organ. *SSpc(?ific activity” is the 
ratio of the total radioactivity to th(j mg. of lipide phospliorus in the organ of a 100 
gm. rat. t is the test of significance as applied to the mean increase over the control 
of the same experiment. P is the degree of probabilit.y for a chance occurrence of 
this increase. 

t These rats received 1.5 gm, of oil 18 hours before death (12 hours before receiving 
P32). 

i The figures in parentheses are the averages of the values obtained on the rats to 
which no oil was given. 

It is apparent that, in the liver of the rats fed any of the siil)stances 
tested, both tiie radioactivii-y and the specific activity are niarkcdly in- 
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creased and that all the increases have a considerable degree of statistical 
significance. 

On the basis of the average values, the stimulating effect on the lipide 
phosphorAdation in the liver is increasing in the order, choline, ethanol amine, 
methyl-, and dimethylethanolamine. 

Table II 

Total Badioactivitij and Specific Activity of Phospholipides in Small Intestine of Rais 
Receiving Water, Ethanolamine, MetlixjUthaaolaminc, Dimethylethanolamine, and 

Choline^' 



Total radioactivity 

Specific activity 










S 


Experiment No. 


1 

I 

c 

S 


tfi 

1 


< 03 




"o 



0 


'2 

, 0 

y ^ 

1‘i 

0 


O C 

S 


As 

"o 



M 

11 

.5 

'0 



W 

S 

n 

U 


W 


P 

u 


r.YAi. 

r.r.u. 

r.r.u. 

r.r.u. 

r.r.u. 







125 

184 



229 

45 

59 



69 

2* 

213 

206 


224 

236 

61 

, 74 


81 

64 


226 

179 


261 

ISl 

61 

57 


92 

58 


194 





59 





4* 

199 

156 

189 

239 


61 

66 

50 

77 


5 

120 

124 



184 

52 

52 



60 

6 

161 

222 


214 

185 

55 

77 


68 

64 

7 

160 

206 


191 


55 

70 


70 


8 

109 

116 

128 



41 

48 

58 





168 





60 




9 

88 


171 

131 


51 


70 

70 





124 





76 



10 

167 

172 

211 

215 

160 

51 

60 

71 

74 

67 



167 



1S3 


63 



OG 

11 

210 

198 



250 

65 

66 



76 

12 

216 


208 

257 


58 


61 

79 


Average* 

16S 

174 

172 

216 

201 

55 

63 

66 

70 

65 


(154) 

(171) 

(168) 

(201) 

(192) 

(53) 

(62) 

(67) 

(72) 

(66) 

]\Iean increase 











over controls . 


9 

27 

41 

23 

1 

9 

15 

21 

9 

i 


0.88 

1.86 

7.18 

1.50 


3.56 

4.92 

9.14 

3.10 

P 


>0.05 

! 

o 

o 

A 

<0.01 

>0.05 


<0.01 

<0.01 

<0.01 

<0.05 


* See explanations for Table I. 


Essentially similar effects have been observed in many, but not in all, 
experiments on the small intestine, Accordingl}?-, the mean increases over 
the controls, especially 'for the total radioactivity, are often small and 
always less marked than in the liver. However, all the differences in the 
specific activity values are clearly significant. In this respect, it should be 
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pointed out that our determinations on the small intestine have been iiiacle 
on the whole organ, i.e. on both mucosa and muscle. In the latter tissue, 
the rate of phospholipide turnover is lower and perhaps it is modified to a 
lesser degree (or not at all) by the substances given to the animals. 

From the limited number of data available, it seems that the administra- 
tion of oil 18 hours before death did not affect appreciably these results 
either in the liver or in the intestine.-"^ 

Table III shows the results of determinations made in order to test the 
reliability of the method for the separation of the choline- and iion-clioline- 


Table III 

Total^'^ Choline-Containing, and N on-Choline-ConiainingX Phospholipides of Ral 
Liver before and after Adsorption on MgO 




Before adsorption 

After adsorption 











Cholinc- 
containing 
phospho- 
lipide not 
ad.sorbed 

Non- 

Substance giveo 

Sample 

Total 

phos- 

pholip- 

ide 

Choline- 

contain- 

ing 

phos- 

pholip- 

ide 

Ratio, 
choline- 
contain- 
ing to 
total 

Total 

I >hos- 
pholip- 
ide 

Choline- 

contain- 

ing 

phos- 

pholip- 

ide 

Ratio, 
cholinc- 
contain- 
ing to 
total 

choline- 

containing 

phospho- 

lipide 

ad.sorbed 



7ng. 

W-i'. 



ins. 


per cent 

per cent 

Water 

A 

,104 

51 

0.49 

06 

48 

0,73 

94 

66 


B 

83 

44 

0.53 

58 

41, 

l),7i 

93 

56 


C 

109 

51 

0.47 

01 

48 

0.7!) 

94 

78 

Kihanolamiiie ^ 

D 

82 

41 

0.50 

51 

39 

0.70 

I 95 

61 


E 

105 

50 

0.53 

OG 

53 

‘ 0.80 ! 

! 95 

72 


1 F 

84 

44 

I 0.52 

49 

4i 

0.84 

93 

80 

Methylethaiiol- 

i /'t 

1 Kx 

92 

53 

1 0.58 

59 

52 

0.8S I 

i 98 

82 

amine 

1 H 

94 

40 

0.52 

52 

48 

0.92 

i 98 

91 

Dimethyl" 

' T 

102 i 

' 59 

! 0.58 

05 

57 

^ 0.88 

1 97 

8i 

ethanoiamiiie 1 

J 

74 1 

41 i 

0.55 

40 

42 

0.91. 

102 

so 

Clioline | 

iv 

84 1 

04, 1 

0,70 1 

58 

00 

1.03 

94 

100 


T. 

80 

02 

0.72 

01 

01 

1.00 

98 

100 


Total phospliulipide — aig. oflipide F X 22.7. 

t Choline-containing phospholipide == mg. of (jholino X 0.7. 

X Non-choliiie-contaiuing phospholipidt^ = (nig. of (otal phospludipide) — (nig. 
of choline-containing phospholipide). 

containing pliospliolipides in our lipide extract's. On the }>asis of the cho- 
line values, it appears that, after treatment with, Mg(i), practically all of tlie 
choline-containing phospholipides (93 to 100 per cent) arc left in the solu- 
tion, However, the amount of phosphorus w.hich escaped adsorption is 

^ However, in four out of five experiments the intestine of the control rats which 
had received oil exhibited values for the total radioactivity (and, to a lesser extent, 
also for the specific activity) which were higher than the general averages. Similar 
increases in the intestinal lipides of rats on Diet 20 after the administration of a 
large dose of oil 6 hours before death have been noted previously (3), 
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often greater tliaii that which would have been expected from the choline 
figures, this excess representing from 9 to 44 per cent of the iioii-cholinc- 
coiitaining pliospholipides assumed to be present in the original extract. 
All of the non-choliiie-containing phospholipides seem 'to have been axi- 
sorbed onl}^ in the two experiments on the liver of rats Avhieli received 
choline. In these experiments the ratio of choline to pliosplionis in the 
solution after adsorption approximates 1, as in tlie determinations of 
Taurog et al. (16). These findings suggest the possibility that, when cho- 
line or choline precursors are absent from the diet, increased amounts of 


Table IV 

Total Radioactivity and Specific Activity of Rat Liver Phospholipides in Fractiorts Not 
Adsorbed and Adsorbed by MgO"^ 






Per cent increase over 
controls 

Substance given 

No. o£ 
analyses 

Not adsorbed 
(choline-containing 
phospholipide) 

Adsorbed (non- 
choline-containing 
phospholipide) 

Choline- 

contain- 

ing 

phos- 

pholip- 

ide 

(«) 

Non- 

choline- 

contain- 

ins 

phos- 

pholip- 

ide 

(h) 

Ratio 

(a) 

ib) 

Water (controls) 

4 

227 ± 8 
(91 ± 9) 

141 ± 12 
(92 ± 29) 




Ethanolamine 

5 

310 ± 46 
(131 ± 25) 

218 ± 21 
(127 ± 12) 

37 

(47) 

54 

(36) 

0.7 

(1-3) 

Methylethanolamine 

2 

328 ± 14 
(133 ± 3) 

205 ± 6 
(128 ± 13) 

45 

(48) 

45 

(39) 

1.0 

(1.2) 

Dimethylethanolamine. . 

3 

416 ± 49 
(156 ± 39) 

186 ± 17 
(127 ± 6) 

S3 

(77) 

32 

(38) 

2.6 

(2.0) 

Choline 

3 

318 ± 15 
(118 ± 8) 

149 ± 19 
(115 ± 9) 

40 

(31) 

5 

(25) 

8.0 

(1.2) 


The figures preceded by the =h sign indicate the standard deviations. The 
values in parentheses are those of the specific activity. For other explanations see 
Table I. 


substances containing phosphorus, but not choline, may be present in the 
lipide extracts of the liver and, like lecithin, remain in the methanol solution 
after treatment with MgO. This hypothesis is now being investigated. 
At present, it is apparent that, at least in most of our experiments, the sig- 
nificance of the results obtained by the procedure which we have used is 
open to question. With this reservation, in Table IV we have merely 
recorded the average data of these determinations and their standard devia- 
tions. After the administration of ethanolamine, methyl-, and dimethyl- 
ethanolamine, the radioactivity values in both phospholipide fractions were 
consistently higher than the corresponding values in the controls receiving 
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water. In the group receiving choline, the radioactivity was definitely 
elevated only in the choline-containing fraction. 

When the changes in the radioactivity of the two fractions are compared 
with each other, the absolute increase was always higher in the choline- 
containing phospholipides. However, the per cent increase over the control 
value was greater in the non-choline-containing fraction after etliaiiolainine 
was given, and was approximately the same in the two fractions from the 
rats receiving methylethanolamine. On the other hand, the increase was 
proportionate^ higher in the non-choline-containing phospholipides after 
dimethylethanolamine was given, and, even more so, after choline ad- 
ministration. 

As for the specific activities, in all experimental groups the values were 
higher than in the controls, in the choline-containing as w^ell as in the non- 
choline-containing phospholipides. Except for the rats receiving dimethyl- 
ethanolamine, the average figures were of the same order of magnitude in 
the two fractions. However, the individual data were quite irregular, and 
in the various experiments of the same group the specific activity was some- 
times greater in the choline-containing and sometimes in the non-choline- 
containing fraction. 

In view of these inconsistencies, it is not easy to state definitely whether 
or not any of the substances which we have tested stimulated preferentially 
the formation of lecithin or of cephalin. Indeed, under the conditions of 
our experiments, it seems that the evidence for a proportionately greater 
formation of one phospholipide fraction would be conclusive only if the 
per cent increase in the total radioactivity of this fraction were greater and 
if the specific activity were also consistently higher or, at least, not lower 
than that of the other fraction. lioAvever, it must be pointed out that, 
because of the likely presence in the lipide extracts of variable amounts of 
P-containing substances other than the typical lecithin and cephalin (see 
above), the computation of the specific activity in the separated fractions 
was probably subject to an error greater than that of the radioactive deter- 
minations. On the other hand, if lecithin and cephalin were synthesized 
in the liver from a common immediate precursor containing P {e.g, glycero- 
phosphate or phosphatidic acid), the comparison between the radioactivity 
values would be a direct indication of the I'elative amounts of phospholipides 
newly formed in the two fractions. 

DISCUSSION 

Present findings show that in both liver and intestine of rats on a low 
fat, low protein diet the administration of a single dose of ethanolamiae or 
of its products of partial methylation stimulates the formation of total 
phospholipides. The stimulation appears to be of the same order of inagni- 
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tilde or greater than that caused by the administration of an equivalent 
amount of choline.® 

The effect of choline on lipide phosphorylation in the liver has been corre™ 
lated with the action of this substance in preventing fatty liver (and lieiiior- 
rhagic kidneys in -weaniiiig rats). Other lipotropic substances such as 
betaine (19) and methionine (20) also cause an increase in the formation of 
total phospholipides in the liver. Dimethylethanolamine, which in the 
present experiments stimulated markedly the lipide phosphorylation, was 
previously found to be lipotropic (7). On the other hand, ethanolamine is 
said to be ineffective (21, 22), although in very young rats the administra- 
tion of this substance, alone or together with methionine, to a certain extent 
decreases the fat infiltration (23, 24) and prevents hemorrhagic kidneys (24). 
An even more definite lack of parallelism between stimulation of lipide 
phosphorylation in the liver and lipotropic activity has been noted for 
cysteine and cystine (20). In other words, from the present evidence, it 
appears that those substances which exert a marked lipotropic action also 
stimulate the formation of liver phospholipides, but that the reverse is not 
true. Apparently, the lipotropic action is more specific than the stimula- 
tion of lipide phosphorylation. 

As mentioned above, the adequacy of the separation of the choline-con- 
taining and non-choline-containing phospholipides i open to question, and 
a further uncertainty in the interpretation of the data is introduced by the 
irregularity in the specific activity values as determined in the separated 
fractions. If it were assumed that in the conditions of our experiments the 
radioactivity data may be a reliable indication of the relative amounts of 
choline- and non-choline-coiitaining phospholipides formed during the 6 
hours of the experiments, it would appear that, after choline was given, the 
stimulation of lipide phosphorylation in the liver involves almost exclu- 
sively the choline-containing fraction, a finding which would be in line with 
previous results of Entenman et al, (25) on the liver of dogs receiving cho- 
line. On the other hand, after ethanolamine or its partially methylated 
derivatives were fed, the formation of both lecithin and cephalin is in- 
creased, but the extent of the relative increase in each fraction varies with 
the substance given. 

As a tentative explanation of these findings, it may be pointed out that 
the protein level in our experimental diet was as low as 5 per cent, and that 
casein contains only minute amounts of glycine, a likely precursor for 
ethanolamine (5). In spite of the easiness with which glycine can be syn- 

® However, it should be pointed out that, according to our previous data (3), the 
choline effect on lipide phosphorylation in the liver and intestine of rats on Diet 20 
is markedly enhanced by the simultaneous administration of fat. 
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thesized in the body, it is perhaps not unreasonable to assume that in our 
control rats the availability of ethanolamine, as well as that of choline, 
could represent a limiting factor for the synthesis of phospholipides. When 
large amounts of preformed ethanolamine were administered part of the 
substance given may have been utilized directly as a building stone for the 
formation of cephalin, and another part indirectly as a methyl acceptor for 
the s 3 mthesis of choline. One can thus understand that in these experi- 
ments an increased formation of both phospholipide fractions occurred, the 
synthesis of lecithin being then limited only by the amounts of available 
methyl groups. After methyl- or dimethylethanolamine was given, a more 
marked synthesis of lecithin became possible, since for each newly formed 
molecule of choline, only two, or one, additional methyl groups were re- 
quired. When large amounts of choline are fed, it is probable that part of 
the choline reaching the liver is destroyed by the action of choline oxidase 
(26, 27) and thus is not used in the synthesis of phospholipides. On the 
other hand it is possible that dimethylethanolamine is introduced as such 
into the molecule of a phospholipide (or a phospholipide precursor) without 
previous methylation to choline, and by this process escapes the action of 
choline oxidase. This might perhaps explain the higher rate of lecithin 
formation after dimethylethanolamine is given than after choline ad- 
ministration. 

As for the finding that not only ethanolamine but also its products of 
partial methylation caused an increase in the radioactivity of the non- 
choline-containing fraction, it is conceivable that in these experiments some 
ethanolamine originated from the compounds fed. Such a demethyhition 
should probably occur through reactions other than those involved in 
transmethylation, since dimethylethanolamine apparently is not an effec- 
tive methyl donor for the synthesis of methionine (7, 28). On the other 
hand, if the possibility of a direct introduction of partially methylated 
ethanolamine in the phospholipide molecule is accepted, such atypical 
phospholipides may be partly adsorbed on MgO and thus give higher values 
in the cephalin fraction. It is obtious that the speculations outlined above 
are merely working hypotheses and that a number of alternative explana- 
tions may be suggested. 


SUMMARY 

Rats maintained on a low casein, low fat diet were given by stomach tube 
a single dose of ethanolamine, methylethanolamine, dimethylethanolamine, 
or choline. The controls received water. The animals were then in- 
jected with isotopic phosphate and the radioactivity and the phosphorus 
content determined in the lipides of the liver and small intestine. 
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All the substances tested stimulated the formation of total phospholipides 
ill both tissues. The stimulation by ethanolamine and by the products of 
its partial methylation was of the same order of magnitude or greater than 
that observed after choline was given. 

In a number of experiments the liver phospholipides have been separated 
into choline-containing and non-choline-containing l:>y adsorption on mag- 
nesium oxide. Under the conditions of the present experiments^ the ade- 
quacy of the separation and the significance of the results obtained on the 
separated fractions are somewhat doubtful. To the extent of their reliabil- 
ity, these results showed that after ethanolamine, methyl-, and dimethyl- 
ethanolamine were given, the radioactivity was increased in both phospho- 
lipide fractions, but the extent of tlie relative increase in each fraction 
varied with the substance administered. After choline was given, the in- 
crease was confined to the choline-containing phospholipides. 

BIBLIOGRAPHY 

1. Artom, C., and Cornatzer, W. E., J. Elisha Mitchell Sc. Soc., 63, 93 (1947) ; Abstr. 

Comrnunicat. XVII Internal., Physiol. Cong., Oxford, 56 (1947); Federation 
Proc., 7, 143 (1948). 

2. Perlman, L, and Chaikoff, I. L., J. Biol. Chern., 127, 211 (1939). 

3. Artom, C., and Cornatzer, W. E., J. Biol. Chem., 171, 779 (1947). 

4. Artom, C., and Cornatzer, W. E., J. Biol. Chem., 165, 393 (1946). 

5. Stetten, D., Jr., J . Biol. Chem., 140, 143 (1941). 

6. Badger, E., J. Biol. Chem., 163, 183 (1944). 

7. du Vigneaud, V., Chandler, J. P., Simmonds, S., Moyer, A. W., and Cohn, M,, 

J. Biol. Chem., 164, 603 (1946). 

8. Jukes, T. H., Oleson, J. J., and Dornbush, A. C., J. Nutr., 30, 219 (1945). 

9. Jukes, T. H,, Dornbush, A. C., and Oleson, J. J., Federation Proc., 4, 157 (1945). 

10. Horowitz, N. H., Bonner, D., and Houlahan, M. B., /. Biol. Chem., 169, 145 

(1945). 

11. Jukes, T. H., and Dornbush, A. C., Proc. Soc. Exp. Biol, and Med., 68, 142 (1945) . 

12. Jukes, T. H., J. NiUr., 22, 315 (1941). 

13. Horowitz, N. H., and Beadle, G. W,, J. Biol. Chem,, 160, 325 (1943). 

14. Platt, A. P., and Porter, R. R., Nature, 160, 905 (1947), 

15. Fishman, W. H., and Artom, C., J. Biol. Chem., 164, 117 (1944). 

16. Taurog, A., Entenman, C., Fries, B. A., and Chaikoff, I. L., /. Biol. Chem., 156, 

19 (1944). 

17. Artom, C., and Fishman, W. H., J. BioL Chem., 148, 405 (1943). 

IS. Fisher, R. A., Statistical methods for research workers, London, 6th edition 
(1936). 

19. Perlman, L, and Chaikoff, I. L., J. Biol. Chem., 130, 593 (1939). 

20. Perlman, I., Stillman, N,, and Chaikoff, I. L., J. BioL Chem., 133, 651 (1940). 

21. Best, C. H., Hershey, J. M., and Huntsman, M. E., Am. J. Physiol., 101, 7 

(1932). 

22. Platt, A. P., Biochem. J., 33, 505 (1939). 

23. Fishman, W. H., and Artom, C., J. Biol. Chem., 164, 109 (1944). 



C. ARTOM AND W. E. CORNATZER 


959 


24. Abdon, N. 0., and Borgliii, N. E., Acta pharmacol. et toxical. ^ 3, 73 (1947). Borg- 

lin, N. E.j Acta pharmacol. et toxicol.j 3, suppl. 1 (1947). 

25. Entenman, C., Chaikoff, I. L., and Friedlander, H. D., J. Biol. Chem.^ 162, 111 

(1946). • 

26. Bernlieim, F,, and Berniieini, M. L. C., Am. J. Physiol., 104, 438 (1933); 121, 55 

(193S). 

27. Mann, P. J. G., and Quastel, J. H., Biochern. 31, S69 (1937). 

28. Borsook, li., and Diibiioft*, J. W., J. Biol. Cfieni., 169, 247 (1947). 




THE EFFECT OF CYSTEINE, HISTIDINE, AND METHIONINE 
ON THE PRODUCTION OF POLYCYTHEMIA 

BY COBALl"'= 

By JAMES M. ORTEN and MARY C. BUCCIERO 

{From the Department of Physiological Chemistry, Wayne University College of 

Medicine, Detroit) 

(Received for publication, July 23, 1948) 

The fact that cobalt administered daily in small amounts either orally or 
parenterally Avill produce a polycythemia is now well established. The 
polycythemia has been produced in a number of species of animals, includ- 
ing the rat, mouse, rabbit, dog, duck, and frog, and is characterized by an 
increase in the erythrocyte count and hemoglobin and hematocrit values 
without any significant alteration, either quantitatively or qualitatively, in 
the leucocytes (1). There is a distinct increase in the total blood volume 
due to an increase in the number of circulating erythrocytes, the plasma 
volume remaining essentially unaltered (2, 3). 

The mechanism involved in the production of polycythemia by cobalt 
has received some attention. Previous work in this laboratory has indi- 
cated that there is some active stimulus to erythropoiesis, since a distinct 
reticulocytosis precedes the rise in the erythrocyte count (4) . Barron and 
Barron (5) have suggested that cobalt may inhibit cellular respiration and 
thus produce a compensatory polycythemia for the purpose of increasing 
oxygen transport to the cells. In support of this hypothesis they have 
reported that the administration of ascorbic acid, allegedly involved in cell 
respiration, inhibits the production of polycythemia by cobalt in the rabbit. 
Other studies in this laboratory (6) add some indirect support to such a 
hypothesis by demonstrating that cobalt does not- alter the oxygen-carrying 
capacity of hemoglobin nor does it form a “methemoglobin’' in the rat. 
Thus if cobalt produces a compensatory polycythemia by interfering with 
the respiratory process, it must l)e the internal or cellular respiration 
Avhich is affected rather than the external respiratory process. 

The effect of several nitrogenous compounds on the action of administered 
cobalt in the animal organism has been investigated. Davis (7) reported 
that choline administered orally to dogs will completely inhibit the pro- 

A portion of the data in this paper was taken from a dissertation presented by 
Mary C. Bucciero in partial fulfilment of the requirements for the degree of Master of 
Science, Wayne University, 1948. 

Preliminary reports were given before the American Society of Biological Chemists 
at Chicago, May, 1047, and at Atlantic' City, March, 1948. 
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diictioii of pol 3 ^cytliemia hy cobalt. This observation was not coiifirnied 
ill this laboratory with the rat as the experimental animal (8). (Iriffith 
and his (?oworkers (9) have observed that c^'steine, and to a lesser extent* 
CA^stine, but not methionine, will greatly decrease the toxicity of orally 
administered cobalt in the rat as evidenced b^" growth response. However, 
thei^ did not stiid}^ the possible effects on hematopoiesis. Tiieso investi- 
gators attributed the toxic effect of cobalt to a “fixation of siilfhydiyl com- 
pounds in tissues with resulting interference with oxidative mechanisms.” 

Another amino acid, histidine, has been investigated in connection with 
the toxicity of cobalt. Burk et aL (10) have observed that histidine de- 
creases the toxicit}?' of cobalt in certain bacteria and increases the growth 
and respiration of cobait-treated microorganisms and cultures of various 
animal tissues. Burk ct al. (11), as well as Michaelis (12), have found that 
cobalt forms a complex salt with histidine which combines irreversilily with 
ox^^gen. Thus, he also attributes the toxic effect of cobalt to an inliibition 
of cellular oxidation, perhaps by the formation of an oxygen-binding cobalt- 
histidine complex in the cell. 

The purpose of the present investigation was to determine the possible 
effects of three of the previous^ mentioned substances, cysteine, methio- 
nine, and histidine, on the production of polycythemia by cobalt. 

EXPERIMENTAL 

Weanling, male, albino rats of the Connecticut Agricultural Experi- 
mental Station strain, w'eighing 40 to 50 gm., were used. They w’ere 
housed in individual cages and were fed a synthetic basal ration having the 
following percentage composition: casein 20.0, siuause 10.0, white corn 
dextrin 40.0, Criseo 25.7, Wesson’s (13) salt mixture 4.0. Synthetic 
vitamin supplements wure incorporated in the foregoing basa,l diet in the 
following amounts (in mg. per 100 gm. of diet): thioinine 1, riboflavin 2, 
pjuidoxine 1, niacinamide 2, calcium pantothenate 4, inositol 200, p-amino- 
benzoic acid 60, folic acid 2, biotin 0.001, and 2-methyl-l ,4-iitiplith()- 
quinone 0.4. In addition, vitamins A, D, and E wure supplied as haliver 
oil with viosterol fortified with oj-tocopherol (100 mg. per 50 (xx of oil). 
3 drops were administered individually to each rat twice wuelcly. 

The rats were divided into five groups of ten animals each and were given 
supplements to the basal diet (per kilo of diet) as folloW'S: (1) control, 
unsiipplemented basal diet; (2) cobalt only (0.477 gm. of reciystallized 
CoS 04 * 7 H 20 ); (3) cobalt plus • cysteine (1.56 gm. or 4.68 gm. of l- 
cysteine hydrochloride); (4) cobalt plus histidine (6.25 gm. of L-his- 
tidine monohydrochloride); and (5) cobalt plus methionine 4.44 gm. 
of DL-methionine). The low’er level of cysteine, 1.56 gm. per kilo of 
diet, is that found by Griffith and coworkers (9) to neutralize the toxic 
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effect of cobalt (equivalent to 0.477 gm. of CoS04‘7H20 per kilo of diet) 
in so far as response in body weight was concerned. The higher level of 
cysteine, 4.68 gm. per kilo of diet or 3 times the lower level, was used to 
determine whether a further effect might be obtained from the increased 
amount. The levels of methionine and of histidine arc isomolar with the 
higher level of cysteine. All animals, with the exception of the controls, 
received cobalt as cobalt sulfate in an amount (0.477 gm. per kilo of diet) 
providing approximately 1.0 mg. of cobalt per rat per day, an amount found 
in earlier studies capable of producing a definite polycythemia. 

In order to evaluate the possible effect of cysteine and histidine on the 
absorption of cobalt from the gastrointestinal tract, as will be discussed 
later, three additional groups of rats, of ten to fifteen animals each, in 
which cobalt with cysteine or histidine was given parenterally, were studied. 
One group (control) was injected with approximately 0.5 mg. of cobalt 
daily (1 cc. of an aqueous solution containing 250 mg. of recrystallized 
C0SO4 *71-120 per 100 ce.). The second group was given an equivalent 
amount of cobalt as the cobalt-cysteine complex (1 cc. of a solution con- 
taining 260 mg. of C0SO4 *71120 + 500 mg. of L-cysteine hydrochloride 
-f 240 mg. of NaHCOa per 100 cc.). The third group was given the same 
amount of cobalt as the cobalt-histidine complex (1 cc. of a vsolution con- 
taining 250 mg. of C0SO4 *71120 + 400 mg. of L-histidine monohydro- 
chloride + 175 mg. of NaHCOs per 100 cc.). The solutions were injected 
subcutaneously in each case. The dosage of cobalt employed in these 
groups, 0.5 mg. of Co per day, was purposely reduced to approximately 
half that given orally to the preceding groups in order to compensate, 
partially at least, for the poor absorption of cobalt from the gastrointestinal 
tract (14). The amount of cysteine hydrochloride used in the preparation 
of the cobalt-cysteine complex is slightly in excess of the ratio 1:3, which 
Michaelis and Barron (15) have shown to bo the combining ratio in the 
complex. Similarly, the amount of histidine monohydrocliloride used in 
preparing the (‘obalt-histidine complex was slightly in excess of that 
required for a ratio of 1 part of cobalt to 2 of histidine (Michaelis (12)). In 
each case, the amount of NallCO^ added was slightly in excess of that 
needed to neutralize the hydrochloride of the amino acid preparation used. 
This also served to adjust the pH of the solutions to values at which the 
desired cobalt complexes form and at which irritation of the tissues by 
the injected solution was minimized. 

Body weights and food consumption were determined weekly on the 
various groups of animals, and hemoglobin levels were determined bi- 
weekly. Hemoglobin was determined on blood obtained from a tail vein 
by an acid-liematin method with the Coleman spectrophotometer, pre- 
viously calibrated by the oxygen capacity method. The animals were 
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followed for jieriods varying from 12 to 20 wceks^ as stated in Ta!)les 
I and II. 


RESULTS AND DISCUSSION 

The results obtained are summarized in Tables I to IV. Table I gives 
the average body weight foi’ t!ie five groups of rats given oral supplemental 


Table I 

Average Body WelghA in Gm. of Control Rats and of Rats Fed Cobalt Alone or 
S o/pplemenled tvilh Cysteine, Histidine, or Methionine 


Group (10 rats each) 

Initial 

weight 

Wks. on experiment 

1 

2 

4 

6 

8 

10 

12 

14 

16 

18 

20 

'Control 

44 

110 

162 

258 

325 

376 

420 

463 

493 

517 

526 

542 

Cobalt 

45 

77 

98 

135 

176 

205 

237 

269 

289 

309 

326 

347 

4" cysteine 













Low level 

42 

70 

110 

166 

218 

256 

298 

333 

364 

380 

374 

395 

High level 

53 

67 

91 

163 

237 

289 

334j 

370"=! 





Cobalt + histidine 

43 

66 

98 

155 

190 

235 

2S0, 

30G i 

326 

347 

! 366 

382 

4- methionine 

42 

92 

134 

218 

261 

293 

333^359 

1 375 

394 

410 

425 


Group discoutiimed. 


Table II 

Average Hemoglobin (Gm. Per Cent) Values for Control Rats and for Rats Fed Cobalt 
AUme or Supplemented with Cysteine, Hlslidine, or Meihionine 


i 

Group 

i 

Initial 




Wks. on experiment 





2 

4 

6 

, 8 

10 

12 

14 

16 1 

18 

20 

Control 

10.5 

12.8 

13.3 

14,7 

14,8 

:14.8 

15.2 

15,7 

15.6 

15.6 

15.5 

CoVialt 

11.5 

12.5 

15.5 

16.0 

17.3 

18. (f 

19.0 

19.6 

19.6 

19 . 7 ; 

20.4 

4- cysteine 

Low level 

10. G 

14.4 

15.7 

15,7 

16 . 5 

17.3 

17.0 

17.01 

17.7 

17.6 

17.3 

Higli level 

10.9 

13.5 

14.3 

15.0 

16. 3| 

16.7 

17. r" 





Cobalt 4- histidiii'O 

11.3 

14.0 

16.0 

16.5 

10 . s| 

17.9 

18.2 

17.9 

18.2, 

18.2 

18.2 

4- methioniiH^ 

10.5 

12.9 

16.6 

17 . 2 ' 

1 

17.')! 

19.2 

19. S 

19,5 

19. 9j 

19.9 

19.9 


Group discoiitiruiod. 


tioii. It is evident tliat the contiDl rats fed the synthetic basal ration 
grew at a satisfactory rate. The animals given cobalt, on the other hand, 
showed an inhibition of growth, reaching an average weight of only 347 
gm. in 20 w'-eeks as compared to 542 gm. for the controls. The adminis- 
tration of either cysteine, histidine, or methionine with cobalt improved 
the growth rate considerably, although it was still less than that of the 
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control animals. The rats given the higher level of cysteine showed 
somewhat higher average body weight during tlio 12 weelcs they v’ere 
observed than did the animals receiving the lower dosa,ge. a result 

was not unexpected. 

The average data for the daily food consumption (iioti givc^n in the tables) 
for (he various groups, indicated that the cobalt-treated rats a,te more food 
per 100 gm. of body weight than did the control animals. The average 
group values for the 20th week of the study were as follo'ws (gm. of food 
intake per day per 100 gm. of bod}^ weight): controls 2.5, cobalt only 3.4, 
cobalt + (‘ysteine 3.2, cobalt + histidine 3.6, cobalt + methionine 3.2. 
These data suggest that cobalt decreases the retention or utilization of 
some dietary constituent or constituents, since the animals ingested more 
food per unit (100 gm. ) of body weight. An improvement in 'hood utiliza- 
tion'’ evidentl}^ occurred in the rats given either c3'Steine, methionine, or 


Taulf. Ill 

Slatisliral Analysis of Hcmo(jl(>hiti, DafaA 


Group 


Control 

Cobalt 

‘‘ + cysteine, low lev(‘l 

‘‘ -h histidine 

+ methionine 


Average 

hemoglobin 

Slatulard 

deviation 

Probable 
tuTor of 
mean 

Probable 
crroi’t of 
difference 
be ween 
means 

15.0 

rfcO .17 

zbO.OiS 


19.7 ; 

ZC 1 . do 

±0.24 


17.0 ’ 

zfcl.oo 

±0.32 1 

±0.40 

1S.2 1 

zfc 1 . 1 i 

±0.23 

±0.33 

19.9 1 

±1.2;^ 

±0.25 

±0.35 


Ttic values are those for the ISth wee^k of the cxperiinerit. 
t Comparison made with group given cobalt alone as Mie supplement. 


histidine as a supplemcmt i^o col)aIt. It is interesting i.hat the above 
values for food intake c(irresi)ond, inversely, with the terminal average 
body weights shown in Table I. 

Table 11 gives the average biweekly liemoglolmi values. The controls 
sliow the normal progmssive incu’ease with age, ix^'udiing a constant- adult 
level of about 15. G gm. per cent. The cobaltrfed ra,ts, on the other hand, 
developed a typical polycythemia as evidenced l)y the (iruil hemoglo!)in 
value of 20.4 gm, per cent. The addition of cysteine, particularlj-^ at 
the higher level, lessened the increase of the hemoglobin values above 
the controls, as did histidine to a lesser extent. Methionine, on the other 
hand, had no noticeable effect. This was rather surprising in view of t,he 
favorable effect of methionine on the growth and food utilization of the 
cobalt-fed animals. A statistical analysis of the data. Table III, sliows 
that the effects of cysteine and, to a lesser extent, of histidine, are highly 
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sigriilicaiit, wherca,B that of methionine is not, as is also evident from a 
grms inspection of the data. 

Binco cobalt forms insohible complexes Avith cysteine and with histidine, 
it ap|)eared possil)le that those two substances might prevent the production 
of |)olycythernia by ciobalt by merely decreasing the absorption of cobalt 
frtaii the gastrointestinal ti*act. Therefore, three additional groups of 
rats were studied. Tlmy received subcutaneously 0.5 mg. of cobalt, 
either as cobalt sulfate or as the cobalt-cysteine or cobalt-histidine complex 
each daj^ for a period of 12 weeks. As was found in the group of rats 
given oral supplementation, the injection of cobalt sulfate decreased the 
rate of growth (data not included) as compared with that of the controls. 
Much less inhibition of growth Avas observed in the groups given the cobalt- 
cysteine or cobalt-histidine complex, particularly the former. The data 
on hemoglobin are recorded in Table IV. It is evident that injected (^ol)alt 

Table IV 


Average Hemoglobin Values for Controls and CohaU-Injecied Rais 


Group 

No. 
of 
' rats 

AVks. on experiment 

0 

2 

4 

6 

g4. 

10 

12 (standard 
deviation) 

Control 

10 

13.3 

14.7 

14.8 

15.2 

15.7 

15.6 

15.6 ±0.17 

C 0 SO 4 

10 

13.5 

16.5 

18.0 

20.1 

18.6 

IS. 7 

19.5 ±0.97 

Cobalt-cysteine complex 

10 

14, 3i 

14.8 

15.3 I 

15.3 

15.6 

16.0 

1 16.1 ± 1.11 

Cobalt -histidine complex 

15 

13. 2| 

16. 5t 

— 1 

CO 

— f. 

20. Of 

18.2 

18.51 

t 

19.4 ±0.82 


* Daily injections omitted for 5 daj’s during the 7th week. 

t The cobalt-histidine complex solution injected during this interval did not con- 
tain added NallCOs, as described for the preparation of this solution in the text. 


sulfate produced a polycythemia, Avhereas the cobalt-cysteine complex in an 
equivalent amount of cobalt did not increase the hemoglobin level sig- 
nificantly aboAm that of the controls. The average hemoglobin values of 
the group receiving the cobalt-histidine complex, on the other hand, differed 
little from that to AA^hich cobalt sulfate AA'as given and a typical polycythe- 
mia resulted. This observation is in general agreement Avith that in tlie 
group given cobalt Avith histidine orall^q although some iniiibition of the 
production of polycythemia by cobalt AA’as observed in the latter case. 
This may be due to the fact that the ratio of histidine to cobalt Avas miicli 
greater in the orally supplemented group than aa^us possible in the injected 
group. These data therefore indicate that the inhibition of the polycythe- 
mia by cysteine because of a possible impairment of cobalt absorption from 
the gastrointestinal tract cannot be a determining factor, since cobalt bound 
as a cysteine complex and administered parenterally in an amount com- 
parable to that.ghmn orally likeAAUse does 7iol produce a pol3T?ythemia. 
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At least two explanations of the elTect of cysteine and, to, a lesser extent, 
histidine in preventing the production of polycythemia by cobalt appear 
possible. One is that these two substances, by forming complex com- 
pounds, may increase the excretion of colmlt and thus lessen its ability to 
produce polycythemia. However, such an explanation; seems rather un- 
likely, because other substances such as (holine and, under certain condi- 
tions, methionine also ma}^ form complexes with cobalt analogous to those 
of cysteine and histidine and thus presumably likewise increase cobalt 
excretion in the urine. Furthermore, under ordinary circumstances the 
excretion of parenterally administered col)alt is rapid andialniost complete 
within 36 hours (14). Moreover, Stare and Elvehjem (16) have shown by 
analysis that at the height of the polycythemia there are present only 40 
to 50 7 of cobalt in the entire body of the rat. 

Another explanation, the more likely in our opinion, is that the adminis- 
tered cysteine, and possibly also histidine, combines with, cobalt to form in- 
soluble or inert complexes in the organism, thus preventing its subsequent 
‘‘blocking^’ of siilfhydryl and perhaps other groups active in cellular respira- 
tion, which, in turn, would prevent the development of a compensatory 
polycythemia. Such an interpretation is in accord with the. observation 
(Burk, personal communication) that “the relative affinities of cobalt for 
the naturally occurring amino acids arc, in decreasing order, cysteine, histi- 
dine, and then the others.” Cobalt also has a relatively low affinity for 
choline. This would thus satisfactorily explain the failure of rhethionine 
and choline to prevent the production of polycythemia by ^ cobalt. How- 
ever, further work will be required to ans^ver these questions in a positive 
manner. : , 


SUMMARY 

The oral administration of 1.0 mg. of cobalt as cobalt sulfate to rats 
fed a syntlietic basal diet produces a sustained polycythemia, an inhil)i- 
tion of growth, and impairment in food utilization. 

Supplementation of the cobalt-containing diet with cysteine inhibits the 
production of the polycythemia. Histidine has a similar effect !)ut to a 
lesser extent. Methionine has no detectable effect when fed in equivalent 
amounts. 

Parenterally administered cobalt sulfate (0.5 mg. of colxalt per day) 
likewise produces a marked polycythemia, whereas an equivalent amount 
of cobalt as the cobalt-cysteine complex does not. Histidine injected 
with cobalt as the col)alt-histidine complex has less effect in preventing 
the development of polycythemia. 

It is proposed that cysteine inhibits the production of polycythemia by 
cobalt l-)y the formation in vivo of an inert cobalt-cysteine complex. Histi- 
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(line may act in a similar manner but the col>alt-histidiiie complex is more 
active (less completely formed) than the col.)alt-cysteirie complex at the plT 
values existing in the aiiirnai organism. 

The suggestion is maxie tliat cobalt may produce polycythemia l)y 
'binding sulfhydryl or perhaps other groups active in cellular respiration, 
thus leading to a siiiiidated cnllular anoxia and, in turn, to a compensatory 
puhycytliemia. 
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THE USE OF ION EXCHANGE RESINS IN THE ISOLATION OF 
BLOOD GROUP A-SPECIFIC SUBSTANCE FROM 

HOG GASTRIC MUCIN=^ 

By EDWARD L. BENNETT and CARL NIEMANN 

(From the Gates and Crellin Laboratories of Chemistry, California Institute of 
Technology, Pasadena) 

(Received for publication, July 16, 1048) 

Ion exchange resins (1) have been used in the investigation of A substance 
hydrolysates (2), but apparently no attempt has been made to determine 
whether they can be profitably used in the isolation or purification, of 
undegraded A substance^ from sources such as hog gastric mucin. Studies 
along these lines are reported in this communication. 

EXPEKIMlWrAL 

loti Exchange Resins — Ue-Acidite (The Permu tit Company, New York), 
washed on a 40 mesh screen with distilled water, was treated several times 
with aqueous 4 per cent sodium carbonate and repeatedly washed with 
distilled Avater, by suspension and decantation, until the supernatant liquid 
was colorless and had a pH of 8.0 or less. The resin collected on a suction 
filter contained 70 to 80 per cent Avatcr. 1 gm. (dry weight) of the resin 
contributed less than 0.05 milliequivalent of base to 75 ml. of distilled Avater 
Avhen the suspension Avas alloAA’ed to stand, Avith freciuent shaking, for 2 days 
at 25°. Under the same conditions 1 gm. (dry Aveight) of the resin re- 
moved 95 per cent of the hydrochloric acid from 75 ml. of a 0.066 M solution 
and 85 per cent from 75 ml. of a 0.093 m solution. 

Amberlite IR-4 (The RcsinoUvS Products and Chemical Company, 
Philadelphia) prepared as dcscril)ed above, contained approximately 35 per 
cent water, and 1 gm. (dry Aveight) of the resin removed more than 95 per 
cent of the hydrocliloric acid present in 25 ml, of a 0.166 M solution. 

Amberlite IR-100 (The Resinous Products and Chemical Company), 
treated Avith 1 per cent hydrochloric acid and Avashed free of chloride, gave 
a product containing approximately 35 per cent water. 

A Substance Preparations — A 2 per cent suspension of hog gastric mucin 
granules (Wilson), adjusted to pH 4.4 to 4.5 with glacial acetic acid, A\'as 

* This work was supported in part by a grant from the United »Siaies Public Healtli 
Service. 

t Contribution No. 1225. 

1 Defined as a substance effective in inhibiting isoaggliitinaiion of huinan blood 
group A cells by group B serum and also effective in inhibiting lysis of sheep erythro- 
cytes by human blood group A cell immune rabbit sera. 
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centrifuged twicje in lire open bowl of a Sharpies centrifuge at 20,000 
ILP.M. ■ Tlie centrifugate was used either direct^ or after ethanol fraction- 
ation (3, -t). 

Procedure 

Sirtlicieiit exchange resin was added, unless otherwise indicated, to a 1 to 
2 per cent acpieous solution of the A substance preparation to provide 4 to 5 
gm. (wet weight) of freshly washed resin for each gm. of dissolved solid. 
The suspension was stirred for 2 to 3 hours at filtered, and the operation 



Msllimotes x S0®HC1 Mllismoles x lO'tMaOH 

Fio. 1. Titration curves of A substance preparal ions. Curve 1, Frat^tiori 
Curve 2, Fraction 128: Curve 3, Fraction 141. 


repeated. The resulting solution was either lyophilized or subjected to 
further treatment with a different exchange resin. Equivalent N-acetyl- 
glucosamine contents and inhibition of hemolysis titers were determined as 
described previously (4, 5). Titration curves were determined by adding 
sufficient hydrocMoric acid to 50 mg. of solid in 5 ml. of water to decrease 
the pH to 3.0 or less and then titrating with 0.040 m sodium hydroxide. 
Since an inflection point was observed at pH 8, the data are plotted in Fig, 1 
with reference to the number of millimoles of acid or base required to change 
the pH of the above solution from pFI 8 to some other pH. 
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DISCUSSION 

Within limits the equivalent N-acetylglucosamine content (5) of an A 
substance preparation can be taken as an index of the A substance activity 
of the preparation, evaluated in terms of inhibition of isoaggliitination or 
inhibition of hemolysis (4, 5). Preliminary experiments based upon the 
determination of the equivalent N-acetylgiucosainine content of an A 
substance solution before and after treatment with a solid adsorbent previ- 
ously equilibrated with water indicated that of a number of adsorbents 
tested the anion exchange resins De-Acidite and IR-4 and the cation ex- 
change resin IR-100 were sufficiently promising to warrant further investi- 
gation.- 

The results obtained by treating an aqueous solution of hog gastric mucin 
with the above ion exchange resins, either singly or in combination, are 
given in Table I. It is noteworthy that successive application of De-Acidite 
and IPt-100 gave a preparation which was as active in the hemolysis test® as 
those obtained from mucin by ethanol fractionation (3, 4). The separation 
of a resill-treated mucin solution into a clear supernatant and a less active 
viscous precipitate is reminiscent of the behavior observed when A substance 
preparations obtained from mucin by ethanol fractionation are electro- 
dialyzed (4).'^ Although resin treatment will give products® as active as 
those obtained by ethanol fractionation, there is no evidence that further 
treatment of the product with any of the above resins will lead to more 
active preparations such as those obtained by a combination of ethanol 
fractionation and electrodialysis.^ 

A substance preparations of varying purity, obtained from hog gastric 
mucin Iw ethanol fractionation or electrodial 3 ''sis, were subjected to resin 
treatment and, in contrast to the experience with mucin, only in one instance 
was an increase in activity observed (Table II). In the isolation of A 
substance from hog gastric mucin, it has been noted that an increase in A 
substance activity is usually accompanied by an increase in the equivalent 
N-acet\dgliicosamine content of the preparation (4).*^ However, with A 
substance preparations containing more than 10 per cent equivalent N- 
acetylgliicosamine, the equivalent N-acetylglucosamine content may not 
necessarily increase with A substance activity upon further purification and 
in some instances may actually decrease.'^ This behavior is not unexpected, 
since it has been pointed out that blood group-specific substances other than 
the A substance contain alkali-labile bonds involving N-acet}dglucosamine 

2 It is possible that with a different test or under different conditions other ad- 
sorbents may have been selected, 

^ Comparable titers were also obtained wfith the inhibition of the isoaggliitination 
test which would indicate that resin treatment does not cause the degradation of 
A substance. 

^ Holzman, G., and Niemann, C., unpublished experiments. 
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Table I 

Inh'ibiiiofi of Hcffiolysis Tiler and Equivalent N-Acetylgluco^amim Content of Ifog 
Castric Mw'/in Suspension after Successive T realnicnts with Several 'Exchange 

Resins 






Equivalent 

Description of fraction® 

Fraction No. 
of product 

Yield 

Inhibition of 
hemolysis titer t 

N -acetyl - 
glucos■■ 
amine 





content? 

Aqueous suspension of hog gas- 

135 

72^. c. from 

0.19 ±0.02 

7.G 

trie mucin granules centri- 
fuged twice at pH 4.4; centrif- 
ugate 


mucin 



Fraction 135 treated twice with 

136 

SlVSo from 

0.16 ±0.0! 

S.9 

Dc-Acidite 


No. 135 



Fraction 136 treated twice with 

137 (ppt.) 

50^ c from 

0.11 ±0.01 

10.8 

Ili-100; clear supernatant and 


No. 136 



viscous ppt. obtained upon 

13S (super- 

23% from 

0.10.5 ± 0.005 

11 .6 

standing 24 lirs, ; separated 

n at ant) 

No. 136 



Fraction 137 treated twice with 

139 

100%, from 


11.2 

m-4 


No. 137 



Fraction 138 treated twice with 

110 

100%; from 


11.7 

IR-4 


No. 138 



Fraction 136 treated twice with 

141 

67%, from 

0.12 ±0.01 

11 .2 

IR-100 and twice with IR-4 j 


No. 136 



Fraction 135 treated alternately 1 

152 (super-| 

32%,. from 

0.14 ±0.02 

10.5 

4 times with De-Acidite and 

natant) 

mucin 



lR-100; allow’ed to stand 4 

154 (ppt.) 

20^0 from 

0.19 ±0.02 

0.2 

days; turbid supernatant and 
viscous ppt. obtained; sepa- 
rated 


mucin 



Fraction 152 treated with Dc- 

153 

8S%, from 

0.12 ±0.01 

11.2 

Aciditc and IR-100 

I 

i 

No. 152 

1 * 



4 to 5 gm. (wot weight) of the exchange resin per gni. of material treated wco'e 
used for each treatment, except in the preparation of Fractions 107 arul 108, in whi(‘h 
S gm. of De-Acidite per gm. were used for each treatment, and in the preparad.ion 
of Fractions 152, 154, and 153, in which 0.5 grn. portions of I)(‘-Aeidite ;ind ]lt~!00 
per gm . were used for each treatment. 

t Micrograms of test substance present in system in which she(‘p <‘rythrocy[(\s 
are 50 per cent hemolyzed by an anti-human A cell immune rabbit serum, Tln^ 
titers reported are the average of two or three determinations and an^ reported 
together with the average deviation of the several determinations. 

J Expressed as equivalent per cent of N-acety I glucosamine in test substance (5). 
The analytical data reported are the mean results of duplicate or triplicate analysers. 
The absolute deviation was in no case larger than 0.3 per cent (equivalent K-acet.yl- 
glucosaniine). 

(5, 6), and it is known that A- and 0-specitic substances can 1)0 separated, 
at least in part, by relatively simple fractionation procedures (7);^ 
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Table II 

Inhibition of Heniolijsis Titer and Equivalent N'-Acelylglucosamine Content of Some 
Blood Group A-Specific Substance Preparations after Treatment urith Exchange 

Resins 


Description of fraction’®’ 

Frac- 
tion 
No. of 
product 

Yield 

Inhibition, of 
hemolysis titerf 

Equivalent 

N-acetyl- 

glucos- 

amine 

content-t 

Aqueous suspension of hog gastric 
mucin granules centrifuged twice 
at pH 4.4; centrifugate (Fraction 
135) fractionated with ethanol ; ma- 
terial soluble in 40% (by volume) 
ethanol, insoluble in 65% (by vol- 
ume) ethanol 

143 

22% from 
mucin 

0.11 ±0.01 

10,6 

Fraction 143 treated twice with De- 
Acidite 

144 

77% from 
No. 143 

0.105 ± 0.015 

12.0 

Fraction 144 treated twice with IR- 
100 

145 

100% from 
No. 144 

0.105 ±0.010 

12.3 

Fraction 145 treat(*d twice with IR-4 

147 

100% from 
No. 145 

0.11 ±0.01 

12.1 

Aqueous suspension of hog gastric 
mucin granules; centrifugate frac- 
tionated with ethanol ; material sol- 
uble in 30% (by volume) ethanol, 
insoluble in 65% (by volume) etha- 
nol ; upon reprecipitation, insoluble 
in 45% (by volume) ethanol; dia- 
lyzed, then electrodialyzcd 

110 


0.20 ±0.02 

l 

11. 8 

Fraction 110 treated twice with De- 
Acidito 

167 

74% from 
No. no 

'0.21 ±0.02 

13.4 

Fraction .1 10 treated twice with I1I-4 

105 

91% from 
No. 110 

0.20 ± 0.02 

11.8 

Same as Fractiem 110, except upon re- 
precipitation, material soluble in 
45% (by volume) ethanol, insoluble 
in 65% (by volume) ethanol; dia- 
lyzed, then electrodialyzcd 

126 


0.0S8 ± 0.005 

10.4 

Fraction 126 treated twice with De- 
Ac idite 

168 

60%; from 
No. 126 

0.070 ± 0.005 

11.9 

F Faction 126 treated twice with IR-4 

166 

88% from 
No. 126 

0.086 ± 0.005 

10.5 


See the corresponding foot-notes to Table I. 


The effectiveness of De-Acidite and IR-100 in reducing the buffering 
capacity” of mucin solutions and partially purified A substance preparations 
is clearly illustrated in Fig. 1. The anion exchange resin IR«4 was found 
to 1)0 markedly inferior to De-ikcidite in this respect. Analysis of Fractions 
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135j 136_, and 137 for total nitrogen, amino nitrogen, and amino acid 
nitrogen (Table III) revealed that De-Acidite was instrumental in removing 
acidic iiitrogeiioiis non-blood group-vspecific substances containing little or 
no amino nitrogen, rvliereas the substances removed by IK, -100 contained 
siibstantiial amounts of amino and amino acid nitrogen. At least part of the 
materials removed by De-Acidite are noii-dialyzable.^ It is interesting to 
note that in a centrifuged mucin solution approximately 20 per cent of the 
solids are not precipitated by 66 per cent ethanol, whereas approximately 
30 per cent are removable by successive treatment with De-Acidite and 
IR-100. 

It has been observed that many A substance preparations are contami- 
nated by non-blood group-specific substances*" exhibiting marked specific 
absorption in the 260 to 270 mfx region (8). An A substance preparation 
(Fraction 110) containing a substantial amount of the ‘‘260 mg component^’ 
("E'l'crn. 260 mg = 13.2) was treated with De-Acidite and the resulting 
preparation (Fraction 167) was found to have a value of 260 mg 


Table III 

A^iirogen Conient of A Substance Preparations 


Fraction No. 

Total N 

Amino N 

Amino acid N 


per cent 

per cent 

per cent 

135 

8.4 

1.9 

1.0 

136 

7.3 

2.0 

1.2 

137 

0.4 

0.16 

0.09 


of 3.6. Treatment with IR-100 or IR-4 caused little or no decrease in 
extinction. The fact that De-Acidite was effective and IR-’4 was relatively 
ineffective in removing the ‘'260 mg component’^ would indicate that the 
removal of this component by De-Acidite is not a simple anion exchange. 
An explanation of the mode of action of De-Acidite leading to the loss of t,hc 
“260 mg component-/’ a gain in the equivalent N-acctylglucosamine content, 
and no significant change in A activity must await the accumulation of 
additional data. 


SUMMARY 

The treatment of hog gastric mucin with the two ion exchange resins De- 
Acidite and IR-100 has given apparently undegraded A substance prepa- 
rations which are as active as those obtained from the same source by 

® Bennett, E. L., unpublished data. 

® While the “260 mg component” has not been obtained free of A substance, all 
evidence (8) points to its non-blood group specific character. 



FRACTIONATION OF SERUM INTO ALBUMIN AND AND 

7-globulin by sodium sulfate 

By ANDRE C. KIBRICK and MURIEL BLONSTEIN 
(Fro-m the Department of Chemistry, The Bronx Hospital, New York) 

(Received for publication, July 2, 1948) 

The values of the albumin and total globulin of serum determined with 
22.4 per cent sodium sulfate by the method of Howe ( 1 ) are better cor- 
related Avitli the values of one fraction containing the albumin and a- 
giobulin and of another containing the /3- and 7 -globulins ( 2 ). However, 
19 per cent sodium sulfate seems to separate these fractions more efficiently, 
since it yields results which agree very well with the corresponding fractions 
determined by electrophoresis (3). Apparently the precipitation of all of 
the globulin fractions of human serum requires 26 to 27 per cent sodium 
sulfate (3, 4). The data of Majoor (4) indicate that most of the 7 -globulin 
is precipitated by 15 per cent of the salt. This is consistent with the 
findings of Gutman et al (5) that the 7 -globulin fraction is only partially 
precipitated at a concentration of 13.5 per cent of the salt, while 17.4 per 
cent removes a significant amount of /5-globulin in addition to the 7 
fraction. Aloreover, 15 per cent sodium sulfate is approximately equiv- 
alent to 0.33 saturated ammonium sulfate in respect to salting out. Jager 
and Nickerson found a good correlation between the amounts of protein 
precipitated by the latter and the values of 7 -globulin estimated by electro- 
phoresis (6). Hence, it occurred to us that human serum can be analyzed 
for albumin and for all of the globulin fractions by determining the protein 
precipitated with 15, 19, and 26 per cent sodium sulfate. The present 
study was imclertaken to determine whether the values estimated by this 
simple method are consistent with the results of other methods. 

EXPERIMENTAL 

A series of thirteen sera, obtained from patients with miscellaneous 
clinical conditions in this hospital, was analyzed by fractionation with 
sodium sulfate. In addition, the albumin and total globulin were deter- 
mined with methyl alcohol by the method of Pillemer and Hutchinson (7), 
and the 7 -globulin fraction was determined with serum of rabbits im- 
munized to this protein. Another series of sera and plasmas of known 
protein composition determined by electrophoretic analysis was obtained 
from other laboratories.^ These were analyzed by fractionation with salt. 

^ We wish to thank the following for samples of blood and for the results of the 
electrophoretic analyses: Dr. Mary L. Petermann and Dr. Nelson F. Young, Sloan- 
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The fractionation was made by adding 0.5 ml. of scrum or plasma to 10 
ml. of 15.75, 19.90, and 27.20 per cent sodium sulfate at 37 ^. x\boiit 10 mg. 
of Super-Cel were added from a scoop made from glass tubing, and 
the mixtures were allowed to stand in the incubator at 37° for 1 liour.^ 
The precipitates were then filtered in covered funnels in the incubator with 
Whatman No. 50 filter paper, 9 cm. in diameter. Portions of the clear 
filtrates were added to the biuret reagent, and their protein content was 
determined by the method of Kingsley (8) as modified by Kibrick and 
Clements (9). 

The biuret reaction was also utilized to determine the total protein of the 
sera and the albumin in the methyl alcohol filtrates from the method of 
Pillenier and Hiitehinson, as described previousl3^ (9). 

Serum immune to human 7 -globulin was obtained by injecting rabbits 
twice weekly b^" ear vein with 1 to 2 ml, of 1 per cent of the protein in 
glycine solution^' containing 0.05 per cent aluminum ammonium sulfate. 
After about G weeks and a period of 6 da^^'s without injections, the animals 
were bled from the heart and the serum was prepared with 0.01 per cent 
sodium merthiolate. Traces of antibodies to the other seruiii proteins were 
removed by absorption with a solution of human albumin^ and with a mix- 
ture of the a- and /3-globiilins,^ The determinations were made adding 
2 ml. of the immune serum in centrifuge tubes to 1 ml. of human scrum 
which had been diluted 50 to 150 times with 0.9 per cent sodium chloride. 
The tubes were allowed to stand in a water bath at 40° for 2 hours and then 
placed in the refrigerator until the next day. The immune precipitates 
were centrifuged and washed twice with 3 ml. of cold 0.9 per cent sodium 
chloride. They were then dissolved in dilute alkali and their content of 

Kettering Institute, New York; Miss Miriam Reiner, 3Iount Sinai Hospital, New 
York; Dr. Dan H. Moore, Electroplioresis Laboratory, Columbia University. vSome 
of the samples were citrated plasmas which had been frozen for storagt? luid thawed 
out just before analysis. Others were plasmas prepared with a miriimuin of heparin. 
Although some of the librinogcu had become insoluble and was roniov(?(l, a sigiiMicjant 
amount remained in solution. This was of no consequence, however, sirici^ tJie 7 - 
globulin precipitated with 15 per cent sodium sulfate was corrected for tlu' residual 
fibrinogen indicated bj" the electrophoretic patterns. 

- We have found that the amount of soluble protein was essentially tlie same wlnm 
the precipitates were filtered from 30 minutes to as long as 24 hours after mixing. 
The filtrates were frequently turbid, however. The use of Super-Cel produraas clear 
filtrates in almost every case and does not affect the results. 

2 Prepared from immune serum globulin, Cutter Laboratories, containing 17 per 
cent of the protein in 0.3 m glycine. 

4 to thank Dr. F. F. Johnson of the Cutter Laboratories, Berkeley, for 

samples of human albumin and 7 -globulin which do not contain other electrophoretic 
components. 

^ We are indebted to Professor E. J. Cohn for a concentrated fraction of the a- 
and j 8 -globulins from human serum. 
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nitrogen was determined by the micro-Kjeldahl method. Several standard 
tubes containing a dilute solution of 7-globulin‘s were run with each series of 
determinations. The concentration of 7-globulin was calculated from 
a standard curve prepared from the results of serial dilutions of a weighed 
amount of the protein. 

RESULTS AND DISCUSSION 

Table I shows that the values of albumin and total globulin determined 
with sodium sulfate agree quite well with those determined with methyl 

Table I 

Comparison behoeen Values Derived from Fractionation with Sodium Sulfate and 
Those from Precipitation with Methyl Alcohol and with Immune Serum 


The results are expressed in gm. per 100 ml. 


Sample 

No. 

Total 

protein 

Albumin 

Globulin fractions 

Salt 

Alcohol 

With sodium sulfate 

Precipitin 

a- 


7 - 

7' 

1 

7.16 

3.74 

3.57 

1.04 

O.GI 

1.77 

1.6 

2 

6.98 

3.87 

4.02 

0.75 

0.82 

1.54 

1.7 

3 

6.98 

3.23 

3.42 

1.30 

0.66 

1.79 

1.8 

4 

6.70 

3.71 

3.63 

0.70 

1.05 

1.24 

1.2 

5 

4. 78 

1.79 

1.21 

0.93 

0.56 

1.5 

1 .2 

6 

8.00 

3.99 

4.12 

0.86 

0.68 

2.47 

2.5 

7 

7.49 

3.93 

4.25 

0.99 

0.61 

1.96 

2.2 

8 

8.14 

3.07 

2.95 

1.05 

0.76 

3.26 

3.0 

9 

7.04 

3.44 

3.71 

1.18 

0.57 

1.85 

1.5 

10 

7.04 

3.24 

3.48 

1.51 

0.77 

1.52 

1.3 

11 

"7.15 

3.43 

3.21 

0.83 

0.47 

2.42 

2.3 

12 

7.95 

3.70 

3.86 

1.25 

0.70 

2.30 

2.2 

13 

4.02 

1.02 

1.38 

1.35 

0.57 

1.08 

1.3 


alcohol. This is further confirmation that 2G per cent sodium sulfate 
effects a reliable separation in the serum of subjects with a variety of 
clinical conditions. The values of the 7-giobuliE fraction also agree quite 
well with the results obtained by precipitation Avith immune serum, 
Kabat et al. have determined the 7-globulin in cerebrospinal fluid by the 
latter method (10), but it does not seem so comTnient for routine use. 
Table II show’s that the protein precipitated with 15 per cent sodium sulfate 
is in satisfactory agreement with the 7-globiilin fraction estimated by 
electrophoretic analysis. 

We have found that the amount of protein precipitated wdtli 19 per cent 
sodium sulfate in about 100 different sera is only slightly less than that 
precipitated with 22 per cent salt by the method of How^e. In many 
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instances tlie results were almost identical, but there was a suggestion that 
better agreement is possible between duplicate determinations with the 
smaller concentration. There seems to be a definite break in the precipita- 
tion of protein at about 19 per cent, which the data of Milne (3) indicate 
is equal to the sum of the jd- and 7 -globulin fractions. If this is correci"., 
the amounts of the a and ^ fractions, derived from this value aiwl from the 
values of total globulin and of the y fraction, are also correct. Table II 
shows that they are in agreement wdth those found by electrophoresis. 

Table II 

Comparison hctiveen ResuUs of Fractionation with Sodium Sulfate and Those from 

Electrophoresis 


The results are expressed in gm. per 100 ml. 


Sample No. 

Salt fractionation 

Electrophoresis 

Albumin 

Globulin 

Albumin 

Globulin 

a - 


Y - 

a- 


7“ 

1 




0.8 

3.2 

0.8 

1.1 

0.9 

2 




5.3 

1.7 

0.8 

0.5 

4.5 

3 




0.6 

3.S 

1.0 

0.8 

0.7 

4 




1.0 

3.4 

1.4 

L ,2 

1.2 

5 




1.2 

4.5 

1.2 

1.0 

1.2 

6 

2,8 

0 

3 1 

1.1 

1.6 

3.0 

0.9 

1.0 

1 .5 

7 

2.8 

1.0 

1.2 

1.2 

3.0 

0.8 

1.0 

1.3 

8 

2.8 

1.0 

0.9 

1.5 

GO 

O.S 

LO 

1.6 

9 

2.8 

0.8 

1.2 

1.6 

2.7 

0.7 

1.2 

1.7 

10 

2.3 

1.3 

0.7 

1.1 

2.5 

1.1 

0.7 

0.0 

11 

3.0 

1.3 

0.7 

0.8 

3.3 

1.0 

0.7 

0.8 

12 

2.4 

1.3 

1.0 

0.9 

2.4 

1.5 

i.O 

0.7 

13 

2.3 

1.1 

1.0 

1.0 

2,2 

1.2 

0.0 

0.7 

14 

2.1 

0.9 

0.7 

0.7 

2.2 

0 

00 

0,6 

0.7 


We are grateful to Dr. Joseph Felsen, Director of Laboratories and 
Research, for advice and encouragement. 

SUMMARY 

1. A simple chemical method is proposed to estimate the fractions of 
protein in human serum by precipitation with 15, 19, and 26 per cent sodium 
sulfate. The results of a series of thirteen sera are compared vith the 
values of albumin and total globulin determined with methyl alcohol and 
with the values of 7 -globulin determined by precipitation with immune 
rabbit serum. The results in another series of fourteen samples are com- 
pared with values derived from electrophoretic analysis. 
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2. Most of the values of albumin, total globulin, and 7-globuliii are 
within 0.2 gm. of those determined with methyl alcohol and with immune 
serum. 

3. The values of albumin and of a-, and 7-globulm also compare 
favorably with the results of electrophoresis. 
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LETTERS TO THE EDITORS 


PUTRESCINE AS A GROWTH FACTOR FOR HEMOPHILUS 

PARAINFLUENZAE* 


Sirs: 

A requirement for unidentified growth factors by some members of 
the genus Hemophilus has been reported^ During a study of the nutri- 
tional requirements of one member of this genus, Hemophilus parainfluenme 
7901, an amino acid medium was developed which was satisfactory for the 
assay of an essential factor supplied by a variety of crude materials in- 
cluding yeast and orange juice. Orange juice was chosen for fractionation 
and a crystalline compound, identified as putrescine, was isolated which 
completely replaced orange juice when added to the amino acid medium. 
The isolation was accomplished by the following procedures: (1) adsorption 
from clarified canned orange juice on Amberlite IR-IOO-H; (2) elution 
from the cation exchange resin wfith 20 per cent HCl after removal of inac- 
tive solids with 4 per cent H2SO4; (3) concentration of the eluate to small 
volume, addition of 50 per cent NaOH, and steam distillation; (4) neu- 
tralization of steam distillate with 10 per cent H3PO4 and precipitation of 
the dipicrate by addition of sodium picrate solution to the concentrated 
steam distillate; and (5) repeated recrystallization from hot w-ater. The 
dipicrate was converted to the dihydrochloricle and the dibenzoate by 
standard procedures. The dibenzoate melted at ITS-ISO'^. A mixture 
with an authentic sample of putrescine dibenzoate (m.p. 178-180'^) melted 
at 178-180®. The melting point of the dipicrate also cheeked that re- 
ported in the literature and gave no depression with an authentic sample 
of this compound. 

Aiialysis of /)f/r/ydr<:)c/iZon7?c--TtiHi2N2* 2HCL Calculated, N 17.39; 
found, 17.43, 17.48. ' 

The essential nature of putrescine for grow^th of IL parainflmnzae is 
^^howii in the table. Spermine and spennidine, whose molecules contain 
^lie 1,4-diamiiiobutane residue, are also active. Plowever, a variety of 

Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. Supported in part by a grant from the Williams- Waterman 
Fund of the Research Corporation. 

^ Bass, A., Berkman, S., Saunders, F., and Koser, S. A., J. Infect. 68, 175 
(1941). 
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compounds having a structural relationship to putrescine and including 
ornithine, cadaverine, 1 , 3-diaminopropane, 1 , 6-diaminohexane, 7i-butyl- 
amine, and pyrrolidine was found to be totally inactive, as were the 
polyamines, triethylenetetramine and tetraethylenepentamine. A high 


Effect of Putrescine^ Spermine^ mid Spermidine on Growth of IJeinophilus 

parainfluenzae 


Orange juice solids 

Putrescine 

Spermine 

spermidine 


Turbidity! 


Turbidity! 


Turbidity! 


Turbidity! 

mg. per 10 cc. 


7 per 10 cc. 


7 per 10 cc. 


7 per cc. 10 


0 

97 

0 

97 

0 

97 

0 

97 

0.25 

89 

0.10 

90 

0.50 

88 

0.50 

87 

0.5 

87 

0.25 

88 

1.0 

86 

1.0 

84 

1.0 

84 

1.0 

85 

2.0 

84 

2.0 

83 

5.0 

82 

5.0 

80 

5.0 

81 

5.0 

82 



10.0 

sot 

10.0 

00 

10.0 

82t 


10 cc. volumes incubated in Pyrex milk dilution bottles for 48 hours at 37®. The 
basal medium contains, per 10 cc., 2.5 cc. of amino acid solution, ^ 10 mg. of dextrose, 
60 mg. of sodium acetate, 100 7 of guanine, adenine, and uracil, 1 7 of thiamine and 
riboflavin, 57 of nicotinic acid and nicotinamide, 20 7 of pyricloxine, 10 7 of calcium 
pantothenate, 0.01 7 of biotin and p-aminobenzoic acid, 0.1 7 of folic acid, 200 7 of 
inositol, 10 7 of and 1 7 of Zn''"'*', Co+'*', and Mn"’”*’*, 257 of Fe‘^+‘, 15.6 

mg. of K0HPO4, and 1.4 mg. of KH2PO4. Initial pH, 7.8. Following sterilization of 
the medium, 1 7 of coenzyme I was added to each culture bottle. Putrescine was 
added as the dihydrochloride, spermidine and spermine as the phosphates. The 
additions are expressed in terms of the free bases. 

t Per cent of incident light transmitted; uninoculated medium » 100. 
t Growth in presence of 10 7 of the indicated compound plus 1 mg. of orange juice 
solids. 

degree of specificity for the tetranicthylenediamine structure is thus in- 
dicated. 

To our knowledge, this is the first demonstration of an essential nutri- 
tional function for one of the putrefactive amines, and indicates that pu- 
trescine and possibly additional compounds of this group play a much more 
important metabolic role than has been previously indicated. 

Department of Biochemistry Edwaei) J. Herbst 

College of Agriculture Esmond E. Snell 

University of Wisconsin 
Madison 

Received for publication, August 30, 1948 


* Henderson, L. M., and Snell, E. E., J. Biol. Chem.^ 172, 15 (1948). 



AN INTERRELATIONSHIP OF PURINES AND VITAMIN 
Sirs: 

Tli^midine has recently been reported to replace vitamin B12 in stimu- 
lating growth of Lactobacillus lactis Dornerd We have found that purines 
(or their derivatives) and thymidine are essential for growth of Lactobacillm 

Effects of Purines and Derivatives on Growth Responses to Thymidine and Vitamin Bu 
Test organism, Lactobacillus lactis Dorner,* incubated 28 hours at 37-38°. 


Galvanometer readingf 


Constant 

Guanylic 

Thymi- 

Guanine 

Thymi- 

Adenine 

i None 

supple- 

acid, 100 

dine, 10 7 

and hypo- 

dine, 10 7 

and 


ment 

7 per 10 

per 10 cc. 

xanthine, 

per 10 cc. 

guan- 



cc. 


100 7 each 


ine, 100 





per 10 cc. 


7 each 
per 10 







cc. 


Variable ! 

Thymidine 

Guanylic 

Thymidine 

Guanine 

Liver 

Liver 

supple- 


acid 


and hypo- 

con- 

con- 

ment, y 




xanthine 

cen- 

cen- 

each per 

10 cc. 



j 

1 


trate 

trate 

0 

11 ' 

15 

10 

15 

14 

9 

1 

28 


27 


24 


2 

41 


36 


33 

29 

3 


21 


24 

41 

31 

5 

62 


50 


51 

42 

10 

65 

40 

67 

37 

59 

52 

20 






59 

30 


53 


48 



100 


66 


57 




111 a previously des , ribed medium (foot-note 1) from which purines were omitted 
unless otherwise rioted. 

t A measure of culture turbidity; distilled water reads 0, an opaque object 100. 


lactis Doriier in the absence of vitamin B12, as indicated in the table. The 
purine requirements are less specific than that of thymidine, which cannot 
be replaced by thymine. Of the compounds tested, guanylic acid was the 
most effective of single purines or derivatives; however, mixtures of adenine 
and guanine or of hypoxanthine and guanine were practically as active. 

^ Shive, W., Ravel, J. M., and Eakin, E. E., /. Am, Chem, Soc.^ YO, 2614 (1948). 

® Wright, L. D., Skeggs, H. R., and Huff, J. W., /. BioL Chem,, 176, 475 (1948). 
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Three different concentrates of vitamin preparcni widely diffei'cnt 
processes replaced both purines (or derivatives) and thyiriidine in tlic 
nutrition of the organism; however, purines (or derivatives) htid a sliglit 
sparing action which was never more than 2-fold. These rc\sults indicate 
that vitamin B 12 is involved in the biosynthesis of purines (or deri\ad'.ives) 
as well as thymidine but do not preclude tlie possil>ility that tJiesc^ sub- 
stances in turn are also involved in the biosynthesis of vitamin Iff, 2 . 

Dr. L. D. Wright has made available to us an organism, lAiciohacillus 
leiclimannii (ATCC' 4797), which was used for assay during tlie isolation of 
the animal protein factor. In the nutrition of this organism, the animal 
protein factor can be replaced b}^ thjmiidme.*^ In addition to tliis require- 
ment, we have found that this organism requires folic acid for growth in ti 
previously described medium containing purines.^ The requiremcml; for 
folic acid is replaced by thymine after a lag phase. Tliyrnidine in the 
presence of folic acid adequately replaces the animal protein factor and 
also slowly replaces both folic acid and the factor after a lag pliase. lienees, 
independent functions are indicated for folic acid and the animal pi’otein 
factor, which presumably is identical at least functionally with vitamin Ihii? 
in the biosynthesis of th^miine and thymidine. 

Biochemical hisiiiiite and the Bepariment of WilliaxM Sinvi^ 

Chemistry j The University of Texas, and ,Ioanne IMacow Ravel 

the Clayton Foundation for Research W. M. Haudino 

Austin 

Received for publication, September 3, 1948 


3 Rickes, E. L., et at., Science, 107, 396. Shorb, Science., 107, 397 (194S), 
^AVrigbt, L. D., private communication. 


HIGHLY VISCOUS SODIUM HYALURONATE=^ 


Sirs: 

Two important properties have distinguished sodium hyaluronate as 
isolated heretofore from that occurring in the natural state as in normal 
synovial fluid or in aqueous extracts of umbilical cord. It possessed only a 
fraction of the viscosity of the native fluids and gave no mucin clot with 
acidified serum. The proposed explanations of this difference were either 
(1) that the substance had become oxidatively degraded during isolation^ 
or (2) that secondary valences had broken down during the process of 
isolation.^ The first explanation did not appear reasonable, since the 
mucopolysaccharide isolated in an atmosphere of nitrogen still possessed a 
relatively low viscosity.® In the experience of this laboratory, the iso- 
lated polysaccharide was quite stable in air at pH 6 to 7 and in fact was 
always isolated by vigorous stirring in air for many hours. The exist- 
ence of secondary valences in the native fluids, on the other hand, was not 
proved by experiment. 

By extraction of homogenized human umbilical cords with 2 per cent 
phenol, clotting the mixture after dilution with dilute acetic acid, removal 
of protein, and avoidance of a pH greater than 7.5, we have isolated prep- 
arations of sodium hyaluronate which in 0.3 per cent solution in buffered 
sodium chloride at pH 6 have relative viscosities as high as 32 compared to 
those of older preparations of 3 to 4 in the same solvents. On addition 
of diluted serum and acidification, the new preparations give a typical 
mucin clot. Half viscosity was obtained with the new preparations as 
substrates of testicular hyaluronidase with one-tenth to one-twentieth of a 
turbidity reducing unit, while, with older preparations of the polysac- 
charide, 3 to 4 units of the enzyme were required to reach half viscosity.*^ 

The highly viscous preparations of hyaluronate under standard condi- 
tions precipitate 15 to 25 per cent less serum protein than older prepara- 
tions, as measured turbidimetrically. They show, furthermore, a deficit of 
ash of about 20 per cent as calculated either from the uronic acid or hexos- 
amine values. Suspension of the dry powdered sodium hyaluronate in 

* This work was supported by grants from the Josiah Macy, Jr., Foundation and 
the Helen Hay Whitney Foundation. 

^ Blix, Ch, and Snellman, 0., Ark. Kemif Mineral, a. GeoL, 19 A, 32 (1945). 

2 Meyer, K., PhtjsioL Rev., 27, 335 (1947). 

3 Skanse, B., and Sundblad, L., Acta physiol. Scand., 6, 37 (1943). 

^ In contrast to a recently published method these preparations represent the total 
extracted polysaccharide of the cord and are not fractionated into viscous and non- 
viscous fractions (Hadidian, 7j., and Pirie, N. W., Biochem. 42, 2 (1948)). 
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dry ammoniacal methanol for 3 weeks resulted in an increase in nitrogen 
of 0.52 per cent, (from 2.72 to 3.24 per cent), or about 20 per cent. Only 
half of this additional nitrogen was ammonia nitrogen, while th.e rest was 
firmly bound, presumably in amide linkage. 

The experimental findings appear to be explained by the assumption of 
the presence of acid anhydrides which bridged the glucosidic polymer 
chains to giant molecules. These anhydride bridges, which occur to the 
extent of about 20 per cent of the total glucuronic acid molecules present, 
presumably are opened during the isolation by the older procedure. 

It is possible that some of the biological reactions such as some spreading 
effects and the mucin clot prevention test® are due to the hydrolysis of these 
labile oxygen bonds. Whether similar linkages occur in other natural 
high molecular compounds of great lability, such as some proteins and 
desoxyribonucleic acids, remains to be seen. 

We wish to thank Miss Hannah Weinshelbaum and Miss Anita Steinberg 
for their assistance. 

Departments of Ophthalmology and Medicine, Karl Meyer 

College of Physicians and Surgeons, Co* 
lumhia University y and the Edward Daniels 
Faulkner Arthritis Clinic ^ Presbyterian 
Hospital 
New York 

Eeceived for publication, September 17, 1948 


® McClean,D., Rogers, H. J., and Williams, B. W., Lancet, 1 , 355 (1943). 



THE CONVERSION OF FORMATE AND GLYCINE TO SERINE 
AND GLYCOGEN IN THE INTACT RAT* 


Sirs: 

Glycine is generally agreed to be glycogenic. This net deposition of 
glycogen could be accounted for by the pathway via serine to pyruvate 
shown in Scheme 1. 

CH2NH2COOH -h HCOOH CH 2 OHCHNH 2 COOH 

CH3COCOOH glycogen (I) 

Evidence has been reported for the in vitro convei’sion of glycine to serine^ 
and serine to pyruvate.^ However, in the intact animal, the evidence was 
to the contrary.^ 

We have investigated this mechanism by degrading liver serine and 
glycogen isolated after the simultaneous administration of glycine labeled 
with in the carboxyl group and formate containing C^‘b According 
to Scheme I, the serine carboxyl group is derived from the corresponding 
group of glycine and should contain excess while the /5-carbon atom, 
which is formed from formate, should be labeled Avith The glycogen 
should contain in the 3,4 positions and in all carbons, with the 

highest concentration in the 1,6 and lowest in the 3,4 positions. in 
the 3,4 positions would result from fixation of €^*^02 formed from the for- 
mate, while the reversible transformation of pyruvate into a symmetrical 4- 
carbon dicarboxylic acid v^ould introduce the of the jd-carbon into the 
a: position of pyruvate and the 2,5 positions of the glycogen. 

Four fasted rats Aveighing a total of 571 gm. were given 5 him of glycine 
by stomach tube and 0.125 niM of formate intraperitoneally per 100 gm. 
The latter dose was repeated at the end of the 5th liour. After 14 hours 
the animals were sacrificed. Glycogen was extracted from the livers with 
triidiloroacetic acid and degraded by the procedure of Wood et al.‘^ Serine 
was isolated from the neutral amino acid fraction of the liver hydrolysate 
as the p-hydroxyazobenzene sulfonate, m.p. 208-21 Y (decomposition) and 
degraded (Scheme II). 

* Aided by a grant from the American Cancer Society, recommended by the Com- 
mittee on Growth of the National Research Council, and by support of the Elisabeth 
Severance Prentiss Foundation. 

^ Winnick, T., Moring-Claessou, L, and Greenberg, D. M., J. Biol. Chem.j 175, 127 
(1948). 

2 Binkley, F., J. Biol. Chem., 150, 261 (1943). Chargaff, E., and Sprinson, D. B., 
J. Biol. Chem., 161, 273 (1943). 

^ Greenberg, B. M., and Winnick, T., J. Biol. Chem., 173, 199 (1948). 

Wood, H. G., Lifson, N., and Berber, V., /. Biol. Chem., 169, 475 (1945). 
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CHNIIs 


OOOII 


NalOi^ 


HCITO 

"h 

ifoooir 

+ 

(.JO2 


NaOr_ 


n'CH)on 

CO. 


(K). 


(ID 


The results of the curhori aiRiIyses, shown in the table, are in accord with 
Scheme L Serine and glycoft’cn contained consideralde and Ch‘h In 
serine, all of tlie was located in the carboxyl carbon (Column 2), while 



Total C 

COOHor3,r 

« or 2 , 5 * 

13 or 1,6* 

Compound 

j (1) 

( 

2) 

(3) 

(4) 


cin 

on 

c^t 

’ c^n 

on 

CH 



Serine 


i 

133 ! 

0.7S 

4 

0.00 

20 

0.00 

377 

Glycogen 

0.27 

313 

0,81 

212 

0.00 

321 

0.00 

512 


Tlie orijijiiial formate anti glycine carboxyl carbon contained 1.35 X lO-' counts per 
minute per mg. of C and 0.08 atom per cent excess respectively. 48 per (;ent of 
the formate (.4^ was recov(‘rcd in the respiratory CO 2 . 

Positions of the glucose unit, of the glycogen, 
t Atom per cent excess, 
t Counts per minute per mg. of C. 

most of the was in the 13 position (Column 4). In glycogen the was 
restricted to the 3,4 carbons (Column 2), while the was distributed 
throughout the molecule with the highest concentration in the 1,6 positions. 
The al)sence of CP^ from the ^ position of serine proves that this carbon does 
not arise from formate via CO. fixation. 

This experiment demonstrates the likelihood of a pathway for the con- 
version of glycine and formate to glycogen via serine and pyruvate. 

Department of Biochemistry Warwick 8a Kami 

School of Medicine 
Western Reserve University 
Cleveland 


Eeceived for publication, September 20, 1948 



PANCREATIC CARBOXYPEPTIDASE; A METAL PROTEIN^*^ 

S'm: 

It has been demonstrated that many exopeptidases are metal proteins as^ 
judged by the activation produced by specific metals, by inhibition studies, 
with metal poisons, and by the slow reactivation by metal ions of the par- 
tially purified proteins (time reactions) d The crystalline carboxy- 
peptidase- of bovine pancreas has appeared to be an exception to this, but 
it has not yet been studied from this viewpoint. We noAV wish to report 
that 5 times ciystallized carboxypeptidase is inhibited by typical metal 

Effect of Metal Inhibitors on Carboxypeptidase 
Tile tests were performed at 25° with carbobenzoxyglycyl-L-phenyialanine (0.05 
m) as the substrate in the presence of 0.067 m phosphate buffer at pH 7.4. Neutral- 
ized solutions of the inhibitors were mixed with the enzyme, allowed to stand for 5 
minutes, and then added to the bulTercd substrate solution. Each test solution con- 
tained about 0.7 7 of protein N per cc. K is the first order velocity constant. 


Inhibitor 

! Time 

Hydrolysis i 

K X 103 

Inhibition 


hrs. 

per cent 


per cent 

None 

0.5 

33 

5.8 



1.0 

53 

5.5 { 



1.75 

70 

5.1 


0.008 M sulfide 

26 

1 


100 

0,008 “ cyanide 

1.0 

22 

1.8 

so 


2.0 

25 

1.0 



5.5 

40 

0.7 


0.008 azide 

1.0 

52 

5.2 

0 


1.75 

71 

5.1 



poisons. It is appar(3nt from the table that the enzymatic action is com- 
pletely blocked hy 0.008 m sodium sulfide, and is strongly and progressively 
inhibited (approximately 80 per cent) by 0.008 m sodium cyanide. Sodium 
azide (0.008 m) has little or no effect on the enzymie. 

The inhibition of this enzyme by these typical metal poisons suggests 
that carboxypeptidase is a metal protein like other exopeptidases. How- 
ever, while most of the exopeptidases are exceedingly labile and lose their 
metal on prolonged dialysis or after mild purification procedures, the metal 

This investigation was aided by a grant from the United States Public Health 
Service . 

1 Johnson, M. J., and Berger, J., in Nord, F. F., and Werkman, C. H,, Advances in 
enzymology and related subjects, New York, 2, 69 (1942). Smith, E. L., and Berg- 
mann, M., J. Biol Chem,, 138, 789 (1941); 153, 627 (1944). Smith, E. L., J. BioL 
Chern., 163, 15 (1946) ; 173, 553, 571 (1948) ; 176, 9, 21 (1948). 

- Anson, M. L., J. Gen. Physiol., 20, 663 (1937). 
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in carboxypeptidase niiist be mucli more firmly bound to the proteiin 
E?:a!niiiatioii of the residual dry ash of our enzyme preparation in the arc 
of a sensitive spectrograph^ has shown the presence of significant aiiioiiiits 
of magnesiimi,j and traces of iron an,d copper. Zinc, manganese, iiiid cobalt, 
elements which are concerned in the activity of other peptidases, could not 
be detected. Moreover, no barium or lithium, which is used in the prepa- 
ration and recrystalliisation^ of the enzyme, could be found. The present 
evidence points towards magnesium as being the metal concerned in car- 
boxypeptidase activity. 

Laboratory for the Study of Ilereditary and Emil L. Smith 

Metabolic Disorders, and the Depart- H. Theo Hanson'"' 

merits of Biochemistry and Medicine 
University of Utah School of Medicine 
Salt Lake CUy 

Received for publication, October 2, 1948 


® We are indebted to Professor H. R. Bradford of the College of Mines and Mineral 
Industries for this determination. 

^ Neurath, H., Elkins, E., and Kaufman, S., J, BioL Chem., 170, 221 (1947). 

® Post doctorate Fellow of the United States Public Health Service. 
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ethanol fractionation. This enrichment in A substance is due to the partial 
removal by these two resins of some of the non-blood group-specific com- 
ponents normally present in hog gastric mucin. 

The authors wish to express their indebtedness to Dr. D. H. Brown and 
Dr. G. Holzman for their assistance in this investigation. 
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STUDIES ON THE NATURALLY OCCURRING PENICILLINS 

II. PRECIPITATION OF CRYSTALLINE AMMONIUM PENICILLINS 

By CHARLES J. SALIVAR, THOMAS C. GRENFELL, and 
ELLIS V. BROWN^' 

{From the Laboratories of Chas. Pfizer and Company, Inc., Brooklyn, Ncu: York) 
(Received for publication, December 5, 1946) 

It has been disclosed (1) that there are several antibiotics of the penicillin 
class and that all are salts of acids having the empirical formula 
C9H11O4SN2 — R. Among the naturally occurring penicillins are those in 
which R is respectively benzyl, ?i-heptyl, 2-pentenyl, and p-hydroxybenzyL 
Commercial penicillin may be any one or a mixture of these penicillins, 
depending on the method of production and isolation. The alkali and 
alkaline earth salts of penicillin are extremely soluble in water. The only 
known methods of crystallizing penicillin salts such as sodium, potassium, 
and ammonium are by the use of organic solvents, usually in the presence 
of minute amounts of water. The penicillins, as usually isolated, are 
associated with colored and odoriferous materials ^vhich are sometimes very 
difficult to remove by simple methods. 

We have found that by adding soluble ammonium salts to moderately 
concentrated solutions of various penicillin salts it is possible to crystallize 
a high proportion of the penicillin as ammonium penicillin. It is possible 
to prepare material with little color or odor by the procedure. The penicil- 
lin used should be in a concentration equivalent to at least 200,000 units 
per ml. as tested by the turbidimetric method with Staphylococcus aureus 
strain H (2). It should also have a quality of 1000 units per mg, or better 
when dried. With more crude or dilute starting material, the results are 
dependent on the nature and quality of the penicillin. In our hands, it has 
mattered little whether the original penicillin was of the benzyl, pentenyl, or 
heptyl species, as long as sufficient ammonium salt was added. With any 
given salt concentration, the solubilities of the various penicillin species 
differ considerably. This is illustrated in Table I, which gives the solu- 
bilities of ammonium benzyl- and heptylpenicillins in saturated ammonium 
chloride solution. 

The ammonium salts which seem to be most useful are the sulfate, 
chloride, bromide, and acetate. However, a number of others have been 
used and a comparison of the yields of ammonium penicillin after addition 
of a solution of pure sodium benzylpenicillin having 300,000 units per ml. 
to various strong ammonium salt solutions is given in Table II. 

Present address, Fordliam University, New York 58. 
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The liiimioiiiiim periicilliii precipitate is washed with fresli strong aiii- 
moniiiiii salt solution and is of course contaminated with this ammoiiiiiiii 
salt* Wlicjri a pure ammonium penicillin is desired, we have found am- 
monium sulfate to be the salt of choice for the precipitation because of its 
easy reniovaL By treating the air-dried precipitate with the proper 
amount of dioxane containing 10 per cent water, the ammonium sulfate 
remains imdissolved. After filtration, the solution is then treated with 4 
volumes of dry dioxane to precipitate the pure ammonium penicillin. 
When ammonium acetate is used as the precipitant, the product may be 
dried under a high vacuum to remove the ammonium acetate and give a 
crystalline ammonium penicillin of high potency. As both ammonium 
chloride and bromide present some difficulty in their separation from am- 
monium penicillin, their use is limited to instances in which other salts are 


Table I 

Solubilities of Aymnoyiium Benzylpenicillin and Eeptylpenicillin in Saturated 

A^nmonium Chloride 


Penicillin 

Amount 
at start 

In mother 
liquor 

Insoluble 

Heptyl- 

Benzyl- 

Solubility in 
saturated 

Ninci 

Heptyl- 

1 wig. 

120 

8 

mg. 

112 

per cent 

100 

per cent 

0 

mg. per ml, 

0.8 

a 

60I 


Benzyl- 

601 

1 

50 

70 

95 

5 

5 

Heptyl- 


1 

80 

40 

Not dot 

erinined 


Benzyl- 

1201 


8 

Heptyl- 

< 

i2(y 

1 

50 

110 


15 


Benzyl- 

60; 

f 

85 

5 

a 

140 


118 

23 

0 

300 

11.8 






desired. In these cases, the crude ammonium salt is dissolved in water, 
acidified at 0-4°, and shaken with ether. The ether solution is then treated 
with an alkali or alkaline earth bicarbonate solution. On evaporating this 
aqueous solution in a high vacuum, a high quality penicillin salt is obtained 
which in many cases may be crystallized. 

The method is being extended to the use of salts other than ammonium 
and shows considerable promise. 

EXPERIMENTAL 

In determining the solubilities of aimnoniiim benzyl- and heptylpeniciliins 
in saturated NH4CI (Table I) the amount of penicillin used was warmed to 
40-45° mth 10 ml. of saturated ammonium chloride (pH 6.8) and then 
allowed to stand at room temperature for 1 hour. After filtration, the 
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insoluble material was dissolved in water and the amount of penicillin was 
determined by optical rotation. The same method was used on the soluble 
portion. For this determination [a]f = +300° zb 5°(c = 1 in water) was 
used as the value for pure sodium benzylpenicillin and = +285° =b 5° 
for the pure sodium heptylpenicillin. The proportion of insoluble am- 
monium benzylpenicillin was determined by means of the Beck nan spectro- 
photometer (3). 

For the determination of the relative precipitating action of the various 
ammonium salts (Table II) 1 gm. of pure sodium benzylpenicillin crystals 
was dissolved in 1 ml. of water, treated with 5 ml. of the concentrated salt 
solution with stirring, and the precipitate washed with 5 ml. of the same 
concentrated solution. The concentration of penicillin in the precipitate 


Table II 

Precipitation of A7timoninm Benzylpenicillin by Salts 


Ammonium salt 

Amount 
in ppt. 

In mother liquor 

i 

Concentration 
of ammonium 
salt per 100 ml. 
solution 

Acetate. 

mg. 

965 

mg. 

35 

gm. 

60 

Bromide 

709 

291 

55 

Chloride 

887 ^ 

113 

30 

Formate * 

980 

20 

70.4 

Iodide 

0 

1000* 

83.3 

Nitrate 1 

805 

195 

68.6 

Phosphate 

980 

20 

46 

Sulfate 

998 

2 

53 




All solutionis adjusted to pH 6.5 to 7.5 with Nlh or the corresponding acid. 

* Decomposition was very rapid and a slight precipitate dissolved in a short 
time. 


and in the mother liquor was determined by rotation and bioassay as pre- 
viously discussed. 

When 262 ml. of saturated (NH 4 ) 2 S 04 solution, adjusted to pH 6.5 with 
NH4OH, were treated, with stirring, with 60 gm. of commercial sodium 
penicillin assaying 1100 units per mg., the penicillin ammonium salts soon 
began to crystallize and within a few minutes crystallization was complete. 
The magma was filtered and washed with 50 per cent (NH 4 ) 2 S 04 solution 
until the wash liquor became colorless. After drying in a vacuum oven, 
44.1 gm. of product containing 78 per cent ammonium penicillins were 
obtained. This is 86 per cent of the penicillins contained in the starting 
material. 

In another experiment 400 ml. of crude sodium penicillin liquor assaying 
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SOOyOOO units per nil. were treated i\'ith 300 gm. ef puwdi'i'C'd, 

Avitli stirring. The precipitate was filtered and \va,sluMj as iotiiea.lcd i;)revi“ 
011SI3L The dry cake was stirred with 400 ml. of dioxmie eontaiiiiing 10 |)cr 
cent of water. After filtration, the solution was (.rented witfi 1200 nil of 
dry dioxane. The ammonium penicillin was precipiiateil a,!id a.fier iilftiriiig, 
Avashing, and drying 48.7 gm. of mixed ammonium penicillin wvre <4'>taiiKHL 
This was 67 per cent of the penicillin in the starting maiierial. Tlie piaidiict 
Avas shown to be essentially all ammonium penicillin by its rotation — 
+294'' (c = 1 per cent in Avater)) and its biological assay of 1650 units i')er mg. 

When a crude sodium penicillin solution containing csseiitialiy all of the 
penicillin as the benzyl species was treated in the vsame mamuns iluax^ werc^ 
obtained 12 gm, of ammonium salt from 100 ml. of liquor assa,yiiig 300,000 
units per ml. This product aa^s pure ammonium henzylpeiiicilliii as shown 
by analysis, rotation, and bioassay. The optical rotation Avas [ed it - + 208''' 
(c = 1 per cent in AA^ater) and the bioassay 1650 units pei* mg. 

CigHoiCXjSNu. Calculated. C 54.70, H 5. OS, N 11.07, S 0.1:2 
Found. “ 54.62, “ 6.15, 11,00, “ 0 . 01 . 

Ammonium acetate (172.5 gm.) was adjusted to pll 6.5 with Ni f 1, 4 )! I and 
made up to 330 ml. Avith AA^ater. This solution Avas treated with. lOt) gnu of 
dry commercial penicillin assaying 1000 units per mg. Stirring was (con- 
tinued for about 15 minutes to crystallize the penicillin. The aniinoihum 
penicillin Avas then filtered and Abashed Avith 50 per cent arnnioniuin a,(‘.et.ate 
solution. On drying in a high vacuum, the excess ammonium a,(ada.te 
volatilized and 30.8 gm. of ammonium penicillin, having [wlf +29f7' 
(c = 1 per cent in AAuater) and a bioassay of 1620 units per ing., awh'o ol)- 
tained. This is 50 per cent of the penicillin in the starting nud,oriak 

To 770 ml. of a crude sodium henz^dpenicilliu (a)uconii‘a.t(^ coniaining 
300,000 units per ml. Avere added 230 gm. of NIl.iCl whli stirring. 
mixture Avas filtered and Avashed with >saturated ammonium cliht'id(\ 
vacimm-dried cake contained 75 per cent of ilie originaJ peirKfiHin as 
crystalline ammoniimi salt contaminated with ammonium chlori(.l(\ Tfu^ 
crude ammonium salt Avas dissolved in 2 liters of waiter, adjnst(Ml. to pll 2 
AAith H3PO4, and extracted three times with 2 liter porti(.ms of (4!i(aa Ttie 
ether extract Avas then stirred Avith 2 per cent NaHC(,)a solution. .Addit-ioris 
of fresh NaHCOs solution were made until pH 7 was mmilicd. This 
solution, on evaporation in a high vacuum, yielded amorpl:io!.is sodium 
benzylpenicillin, Avhicli Avas dissolved in 400 ml. of 10 per (;ent [iqueoiis 
dioxane and precipitated by the addition of 1200 ml. of dry dioxane. The 
resulting crystalline salt had [a]f =+299'' and a bioassay of KICK.) units 
per mg. 

Ci6Hi704N2SNa, Calculated. C 53.93, H 4.81, N 7.86, S 9.00, Na 6.46 
Found. “ 53.97, “ 5,01, “ 7.86, “ 9.03, “ 6, 13 
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SUMMARY 

A new method for the purification of penicillin, 'which gives an essentially 
colorless, odorless ammonium penicillin, has been devised. Other pure 
salts may be made from the ammonium salts by known methods. The 
method a,ppears to be independent of the species of penicillin present. 
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BIOCHEMICAL STUDIES ON THE WHOLE AND 
FRACTIONATED THYMUS OF RATS INJECTED 
WITH ^-CHLOROETHYL VESICANTS* 

By ALFRED CHANUTIN and STEPHAN LUDEWIG 
(From the Biochemical Laboratory, University of Virginia^ Charlottesville) 
(Received for publication, June 9, 1948) 

The sulfur and nitrogen mustards have a selective destructive action on 
lymphoid tissue (1-3). Assessment of the cellular damage caused by these 
compounds is based chiefly on histologic evidence. The thymus shrinks 
in volume owing to the destruction of lymphocytes, inhibition of mitosis, 
and the migration of lymphocytes into the blood stream (3). The present 
investigation is concerned with (a) the changes produced in the cholesterol, 
phospholipide, and nucleic acid of the whole thymus and Qf) changes in the 
total lipide, cholesterol, and phospholipide of the stroma, lymphocyte 
nuclei, and saline-soluble proteins of the thymus after injection of /3- 
chloroethyl vesicants. 


Methods 

Inbred male rats of Wistar stock, about 70 days old, were used as ex- 
perimental animals. The agents and doses (LDioo) used were as follows: 
(a) bis (jS-chloroethyl) sulfide (H), 0.4 mg. per kilo; (6) ethylbis(iS-chloro- 
ethyl)amine hydrochloride (HNl), 0.4 mg. per kilo; (c) methylbis(/?-chloro- 
ethyl)amine hydrochloride (HN2), 1.2 mg. per kilo; (d) tris(id-chloroethyl)- 
amine hydrochloride (HN3), 0.6 mg. per kilo. The nitrogen mustards were 
dissolved in saline and H was dissolved in thiodiglycol immediately before 
injection. The agents, dissolved in 0.2 to 0.3 ml. of solvent, were injected 
into the exposed jugular vein of the animal anesthetized with sodium pento- 
barbital. Control animals were injected with saline. All rats were fasted 
after injection. At varying intervals after injection the rats were exsan- 
guinated under anesthesia and the thymus was removed immediately, 
weighed, and prepared for analysis. 

Methods for analyzing the cholesterol, phospholipide, and nucleic acid 
in the intact thymus are outlined. The total cholesterol was determined 
after the thymus had been dried to constant weight in vacuo over P2O5. 
The dried tissue was cut into small pieces with sharp scissors, transferred 

* The work described in this paper was done under contract between the Medical 
Division, Chemical Corps, United States Army, and the University of Virginia. 
Under the terms of this contract the Chemical Corps neither restricts nor is respon- 
sible for the opinions or conclusions of the authors. 
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to an extraction thimble, and extracted iiuder a reflux for 3 hours wiili 2(1 
ml. of an absolute alcohol-acetone mixtun^ (1: 1). Tlie c^xtraef was filier(Hl 
and brought to 25 ml. with alcohol-acetone mixtmxx Ali(|Uofs a,ii;u 
lyzed for total cholesterol l)y the SchoenheimeisSperry pi’oecMlurc* a.s iriodh 
fied by Sperry and Brand (4). Pliospholipide phosphorus wa.s did-cuaniiietl 
in the individual fresh thymus of another group of nils. Bliis tissue^ was 
homogenized with 20 ml. of an absolute alcohol-acetone (1: 1) mixture^ and 
extracted under a reflux for 4 hours. Experiments were done to show^ tliat 
phospholipides were completely extracted by this procedure. Tlie extra, ct 
was brought to 25 ml. and aliquots were evaporated close to dryness on a 
hot-plate and the residue was immediately extracted witli petr(.)i«aim eihev 
and the phosphorus was anal^^zed by the method of King (5) its modified 
by Allen (6). In a separate group of animals nucleic acid was det(u*inined 
spectropliotometrically bj^ a modification of the method of Sclincider (7), 
The whole thymus of each experimental rat was homogenized with I;1 h‘ aid 
of 2 ml. of ice-cold distilled water and diluted to 10 ml. 2 ml. of fii(^ well 
mixed homogenate were transferred to a centrifuge tube, 4 ml. of 7.5 per 
cent trichloroacetic acid were added, and the mi.xturc was lioafcMl ai< 90° for 
15 minutes. After cooling, the tube was centrifuged and 1 he sup(‘riiatajd. 
was diluted 10 to 100 times with water, depending on tlu' original thymus 
weight. Since the maximum absorption of nucleic acid dissolved in, dilutee 
trichloroacetic acid was at 2G0 mg, all readings were marie at tliis waxau 
lengtli in a Beckman spectrophotometer. The niudeate conieut of a tliy- 
mus extract was determined with the aid of a standard (*iirv(‘ prepared 
with known amounts of calf thymus nucleate treated in tlu.^ same maiuua' 
as the unknowns. 

Fractionation procedures were developed in ibis laboralosy (8) to ol)- 
tain stroma, lymphocyte nuclei, and saline-solul)le proteins of i thymus. 
In order to obtain sufficient thymus (7 to 10 gm.) to yi(4d adcHpiaJu amounis 
of these three fractions in txich group, it wa,s ne(a\ssa,ry to sa,<‘rific,<i thirty 
to forty control rats, and 90 to iOO HN3-injectcd animals. The fractions 
were dried to constant weight in vacuo over IbOr,. Tlu‘ driinl nuiterials, 
which were ground to a powder, were first extra(4.ed with a.l)solut(^ (dbanot 
overnight under a reflux, followed by a 0 hour cxtriKfaon witli absolut;c^ 
ethanol-ether (1:1). These extracts were combined and lirouglit to 100 
ml. with the ethanol-ether mixture. Total cholesterol (4), total lipide car- 
bon (9), and phospholipide phosphorus (5, G) were determined on aliciuots 
of this extract. 

The following conversion factors were used: lipide P X 23.7 = phos- 
phoiipide, phospholipide X 0.647 = phospholipide carbon, and cholesterol 
X 0.839 = cholesterol carbon. The combined cholesterol and phospho- 
lipide carbon values were subtracted from total lipide car!)on to give the 
concentration of ''neutral faP’ carbon. 
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Results 

Intact Whole Thymus 

Cholesterol {Table I ) — The data for the mean values of dry Aveights of 
the individual thymuses and the percentage concentrations and contents of 
cholesterol after intravenous injection of saline and /3-chloroethyl vesicants 
are summarized. 


Table I 


Dry Weights and Cholesterol Concentrations and Contents of Thymus of Fasting Rats 
after Intravenous Injection of Saline and Mustards 


Days 

after 

injec- 

Saline 

HNl 

HN2 

HNS 

H 

tion 







Mg. dry weight thymus per 100 gm. rat 


1 

57 d= 3.7 

(10) 

39 

it 

1.8* 

(10); 

43 it 

1.4* 

(10) 

45 it 2.2* 

(10) 

40 it 

1.6* (10) 

2 

46 ± 2.5 

(10) 

31 

=h 

1.9* 

(21) 

43 it 

1.7* 

(9) 

29 ± 2.1* 

(10) 

32 db 

2.8* (10) 

3 

44 ± 2.4 

(12) 

31 


1.4* 

(12)1 

21 it 

1.7* 

(12): 

24 i 1.3* 

(10) 

23 it 

2.1* (8) 

4 

40 ± 1.9 

(IS) 

34 dc 

2.6 

(9) 

23 it 

1.2* 

(10) 

19 it 1-9* 

(10) 

23 it 

1.7* (7) 

5 

36 ± 2.2 

(10) 

25 

it 

2.2* 

(11) 




17 ± 2.0* 

(11): 

27 it 

4.1 (S) 


Mg. cholesterol per 100 gm. dry thymus 


1 1001 =h 37.7 

2 1187 =b 60.8 

3 1184 it 38.3 

4 1546 it 55.6 

5 1622 it 59.7 

1145 ib 45.6 
1181 it 66.7 
1988 ib 148.4* 
1484 it 94.0 
1891 ib 250.4 

1140 it 44.6 
1941 it 104.1* 
2535 it 150.8* 
2641 it 203.0* 

1259 =b 50.0* 
1627 it 144.3* 
2039 di 125.0* 
2816 it 246.0* 
4151 it 151.7* 

1297 it 29,9* 
1660 it 120,5* 
2292 it 118.5* 
2411 it 375.0 
2191 it 310.2 

Mg. cholesterol per 100 gm. rat 

1 0.56 it 0.04 

2 0.54 =h 0.01 

3 0.52 ib 0.03 

4 0,60 =b 0.02 

5 0.58 ib 0.02 

0.45 ib 0.03 
0.54 it 0.02 
0.61 it 0.03 
0.49 it 0.02* 
0.47 =b 0.03* 

0.49 di 0.02 
0.61 it 0.03 
0.53 ib 0.04 

0.60 ib 0,02 

0.56 =b 0.03 
0.44 It 0.20 
0.4S it 0.03 
0.50 it 0.02 
0.65 it 0.05 

0.52 ± 0.02 
0.50 ± 0.03 
0.52 ± 0.03 
0.47 ± 0.04* 
0.53 ± 0.05 


The figures in parentheses represent the number of animals in each group. 
Represents significant difference from saline control. 


Fasting causes an appreciable decrease in the thymus weight. The ni- 
trogen and sulfur mustards are responsible for significant decreases in weight 
when compared with the saline controls. The greatest decreases are seen 
in the HN3 group. 

The percentage concentrations of the cholesterol in dried thymus increase 
markedly in botli the control saline and mustard groups. The remarkably 
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constant values for the cholesterol content per 100 gni, of rat indicate a 
close relationship between the loss in thymus weight and the incf.reasetl iier^ 
centage concentration of cholesterol. 

PhosphoUpide {Table II) — The data for the phospholipide coiiceiit.niirion 
and content of the thymus (fresh) after injection of saline and II, N 3 are 
shown. The number of animals in each group is small and the standard 
errors, which are omitted, are relatively large. Although the percentage 
concentrations of phospholipide are consistently greater in the HNS 
groups, there is no significant statistical difference from the saline controls. 
The decrease in the phospholipide content is statistically significant and is 
associated with the resulting marked involution after HNS. 

Nucleic Acid {Table III) — ^Fasting of the control animals does not affect 
the percentage concentration of nucleic acid but does cause an appreciable 
decrease in the content of nucleic acid. The most marked decreases in 


Table II 

Percentage Concentrations and Contents of Phospholipide of Thymus of Fasting 
Rats after Intravenous Injection of Saline and IIM3 


Days after 
injection 

Mg. per 100 mg. rat thymus 

Mg. per 100 gm. rat 

Saline 

HN3 

Saline 

HN3 

2 

1.39 (5) 

1.62 (5) 

2.8 

1.6 

3 

1,35 (5) 

1.65 (5 j 

2.5 

1.1 

4 

1.49 (8) 

1.84 (7) 

1.8 

0.0 

5 

1.26 (5) 

1.34 (7) 

1.6 

1.0 


The figures in parentheses represent the nuinher of animals in each group. 


both concentration and content of nucleic acid are obvserved after IIN2 and 
HNS. i\lthough HNl is the most toxic of these agents, it causes 
smallest change. 


Thymus Fractioiis 

Percentage Distributmi {Fig. 1) — The percentage distribution of stroma, 
lymphocyte nuclei, and the saline-soluble proteins or cytoplasmic constit- 
uents of dry thymus at various periods after fasting and after the injection 
of saline or HNS is shown. From these data it is clear that the increase in 
the stroma fraction is roughly proportional to the decrease in lymphocytes; 
the cytoplasmic components are not appreciably changed by the experi- 
mental procedures. A 4 day period of fasting in the saline group is re- 
sponsible for a decrease in lymphocytes from 65 to 20 per cent; the value 
on the 4th day for the HNS group is 3 per cent. 
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Tablk III 


Nucleic Acid Concentrations and Contents of Thymus of Fasting Rats after 
Intravenous Injection of Saline and Mustards 


Days 

after 

injection 

Saline 

HNl 

HN2 

HN3 


Mg 

nucleic acid per 100 mg. thymus 


1 

2.14 ±0.06 (9) 

2.18 ±0.06 (15) 

1.46 ± 0.11* (10) 

2.04 ± 0.04 (10) 

2 

2.20 ± 0.03 (10) 

1.87 ± 0.08* (16) 

1.31 ± 0.08* (11) 

1.59 ± 0.08* (10) 

3 

2.13 ± 0.12 (10) 

1.77 ± 0.07* (13) 

1.05 ±0.07* (9) 

1.48 ± 0.04* (10) 

4 

1.97 ± 0.21 (10) 

1.96 ±0.07 (10) 

1.28 ± 0.04* (10) 

1.09 ± 0.05* (10) 

5 

1.85 ± 0.17 (10) 

1.66 ±0.10 (10) 

1.16 ± 0.12* (10) 

1.19 ± 0.08* (14) 


Mg. nucleic acid per 100 gm. rat 


1 

4, 

.10 

± 

0. 

.18 

3, 

00 

± 

0 

.20 

2, 

.10 

± 

0 

.15* 

2. 

.69 

± 

0, 

.14* 

2 

4, 

.07 

± 

0. 

.14 

2. 

.27 

± 

0, 

.16* 

1. 

.47 

± 

0 

.09* 

1. 

.44 

± 

0, 

.15* 

3 

3 

.60 

± 

0. 

.25 

1. 

.88 

± 

0. 

.13* 

0. 

.84 

± 

0 

.08* 

0. 

.94 

± 

0, 

.07* 

4 

2. 

.33 

± 

0. 

,21 

2. 

,16 

± 

0. 

.27 

0, 

.99 

± 

0. 

,06* 

0. 

.56 

± 

0, 

.04* 

5 1 

2, 

.05 

± 

0. 

,17 

1. 

.49 

± 

0, 

.34* 

0, 

.93 

± 

0 

. 11 * 

0. 

.76 

± 

0, 

.08* 


The figures in parentheses represent the number of animals in each group. 
* Represents significant difference from saline control. 


SALINE-SOLUBLE 

STROMA LYMPHOCYTES PROTEINS 



DAYS AFTER INJECTION OF SALINE OR HN 3 

Fig. 1. Percentage distribution of stroma, lymphocytes, and saline -soluble pro- 
teins in the thymus of fasting rats injected with saline or HNS. 


Idpide Analyses 

Stroma {Fig, 2 ) — The concentration of total lipide carbon varies con- 
siderably in both groups owing to the neutral fat component. These vari- 
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DAYS AFTER INJECTION OF SALINE OR HM3 


Fig. 2. Percentage concentration of total lipide, cholesterol, phoHfjholiphh', .'nid 
neutral fat carbon in stroma of the thymus of fasting rats. Breaks iJi the grai Ji 
represent two analyses on different samples. 



ations do not appear to be attributable to the effect of HN3. Both the 
cholesterol and phospholipide concentrations of the HN3 groups increase 
appreciably above most of the saline controls. 

Lymphocyte Nuclei {Fig. 3 ) — Fasting in the saline- injected groups caused 
minor variations in the concentrations of the lipide components. After in- 
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DAYS AFTER INJECTION OF SALINE OR HN3 

Fig. 4. Percentage concentration of total lipide, cholesterol, phospholipide, and 
neutral fat carbon in saline-soluble proteins of the thymus of fasting rats. 


Table IV 

Distribuilon of Cholesterol in Fractions of 100 Gm. of Dried Thymus of Fas ling 
Rats after Saline and HNS Injection 


Days after 
injection 


Saline 




mg. 

per cent 

mg. 

per cent 

0 

Stroma 

193 

IS 




Lymphocyte nuclei 

535 

50 




Saline-soluble constituents 

342 

32 





1070 




:i 

Stroma 

410 

41 

396 

23 


Lymphocyte nuclei 

300 

39 

516 

30 


Sal i n 0 -s ol u bl e cons ti tuen ts 

200 

20 

809 

47 



1000 


1721 


2 

Stroma 

74.,j, 

GO 

1650 

62 


Lymphocyte nuclei 

310 

25 

205 

10 


Saline-soluble (ninstituents 

ISO 

15 

742 

2S 



r2i() 


2657 


3 

Stroma 

S57 

55 

1600 

56 


Lymphocyte nuclei 

290 

10 

114 

4 


Saline-soluble constituents 

405 

26 

1140 

40 



1558 


2854 


4 

Stroma 

1090 

59 

2140 

73 


Lymphocyte nuclei 

185 

10 

1 88 

3 


Saline-soluble constituents 

574 

31 

701 

24 



1849 


j 2929 
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jecting HN3, the total lipide concentration increases markedly on the 2nd 
day and reaches a maximum on the 3rd day. These increases are chiefly 
due to the increases in neutral fat. The values for cholesterol and phos- 
pholipide are consistently greater than those for the saline groups. 

Saline-Soluble Components {Fig. 4) — This fraction contains the saline- 
soluble proteins and suspended particulate material of the cytoplasm. 
Fasting for 4 days is responsible for an impressive increase in lipide carbon 
from 7.7 to 18.6 per cent, owing chiefly to increases in neutral fat carbon; 
in the HNS groups appreciable increases are noted on the Ist and 2nd 
days. The cholesterol concentrations in the nitrogen mustard groups are 
consistently increased about 100 per cent above the values of the saline 
controls. The phospholipide concentrations are not appreciably affected. 

Cholesterol Distribution {Table IV ) — The concentration and distribution 
of cholesterol in the three thymus fractions of rats injected with saline and 
HN3 are shown. This analysis yields information showing the fractions 
responsible for the constancy of the cholesterol values seen in these in- 
voluted glands (Table I). In both the saline and HN3 groups the cho- 
lesterol concentration of the stroma fraction increases from 18 to a maxi- 
mum of 73 per cent of the total thymus. Concurrently the cholesterol 
content of the lymphocyte nuclei decreases from 50 to as low as 3 per cent 
of the total. The changes in the cholesterol content of the cytoplasmic 
fraction, particularly in the HNS groups, are not markedly changed. 
The sums of the cholesterol content of the three fractions per 100 gm. of 
thymus increase in both the saline and HN3 groups and approximate 
closely the results shoAvn for the whole thymus in Table I. 

DISCUSSION 

Despite the pronounced involution of the thymus, due chiefly to the loss 
of lymphocytes, the percentage concentration of cholesterol increases and 
the cholesterol content of the gland remains constant. The cholesterol of 
the lymphocyte nuclei of the control thymus accounts for 50 per cent of 
the total cholesterol; after HNS injection, the lymphocytes account for 3 
per cent of the total cholesterol of the involuted thymus. It is obvious 
that the stroma and the cytoplasm must contain the additional cholesterol 
to compensate for the deficit incurred by lymphocyte loss. It is therefore 
postulated that the thymus is capable of manufacturing a cholesterol-rich 
lipoprotein. It has been shown that the electrophoretic patterns and the 
lipide content of the plasma fraction II -fill of the rat are changed after 
the injection of HN3.^ It seems possible that some of the increased con- 

^ Chanutin, A., and Gjessing, E, C., unpublished results. 
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tent of lipoprotein of the plasma of injured animals originates in lymphoid 
tissue. 

According to Kindred^ the nuclei of the rat thymus lymphocytes show 
no morphologic changes during fasting. On the 1st day after injecting 
HNS, the largest number of degenerated lymphocytes is observed and a 
large proportion of the nuclei of surviving lymphocytes is partially lobu- 
lated. On subsequent days the number of degenerated cells decreases pro- 
gressively, practically all of the l 3 anphocyte nuclei are irregular in shape, 
but the distribution and appearance of the chromatin are normal. No cor- 
relation is apparent between the cytologic observations and the changes 
in the total lipide concentration of the nuclei. The very marked and sud- 
den increases in the neutral fat concentration of the nuclei on the 2nd, 3rd, 
and 4th days after HNS indicate extensive chemical alterations. This 
may represent the type of lipide infiltration commonly seen in cells after 
many types of chemical injury. A study of the literature has failed to dis- 
close information dealing with the quantitative aspects of lipides of nuclei 
before and after injury. 


SUMMARY 

The effect of the intravenous injection of saline and tris(/S-chloroethyl)- 
amine (HNS) upon the total cholesterol, phospholipide, and nucleic acid 
concentration of the thymus of the fasting rat is presented. The percent- 
age concentration of cholesterol increases but the cholesterol content of the 
involuted thymus remains constant. The phospholipide and nucleic acid 
contents decrease. 

Data are presented for the changes in the total lipide, cholesterol, and 
phospholipide carbon concentrations of the stroma, lymphocyte nuclei, and 
cytoplasmic constituents of the thymus after injection with saline and HNS. 
The pronounced effect of nitrogen mustard on decreasing the number of 
lymphocytes is demonstrated. HNS causes a marked increase in the neu- 
tral fat of the lymphocytes, which is suggestive of lipide infiltration. The 
cholesterol concentration of each of the three fractions is elevated after 
HNS. The phospholipide concentration is slightly elevated in the stroma 
and lymphocyte nuclei. 

Lymphoid tissue appears capable of synthesizing a cholesterol-rich lipo- 
protein. 

The authors are indebted to Mr. Curtis S. Floyd, Miss Florence L. Jones, 
and Miss Elizabeth A. Lentz for technical assistance. 


2 Kindred, J. E., personal communication. 
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GLYCOLYSIS IN TUMOR HOMOGENATES^ 


By G. a. LePAGE 

{Ffom the McArdle Memorial Laboratory^ Medical School^ University of Wisconsin^. 

Madison) 

(Received for publication, July 2, 1948) 

Recent reports (1, 2) have strengthened the concept that tumor met’abo»- 
lism involves a very active glycolysis of the phosphorylating type. Suit- 
able media for the study of glycolysis in homogenates of brain have been 
devised by Racker and Krimsky (3, 4) and Utter et aL (5, 6). These media 
were used, with slight modifications, by Novikoff et al. (2) for measurement 
of glycolysis in tumor homogenates. If the assumption that tumor uses 
high energy phosphate bonds as a source of energy for synthetic reactiohs 
is correct, then one important prerequisite for the study of synthetic re- 
actions in tumor homogenates is the development of a medium which is 
optimal for sustaining phosphate bond energy in these homogenates. The 
object of this paper is to present data concerning the development of such 
optimal media for glycolysis in homogenates of Flexner-Jobling carcinoma. 
The medium for optimal glycolysis was developed not only on th^ basis' of 
the Qco 2 j but also in terms of lactate production, as determined chemically,, 
and in terms of the esterification of inorganic phosphate. 

EXPEKIMENTAL 

Flexner-Jobling carcinoma transplants in Sprague-Dawley albino rats 
were used throughout.^ These were taken for experiment at 8 to 12 days 
after subcutaneous transplantation, at which time they weighed 500 to 1000 
mg. This material had the advantage that it was very reproducible and 
as free as possible from necrotic tissue or other tissue elements. 

The tumors were rapidly excised from decapitated rats and placed in 
small beakers of isotonic IvCl immersed in chopped ice. After all outer 
connective tissue had been trimmed off, the tumors were weighed and added 
to cold Potter-Elvehjem (7) homogenizer tubes and alkaline^ isotonic KCl 

* This work was supported by a grant from the American Cancer Society on the 
recommendation of the Committee on Growth of the National Research Council. 

1 The author wishes to acknowledge the assistance of Mr. B. E. Kline, who pro- 
vided the tumor transplants. 

2 After preliminary experiments which indicated very little difference between the 
results obtained with homogenates made in isotonic KCl and those made in water, 
with a slight superiority of the former, alkaline KCl was routinely used. This 
alkaline KCl waas isotonic KCl to which had been added 8,0 ml . of 0.02 m KHGO3 per 
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was added to make th.e final tissue suspension 10 per cent. Tlie Waiixirg 
respirometer vessels, in which the reactions were carried out, were |3re|)a.rc(i 
before the animals were killed, with all reactants added except the ho- 
mogenate, and the vessels immersed in chopped iccu The liomogcuiatr^s 
were kept cold and used immediately after they were made. Tlie medium 
in each reaction vessel had a final volume of 3.0 ml. when the homogcuiatic^ 
was added. In the side arm was placed 0.25 ml. of 65 per cent trichloro- 
acetic acid. At the end of the desired incubation time this trichloroacetic 
acid was mixed in with the contents of the main reaction vessel to give a 
final concentration of 5 per cent, which was sufficient to precipitate the 
proteins. 

The measurements of tumor glycolysis were routinely carried out under 
anaerobic conditions, in an atmosphere of 95 per cent N 2-5 per cent COo. 
Novikoff et aL (2) demonstrated that 95 per cent O 2 was inhibitory to 
glycolysis of tumor homogenates. However, mixtures of air containing 5 
per cent CO 2 (19 per cent O 2 ) gave results identical with those obtained 
anaerobically. In accomplishing the change of atmosphere in the reaction 
vessels, the method of Burris (9) was used. This involves setting up a 
manifold to which both arms of each Warburg manometer are attached. 
The manifold is connected at one end with a water aspirator, at tlie otlier 
with the source of the gas mixture. The reaction vessels are rapidly taken 
from the ice bath and attached to their respective manometers. The 
system is evacuated to 60 to 70 mm. of Hg with the water aspirator and the 
system refilled with the gas mixture. This is repeated two to three times. 
Then the manometers are detached from the manifold and the reaction 
vessels immersed in the water bath at 38° for incubation. This technique 
has the advantage that it conserves gas mixtures and can be carried out 
very rapidly. The lapse of time from removing the first of some twelve 
flasks from the ice until the last is in the 38° batli is approximately 5 
minutes, and as a result the flask contents tmi still cold until they iire 
immersed in the 38° bath. A 5 minute equilibration is sufficient before 
respiration measurements are begun. The gases used were commercial 
tank carbon dioxide and a specially purified nitrogen (99.99 per cent No). 

In evaluating components of the medium or other factors the rouiine 
measurements made were (a) measurement of carbon dioxide evolution 
from the bicarbonate buffer, which gives a general evaluation of rate of re- 
action, but is not specific because acid equivalents are changed by several 
reactions (glycolysis, dephosphorylations, hexokinase reaction, etc.); (h) 
measurement of net inorganic phosphorus esterification, which is a measure 
of glucose phosphorylation, since none is esterified when glucose is not added 
to the medium; (c) lactic acid production, which is a more direct measure 

liter (8) . The alkaline KCi results in a homogenate which at the time of use is at 
pH 7.0. 
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of the amoimt of glycolysis than is carbon dioxide evolution. In some cases 
pyruvic acid and phosphoglyceric acid analyses were made to check upon 
the validity of the lactic acid measurements. The analytical methods were 
those described by LePage and Umbreit (9). Pyruvic acid was determined 
by the method of Friedemann and Haugen (10). 

In approaching the problem of obtaining an optimal medium for sustain- 
ing phosphate bond energy, which could also be easily evaluated, certain 
compromises were necessary, since not one but a number of enzymes take 
part in the over-all reaction. It was thought desirable to use fluoride and 
block the reactions at the stage of phosphoglyceric acid. This limits the 
adenosinetriphosphatase activity as well. It has the advantage to the 
evaluation of the phosphorylations that phosphorus esterified is accumu- 
lated as a stable intermediate, 3-phosphogiyceric acid. It is possible to 
use a high fluoride level and get the theoretical esterification (1 mole of P 
esterified per phosphoglyceric acid produced). However, this also affects 
the gl^^colytic rate. Glycolysis is most rapid without any fluoride present, 


Table I 

Variation in Tonicity of Medium 


Tonicity (isotonic saline as 1.00) 

Lactic acid production per flask 

Net P esterified per flask 


micromoles 

micromoles 

0.65’*' 

10.4 

4.2 

1.00 

9.95 

2.8 

1.24 

9.15 

1.5 


This is the tonicity of the final medium decided upon as optimal. 


but in this case the end-rcaction results in return of the phosphorus to the 
medium in inorganic form. Since the reaction was blocked with fluoride, 
it was necessary to add pyruvic acid as hydrogen acceptor. Upon estab- 
lishing the validity of this, lactic acid measurements were used instead of 
phosphoglyceric acid analyses. Pyruvic acid was so low in the medium 
that interference with determination of lactate was insignificant. 

The medium of Novikoff et al. (2) was used at the start, and the com- 
ponents varied one at a time to determine optima. When all optima had 
been determined in this way, the necessary changes were made and the 
experiments repeated with the new conditions. All results represent aver- 
ages of duplicate flasks in each of at least two closely agreeing experiments 
at the final conditions. 

Tonicity of Medium — If isotonic saline is assigned a tonicity of 1.0, the 
medium used by Utter et al. (5) had a tonicity of approximately 0.73. 
That of Novikoff ei al. (2) had a tonicity of approximately 1.17. Data are 
provided in Table I regarding the effects upon lactic acid production and 
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ilctr phosphorus uptake, in a 40 minute incuhaiion, of vtir.yiiij:!; i,oiiic‘ity in 
our optimal medium l)y additions of KCh 

Initial jiil of A'{(diimi — In the medium, opi.imal in oilier respcn^ls, pll 
was varied by varying the bicarbonate concentral.ioiL triie ivsulis 
illiist, rated in Fig. 1. The values used are tlu^ initial pII bt4V)r(j glycolysis 
has begun. The pH was checked after the gassing techniciuc^ l)y ra.pitlly 
removing the flasks and inserting a glass electrode in the cont/ents. The 
pH values found agreed well with those predicted from calculations of the 
Henderson-Hasselbalch equation (9). The data in Fig. 1 are for a 40 
minute incubation, during which separate experiments showed that the pll 
drop was 0.1 to 0.2 unit. The higher pH probably favors higher adeiio- 
sinetriphosphatase activity. At lower than optimal magnesium conccn- 



Fig. 1. Effect of initial pH of medium on lactic acid productioa and net i>hos- 
pliorus esterification per flask in a 40 minute incubation with 30 . of tissue. 

trations, the range of optimal pH is much narrower, pliosphoiais ufil-alce 
dropping sooner as pH progresses above 7 A. 

Potassium versus Sodium - — Boyer et al. (1 1) have discusscal tlu^ uecatssil.y 
of potassium for phosphate transfers and dcmonsti'ated a potassium re- 
quirement for certain of these reactions. The substrates for our rmHiiiim, 
the saline, bicarbonate, etc., were all potassium salts. Data provided in 
Table II demonstrate that potassium is necessary for optimal glycolysis, 
that it cannot be replaced completely by sodium without loss in efficiency, 
that the potassium level in the medium is sufficient, and that extra additions 
of potassium beyond 0.01 m do not alter the efficiency. 

Substrates — Presumably the main substrate required for tumor glycolysis 
would be glucose. However, in operating a phosphorylating glycolysis, it 
is necessary first to phosphorylate the glucose. To permit this would 
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make necessary the addition of relatively large amounts of adenosine tri- 
phosphate (ATP), which Avoiild lead to inefficiency in a homogenate sj^stem 
because of the active ATPase. Hence it is more practical to start the re- 
action by addition of a small amount of hexose diphosphate^ (HDP). 
When no ATP or HDP was added to the reaction mixture, no lactic acid 
(less than 0.2 micromole) or phosphoglyceric acid was produced, l^dien 
small amounts of HDP were added, the PIDP was quantitatively converted, 
at a very rapid rate, to the equivalent of phosphoglyceric acid. lYhen both 
glucose and HDP were added, a large increase in the phosphoglyceric acid 
production occurred above that theoretically possible from the HDP,^ and 
inorganic phosphate was esterified. Large amounts of HDP decrease the 
net phosphorus uptake, probably by permitting more phosphatase activity 
and possibly by permitting a reaction rate exceeding the rate of the glucose- 
phosphorylating enzymes. Data concerning the effects of varying the 
HDP concentration in the otherwise optimal medium are presented in 


Table II 

Potassium versus Sodium. 


Experimental conditions 

Lactic acid 
production per 
flask 

Net P esterified 
per flask 

All sodium salts 

micromoles 

2.6 

micromoles 

-0.3 

Potassium, 0.01 m; all other salts sodium 

10.4 

4.0 

‘‘ salts entirely (K approximately 0.07 m) — 

10.5 

4.1 


Fig. 2. A 40 minute incubation period was used. Similarly, effects of 
varying glucose concentration with HDP optimal are shown in Table III. 
The amount of glucose glycolyzed is independent of concentration, under 
these conditions, to very low levels. This is probably not true in vivo (12) 
as the HDP level is very low (1). 

Pyruvate — Pyruvate is added to act as hydrogen acceptor. This is 
nevessary because the normal reactions which would provide it are blocked 
by the fluoride. However, when fluoride is absent, the system still derives 

2 Hexose diphosphate used in this study was prepared from HDP obtained as 
barium salt from the Schwarz Laboratories, Inc., New York, by precipitation as the 
acid barium salt. Before it was used, the barium was removed with sulfuric acid and 
the HDP neutralized with potassium bicarbonate. 

Production of lactic acid in the absence of added glucose exceeds the theoretical 
amount obtainable from added HDP to a small extent. A corresponding amount of 
pyruvic acid disappears from the lactic-pyruvic sum, indicating the possibility that a 
dismutation of 2 molecules of pyruvic to 1 of lactic,! of acetic, and 1 of carbon, di- 
oxide occurs. Direct evidence that this is the case has not yet been obtained. 
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some benefit from addition of a catalytic amount of pyruvate to prime tlie 
reaction. Measurements concerning the effects of adding or omitting 
pyi;uvate are presented in Table IV. The data for no pyruvate addition 
with fluoride present permit calculation of the extent to which the fluoride? 
is inhibiting at the phosphoglyceric acid stage. The inhibition witl'i 0.01 
M KF is indicated to be approximately 90 per cent. 



Fig. 2. Effects of varied HDP additions on micromoles of lactic acid produced and 
net phosphorus esterified per flask in a 40 minute incubation with 30 mg. of tissue. 


Table III 

Effect of Varied Glucose Concentration on Glycolysis 


Glucose concentration * 

Lactic acid produced per flask 

Xet I* uptake ) 

M 

micromoles 

micromol 

0 

7.6 

0 

0.0013 

10.2* 

3.9 

0.01 

10.4 

4.2 

0.02 

10.1 

4.2 


* This actually represents glycolysis of two-thirds of the added glucose. 


Magnesium and Fluoride — ^In studies of these two ions, variations were 
made in both, since the concentrations being studied are such that the 
medium is close to or above saturation with magnesium fluoride. However, 
no indications were obtained that any precipitation was occurring. Table 
V illustrates the effect of variations in magnesium with fluoride optimal 
(0.01 m) and Table VI illustrates the effects of varied fluoride concentrations 
with magnesium constant (0.0066 m). The decision was made to use 0.01 
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M fluoridej despite higher phosphorylation efficiency with higher levels, 
because of the inhibiting effect on the glycolytic rate of such increases in 
fluoride. 


Table IV 

Effects of Added Pyruvate on Glycolysis in Jfi Minute Incubation 


Conditions 

Lactic acid 
produced per 
flask 

Net P uptake 
per flask 

Complete medium 

micromoles 

9.2 

micromoles 

4.0 

Minus pyruvate 

0.9 

1 

-0.5 

“ “ minus fluoride 

8.0 

-4.4’®' 

fluoride +0.1 optimal pyruvate 

10.0 

-3.2 

optimal pyruvate 

11.0 

-3.2 



* The theoretically possible net P loss to the medium from the added HDP alone 
is 12 micromoles. 


Table V 


Effects of Varied Magnesium Concentration in Jfi Minute Incubation 


Magnesium concentration 

Lactic acid produced per flask 

Net P uptake per flask 

M 

micromoles 

micromoles 

0 

7.60 

-0.23 

0.00165 

8.85 

0.55 

0.0033 

8.85 

1.95 

0.0066 

8.75 

3.5 

0.0099 

8.2 

3.5 

0.0133 

7.9 

3.5 


Table VI 


Effects of Varied Fluoride Concentrations on Glycolytic Rate During Jfi Minute 

Incubation 

Potassium fluoride concentration 

Lactic acid produced per flask 

Net P uptake per flask 

M 

micromoles 

micromoles 

0 

10.5 

-10.5 

0.0066 

8.45 

1.6 

0.010 

8.75 

3.5 

0.020 

6.75 

4.5 

0.030 1 

5.85 

4.7 


Adenosine Triphosphate — ^The adenosine phosphates are Imown to be 
coenzymes or ‘harriers” in the mechanism of enzymatic phosphate transfer. 
Experiments with adenylic acid and ATP, the former prepared by the 



1016 


GLYCOLYSIS IN TUMOR HOMOGENATES 


method of Kerr (13), the hitter by the method of (9), hoili in 

pure state, indicated that they were equivalent. A slightly liigtiei* plios- 
plionis uptake is noted with adenylic acid. The cilhcis of varying ATF 
concentration in the medium are illustrated in Fig. 3. N(.^t plios|)horiis 
uptake tends to decrease at higher levels. This is uiKl(}iil)t-edly dnc' to 
increased ATPase activity at higher substrate knads, 

Diphosphopyridine Nucleotide (DPN ) — This compound is known to l)(,^ 
required as coenzyme for hydrogen transfer in glycolysis. For use in out 
experiments it was prepared by the method of LePage (14) and further 
purified by solution in acid methanol and precipitation with ethyl acetate. 
This purification was employed to lower the content of adenylic acid (tlie 



Fig. 3. Effects of varied ATP concentration on lactic acid production and not 
phosphorus esterification by 30 ing. of tissue in a 40 minute incubation. 

chief impurity) in order to permit more quantitative definition of tlie ATI^ 
requirement. The preparations as used assayed 85 per cent DPN and 
contain less than 10 per cent of adenylic acid (without cahailation for wai (U* 
of hydration). Fig. 4 illustrates the effects of varying additions of DPN. 

Protective Factors~-Om compound cited as a protective faid-or for 
glycolytic enzymes is glutathione (15). Addition of glutatliioiH^ to ihe 
medium had no effect upon duration or rate of glycolysis in ()ur tumor 
homogenates. 

Novikoff ei al. (2) demonstrated that nicotinamide had a protective 
effect on the tumor homogenate system. Presumably this is due to its 
inhibitory effect on the nucleosidase breaking down DPN. Recently it 
has been shown that a-tocopherol phosphate inhibits breakdown of DPN 
in various rat tissues (16) and that a pyrophosphatase rather than a 
nucleosidase is responsible for DPN breakdown in kidney (17). It was. 
therefore of interest to determine the effects of both nicotinamide and <v,- 
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tocopherol phosphate’'' on preservation of DPN in this tumor homogenate 
■system. Data on lactic acid production and pliosphorus uptake, in a 40 
minute incubation, are given in Table VIL DPN breakdown in these ex- 
periments was markedl}^ inhibited by nicotinamide, but was unaffected by 
a-tocopherol phosphate. 

Inorganic Phosphate — Inorganic orthophosphate is obviously necessary 
in the phosphorylating glycolysis mechanism. A discussion of its possible 
role in regulation of rate was provided by Potter (18). It was of value in 
making accurate measurements of phosphate uptake to have the phosphate 
of the medium relatively low. It is necessary to reduce the phosphate of 
the medium to a very low level before it affects the glycolytic rate. Data 



Fig. 4. Effects of varied DPN on lactic acid production and net phosphorus 
■esterification by 30 mg. of tissue in a 40 minute incubation. 

to illustrate this are provided in Table VIIL The lowest initial concen- 
tration listed there represents no phosphate addition, and is that resulting 
from the phosphorus present in the added tissue. 

Ho'mogenate — In all of the experiments described above, 30 mg., wet 
weight, of tumor were used per reaction vessel. This gives a suitable rate 
of reaction. Data provided in Fig. 5 for a 20 minute incubation illustrate 
that the lactic acid produced (phosphoglyceric) is proportional to the 
amount of tissue added. Wken incubation is carried beyond this time, the 
linear relationship fails because HDP becomes limiting. The phosphoryla- 
tion of glucose with the phosphate bond energy gained from the triose 
phosphate dehydrogenase reaction is not 100 per cent efficient, owing to 
ATPase activity, and consequently the HDP concentration progressively 

^ The author wishes to thank Dr. Stanley Ames of Distillation Products, Inc., for a 
gift of a4ocopheroI phosphate. 
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Table VII 


Effects of Nicotinamide and a-Tocopherol Phosphate in 40 Mmiite Incubaiion 


Conditions 


Lactic acid 
production per 
flask 


Net r* uptake 
per flask 


Unprotected system ’ 

+ or-tocopherol phosphate, 1 mg. 

per flask. 

Unprotected system + nicotinamide, 0.04 m 


micronioles 

2.8 


8.15 

7.1 


micromoles 

0.65 

0.68 

4.2 


Table VIII 

Effect of Varied Inorganic Phosphate Levels in 40 Minute Incubation 


Initial phosphate con- 
centration 

Final phosphate concen- 
tration 

Net P uptake per 
flask 

Lactic acid produced 
per flask 

M X 10-3 

M X /0-3 

micromoles 

micromoles 

0.25 

0.12 

0.37 

3.2 

0.37 

0.11 

0.82 

3.4 

0.53 

0.14 

1.1 

3.6 

0.80 

0.14 

1.9 

4.6 

1.34 

0.32 

3.0 

8.1 

2.7 

1.2 1 

4.2 

9.0 



Fig. 5. Effects of varied additions of tissue on lactic acid production and net 
phosphorus esterification in a 20 minute incubation. 

falls. During the first 20 minutes incubation, HDP has not become limit- 
ing, although more has been glycolyzed than was initially present (Ci.O 
micromoles added). 
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The optimal medium finally selected had the folloAviiig molar compo- 
sition: potassium phosphate, 0.0024; potassium bicarbonate, 0 . 025 ; nico- 
tinamide, 0 . 040 ; adenosine triphosphate,® 0.00033; diphosphop 3 /Tidine 
nucleotide,® 0 . 00020 ; hexose diphosphate,® 0.0020; pyruvic acid,® 0 . 0050 ; 
magnesium chloride, 0.0066; potassium fluoride, 0.010; glucose, 0.010. 

RMe of Reaction — The data in Fig. 6 illustrate the rate of reaction in 
typical experiments with optimal homogenate medium and 30 and 10 mg. 
of tissue. For some purposes it would be desirable to use only 10 mg. 
Nearly the same linearity of rate can be obtained with the higher tissue 
concentrations, however, if more HDP is added. 



Fig. 6 . Reaction rates in the optimal homogenate medium obtained with tw 
tissue levels, CO2 ~ carbon dioxide evolved from the bicarbonate buffer per flask 
LA “ lactic acid produced per flask: P — net phosphorus esterification per flask, 

DISCUSSION 

It was important to prove that high energy phosphorus in the form of 
ATP was present throughout the reaction period, Preliminaiy studies 
concerning this indicate that at least two-thirds of the ATP origiiiall 3 r added 
is present as such after a 40 minute incubation. Further studies regarding 
the rates of transformation of the various phosphorylated intermediates 
will be made the subject of a later publication. 

Some studies have been made concerning the glycolytic rates obtainable 
with homogenates of normal tissues. Of those examined, all appear to be 
able to glycolyze HDP very rapidly. Rat brain homogenate, in a medium 
similar to the one herein described, is able to glycolyze glucose and give 


® Added as potassium salts. 
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large phosphorus uptakes. However, rat liver and kidney prodiux) phos- 
plioglyceric acid theoretically equivalent to the HDP addt^d. and do not 
glycolyze glucose or take up phosphorus in this medium. The study of 
conditions necessary to obtain phosphorylation of glucose in rat livcu' and 
kidney homogenates will be the subject of a later publication. 

SUMMARY 

With Flexner-Jobling rat carcinoma transplants as the tissue source, a 
medium has been devised for glycolysis in tumor homogenates. This 
medium permits gWcolysis of glucose, esterification of inorganic phospliate, 
and maintenance of phosphate bond energy. 
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CENTRIFUGAL FRACTIONATION OF GLYCOLYTIC 
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Experiments on aerobic and anaerobic glycolysis in mammalian tissues 
have usually been conducted either with slices or with extracts. The 
latter have usually been made by breaking up the tissue and centrifuging 
and discarding some fraction of the particulate matter. Studies with slices 
have disadvantages in certain cases because of permeability factors. 
Results with extracts are frequently misleading because of variability in 
the amount of material discarded and lack of knowledge concerning the 
relation between the activity of the extract and that of the discarded por- 
tion. When reactions are studied for which information is not available as 
to intracellular distribution of the enzymes involved, it is advantageous to 
use whole homogenates. In this case peimeability factors are largely ruled 
out and no part of the activity is discarded. 

The complexities with regard to intracellular distribution of enzymes 
involved in glycol^^sis studies have been discussed by Meyerhof et al, 
(1-3). Recentlj^ a medium was devised for studies of anaerobic glycolysis 
with homogenates of Flexner-Jobling rat carcinoma, which enables these 
homogenates to maintain phosphate bond energy for reasonable periods of 
time and consequently permits studies of synthetic reactions with these 
homogenates (4). This medium w^as found to be approximately optimal 
for other tissues as well. 

Centrifugal fractionations of tissue homogenates now permit separation 
of intracellular material into four well defined fractions (5) : (a) a nuclear 
fraction, (b) the mitochondria or ^darge granule” fraction, (c) submicro- 
scopic particle fraction, and (d) a supernatant fluid containing soluble 
enzymes. The object of this paper is to present the results of experiments 
ill wdiich homogenates ivere separated into these four fractions and re- 
combined in the various possible combinations. Measurements were made 
of lactic acid production and net uptake of inorganic orthophosphate by 
the fractions. 

* This work was supported by a grant from the American Cancer Society on the 

recommendation of the Committee on Growth of the National Research Council, 
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EXPERIMENTAL 

Since the centrifugal fractionation procedure requires some 0 hours, :,i.ud 
the glycolytic measurements cannot be taken until fractionelioii is (com- 
pleted, it was first necessary to study the stability of tlie enzyme systjoiiis. 
Data presented in Table I indicate that little decline in activity occurs in 5 
hours at 0^, but that considerable decline occurs in 24 liours» It was thein- 
fore possible to complete the fractionation and make the glycolytic iricas- 
urements before any significant fraction of the activity was lost. 

For the study of enzyme distribution in tumor cells, Flexiicr-Jol)ling 
carcinoma transplants^ were made in Sprague-Dawley rats and the tumors 
taken 8 to 12 days later, when they were actively growing and free from 
necrosis. Liver is a very suitable normal tissue for this fractionation pro- 
cedure, It is composed mainly of one type of cell and provides clear cnit 

Table I 

Siahilliij of Glijcolyilc Syslern in Homogenates^ Stored at if 

Glycolysis obtained in 40 minutes with 30 mg. of tissue. The results jire expressed 
in micromoles per flask. 


Age of 
bomogenale 

Flexner-Jobling carcinoma 

Rat liver 

Rabbit liver 

at 0*^ 

Lactic acid 

Net P uptake 

Lactic acid 

Net P uptake 

Lactic acid 

Net P uptake 

hrs. 







0 

9.4 

4.0 

6.8 

-2.S 

6.4 

0.6 

5 

9.0 

3,6 

6.2 

-2.8 

6.1 

0.5 

24 

2.6 

1.0 

3.4 

-3.0 

3.0 

-- 0.0 


fractions. However, homogenates of liver tissue from intact, nornuil riit’s, 

though they glycolyze hexose diphosphate rapidly, do not ap])(;ar to glyoo- 
lyze glucose; they give iuorganic phosphate output on our medium. Rab- 
bit liver was found to be more suitable, and consctiucntly it was uscid as an 
example of a normal, differentiated tissue. The ra,bl)its list'd wore Niuv 
Zealand white of mixed sex, 6 to 8 weeks of a,ge. These ra!)bii,s were 
fasted 24 hours before use to eliminate glycogen from the livtu'. 

Fractionaiwn The animals were killed by decapitation and the tissues 
were rapidly removed to beakers containing ice-cold isotonic; KCl and 
immersed in chopped ice, weighed, and homogenized in 9 volumes of isotonic 
(8.5 per cent) sucrose solution. The homogenates were fractionated e.xactly 
as previously described (5), with one exception. In the case of the tumor 
homogenates, the nuclear fraction was not washed because some of the 
nuclei failed to sediment when resuspended and centrifuged. Four frac- 

> The authors wish to acknowledge the assistance of Mr. B. E. Kline in preparing 

the tumor transplants. 
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tions were obtained for each tissue: a nuclear fraction (N or Nw), a mito- 
chondrial fraction (]\Cw)j a submicroscopic particle fraction (Pw), and a 
supernatant fluid (S2). The fractions ^Yere examined microscopically. 
The nuclear fraction contained large numbers of intact nuclei, some iiii- 


Table II 

Total NUrogen and Nucleic Acid Content of Fractions Obtained from Homogenates of 
Flexncr-Johling Rat Carcinomas 


Fraction 

Nitrogen* 

PNA phosphorus* 

DNi.\ phosphorus* 


Total 

A 

Total 

A 

B 

Total 

A 

B 

Homogenate 

N 

Mw 

Pw 

So 

7 

1503 

559 

124 

130 

759 

per cent 

(lOO)t 

37.2 

8.3 

S.7 

50.5 

7 

55.2 

20.9 

5.8 

9.4 

17.8 

per cent 

(lOO)t 

37.8 

10.5 

17.0 

32.2 

y 

36.7 

37.4 

46.7 
72.2 

23.4 

7 

46.1 

39.4 

psr cent 

(100 )t 
S5.4 

7 

30.6 

70.7 

Recovery . , 

1572 j 

101.7 

53.9 

97.5 


39.4 

85.4 



* Per 100 rag. of fresh tissue or its equivalent. Phosphorus calculated from pen- 
tose determinations (7). A, fraction of homogenate; B, per mg. of N . 
t Figure assumed to be 100 per cent. 


Table III 

Total Nitrogen and Nucleic Acid Content of Fractions Obtained from Homogenates of 

Rabbit Liver 


Fraction 

Nitrogen* 

PNA phosphorus* 

DNA phosphorus* 

Total 

A 

Total 

A j 

B 

Total 

A 

B 

Homogenate 

Nw 

Mw 

Pw 

S 2 1 

1 

y 

2580 

574 

272 

373 

1200 

per cent ' 

(lOO)t 
22.2 
10.6 
14.5 
48. 9 

7 

4.7 

i.'i.i 
4.C 
15.2 
14. S 

per cent 

(10())t ' 
28.0 
9.8 
32.5 
31. G 

7 

is.l ! 
2*2 . 8 
17.0 
40.8 
11. S 

7 

22.4 

22 . 3 

per cent 

(UlO)t 

!)9.5 

7 

8.7 

38.9 

llecovery . . 

2479 

1 

96.2 

47.7 

101.9 


22.3 




* Per 100 mg. of fresh liver or its equivalent. Phosphorus calculated from pen- 
tose determinations (7). A and B, see Table I. 
t Figure assumed to be 100 per cent. 


broken cellSj and no free mitochondria. Intact nuclei or nuclear fragments 
were not visible in any of the other fractions. The nitrogen and nucleic 
acid contents of the fractions are given in Tables II and III. Each figure 
represents the average of three separate experiments. Nitrogen was de- 
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Table IV 


Flcxncr-Jobling Carcinoma 

Glycolysis obtained in 40 minutes with 30 m^. of tissue or fnudiinii or-^faiiiecl 
therefrom. 


Tissue fraction 


Homogenate 

Nuclei (N) . . ’ 

Mitochondria (Mw) • • ■ 

hlicrosomes (Pw) 

Supernatant fluid (S 2 ) 

N“|“]\Iw 

N+Pw 

N+S 2 

Mw+Pw 

Mw+Bs 

Pw-fSs 

N -f-J'fw + P w -f- B 2 


Lai'lic acid 
lirnduced 
per Uaslc 


Net P uptake 
per ll;Lsk 


micromole!: 

7.35 

1.31 

0 

t).05 
2.0U 
1 .0!) 
2.2s 
“I ‘3'5 
o.3;s 
d.25 
4. So 
7 . 2S 


w kromoks 

:;.d2 

I .23 

0.13 

" U , 7d 
2,(17 
1 . H) 

n,r»2 

2,42 
, ,oi,4U 

2.7S 

2.15 


Table V 
Rabbit Liocr 

Glycolysis obtained in 40 minutes with 30 mg. of tissm^ or fraad.ion obtn/med 
therefrom. 


Tissue fraction 


Homogenai-e 

Nuclei (Nw) 

Mitochondria (M^) , . . 
Microsomes (Pw) ...... 

Supernatant fluid ( 82 ) 

Nw+Mw 

Nw-fPw 

Nw+Ss 

Mw+Pw 

MW+S2 

Pw+Ss 

Nw+Mw+Pw+S2 — 


Laclic acid 
produced 
per llask 

Net P uptake 
pt!r lla.sk 

micromole a 

fnieromolcii 

0.20 

0.23 

0.70 

0.20 

0 

0.05 

0.17 

- 0.31 

3.30 

0.42; 

O.Sl 

0.4‘J' 

J.74 

-0.14 

4.70 

0.41 

0.55 

0.15 

4.30 

0.07 

5.04 

0.27 

0.55 

0.20 


termined by a micro-Kjeldahl procedure (6) and nucleic acids by colori- 
metric reactions (7). 

Glycolytic Measurements — These were made in Warburg reapirometer 
flasks at 38° under anaerobic conditions in an atmosphere of 95 per cent 
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iiitrogeii"5 per cent carbon dioxide. The gassing of flasks and other 
manipulations were as described earlier ( 4 ). To each flask the following 
additions were made: 0.30 ml. of 0.024 u potassiuin phosphate (pH 7.4), 
0.15 mL of 0.5 m potassium bicarbonate, 0.30 ml. of 0.4 M nicotinaniide, 
0.15 ml. of 0.15 M potassium pyruvate, 0.10 ml. of 0.01 m adenosine tri- 
phosphate potassium salt, 0.20 ml. of 0.003 m diphosphopyridine nucleo- 
tide potassium salt, 0.20 ml. of 0.1 m magnesium chloride, 0.10 ml. of 0.3 
M glucose, 0.15 ml, of 0.04 m hexose diphosphate potassium salt, 0.15 ml. 
of 0.2 M potassium fluoride, 0.30 ml. of water, isotonic sucrose (8,5 per cent) 
or tissue fraction in isotonic sucrose to make a total of 3.0 ml. Homogenate 
equivalent to 30 mg. of tissue ( 0.30 ml.) was used for each flask. The 
washed particle fractions were resuspended in isotonic sucrose to one-third 
the volume of the homogenate from which they were obtained and a 
corresponding amount used (0.10 ml. per flask). The supernatant fluid 
had necessarily a larger volume and correspondingly more of it was used 
per flask (0.60 ml.). The glycolysis measurements were made as soon as 
the fractionation was completed (5 hours). Carbon dioxide output was 
measured at 38® for 40 minutes; then 0.25 ml. of 65 per cent trichloroa- 
cetic acid was tipped in from the side arm of each flask to stop the reaction. 
The flask contents were analyzed for lactic acid and inorganic phosphorus 
by methods previousl}’' described (6). Data for carbon dioxide evolution 
are omitted in favor of direct analyses for lactic acid, since the latter are 
more specific. 

Table lY gives the results of glycolysis measurements with Flexner- 
Jobling carcinoma homogenates, fractions, and recombinations, Tal>le V 
gives the results obtained similarly for rabbit liver. Each figure in the 
tables represents the average of results from three separate experiments. 
Variations from one experiment to another were small. 

DISCUSSION 

The data for nucleic acid and nitrogen (Tables II and III) merit some 
comparison with the results obtained with other tissues (5, 8). The 
distribution of nitrogen in the fractions obtained from homogenates of 
Flexiier-Jobling carcinoma was similar to that observed with liver tu- 
mors ( 8 ). The largest amounts of nitrogen were found in the nuclear 
fraction and supernatant, while the mitochondria and siibmicroscopic 
particle fractions contained very small amounts of nitrogen. Pentose 
nucleic acid (PNA) was present in all fractions but was more concentrated 
ill the mitochondrial and submicroscopic particle fractions than in the 
homogenate. The reason for the poor recovery of desoxypentose nucleic 
acid (DNA) in the nuclear fraction of the Flexiier-Jobling carcinoma (85.4 
per cent.) is not known, since microscopic examination of the fractions 
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indicated that nuclear material was present only in the nuclear fraction. A 
comparison of the results obtained with rabbit liver (Tabic HI) wiiJn 
previously reported for rat liver (5) shows that the most strikiin:^’ dilTerciice 
between the tavo tissues was the greatly decreased amounts of iiitrogeii 
recovered in the mitochondrial and submicroscopic particle fioudloiis of 
the former. As in the case of rat liver, PNA was more conce!;if/ra,tod only 
in the submicroscopic particle fraction and the entire DNA of tihe ral)bit 
liver homogenate was recovered in the nuclear fraction. 

The glycolysis data can be examined with regard to which fractions of 
the cell are able to glycolyze liexose diphosphate {i.e., form lactic acid) and 
which are able to give phosphorus uptake. The interpretation is ad- 
mittedly complicated by the possibility that lactate formation may be 
limited by lack of any of the enzymes concerned with the , phosphate 
acceptor-transmitter system. When these are absent from a fra(;tion, 
its glycolysis might cease owing to lack of a phosphate acceptor. It is 
known that adenosinetriphosphatase tends to be associated with the 
particulate matter (3, S). 

The results for tumor and normal liver arc quite similar witli rc^gard to 
distribution of glycolytic enzymes. Liver does not give the strong plios- 
pliorylation reaction that is obtained with tumor under those (jonditioiis. 
It appears that the main glycolytic activity is in the soluble fraction (S 2 ). 
However, it is not possible to get a rate approaching that of the homogenate 
without the addition to the soluble enzymes of one of the parthmlate 
fractions. Since the phosphorus uptakes by the soluble fraction a.re quite 
efBeient, in relation to the amount of glycolysis, without the addiiion of 
particulate fractions, it does not seem likely that the hexokinase is lacjking 
from the soluble fraction. It therefore appears that the particulaiv mad ter 
is needed mainly to add adenosinetriphosphatase in order that plmspl'iatc,^ 
acceptor m,ay be made more rapidly available. It is olwious tJu,it no 
fraction or pair of fractions can give the full activity of tlie wliolri Immogn- 
Bate, though when all fractions are recombined, thci original ae.i.ivity is 
achieved. In the tumors, no single fraction gave as higli an actrivif.y pen: 
unit of protein nitrogen as the original homogenate. 

Some glycolytic activity is shown by the nuclear fractions. Thh is 
probably due to the presence of some whole cells, and in the cjaso <if tJie 
tumor to the presence of impurities from the other fracl/ioiis, since liie 
tumor nuclei w^ere not w’-ashed. 


STJMMAKY 

Homogenates of Flexner-Jobling rat carcinoma and rabbit liver were 
separated centrifugally to give four definite fractions: (a) a nuclear fraction, 
(h) a mitochondrial fraction, (c) a submicroscopic particle fraction, (d) a 
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^^^soliible^ fraction* Measurements were made of lactic acid production 
and net phosphorus uptake in an optimal medium under anaerobic condi- 
tions. The glycolytic enzymes appear to be in the ^'soluble''' fractioiij 
though addition of any of the particulate fractions markedly increases the 
rate. No single fraction or pair of fractions is able to reach the activity of 
the original homogenate, though this is achieved when all fractions are 
recombined. It is concluded that in any study of glycolytic enzmyes no 
fraction of the cell should be used without making a study of the relation- 
ship between it and the total cell contents. 
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AN INVESTIGATION OF THE BIOLOGICAL BEHAVIOR OF THE 
SULFUR ANALOGUE OF CHOLINE* 

By GEORGE A. MAWf and VINCENT dlt VTGNEAUD 

(From the Department of Biochemistry j Cornell University Medical College, 

Neiv York City) 

(Received for publication, July 16, 1948) 

During the course of investigations on transmethylation involving com- 
pounds related to choline (1,2), it was found that betaine (3) and also its 
sulfur analogue, dimethylthetin (4), supported growth of the white rat on 
a choline-methionine-free diet containing homocystine, signifying that these 
-compounds were able to supply essential methyl groups to the body. Di- 
methyithetin (sulfobetaine) was of particular interest because of its being 
a methylsulfonium compound. In view of its remarkable growth-promot- 
ing properties when administered in a methyl-free diet to rats, the studies 
have been extended to include the corresponding sulfur analogue of choline, 
jS-hydroxyethyldimethylsiilfonium chloride, which we have termed for con- 
venience ^‘siilfocholine chloride.’' 

EXPERIMENTAL 

Preparation of Sulfocholine Chloride — Renshaw, Bacon, and Roblyer (5) 
•described the preparation of i5-hydroxyethyldimethylsulfoniiim iodide by 
the interaction of ethylene iodohydrin and dimethyl sulfide maintained at 
room temperature for several days. These workers noted that this method 
of preparation can result in the formation of considerable amounts of the 
trimethylsiilfonium salt, due to the dissociation of the /3-hydroxyetliyldi- 
methylsulfonium iodide, formed in solution, to methyl iodide and the siibse- 
■cpient reaction between the methyl iodide and the dimethyl sulfide present. 
Other non-crystallizable, oily products were also formed in this reaction. 
We have repeated this method of synthesis and have obtained similar re- 
sults. The unavoidable formation of trimethylsiilfonium salts during the 
preparation of methylsulfonium compounds, ivhen dimethyl sulfide and an 
alkyl halide are used as starting materials, has been reported by other 
workers (6). We therefore describe an improved synthesis of sulfocholine 
iodide which obviates any formation of trimethylsulfonium iodide as a con- 
taminant. Ethylene bromohydrin is converted to methyl /3-hydroxyethyl 

* The authors wish to express their appreciation to the Common wealth Fund and 
to the Lederle Laboratories Division, American Cyanamid Company, for research 
grants which have aided greatly in this work. 

t Commonweal til Fund Fellow^; present address, Department of Biochemistry, St. 
Thomas’s Hospital IMedical School, London, England. 
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sulfide and the latter is treated with methyl iodide to give suUocholiiie 
iodide in quantitative yield. 

Ethylene bromoliydriii (62 gm.) was added slowly to inciliyi iiiercapt^aii 
(25 gm.) dissolved in sodium methoxide (12 gm. of sodium in 200 c-c. of 
absolute methanol). The formation of methyl /5-hydroxyctliyl sulfide was 
immediate and was completed by refluxing the product for 30 minutes. 
The supernatant liquid was fractionated under reduced pressure. The thio 
ether distilled as a colorless oil, b.p. 74-75'' at 22 mm., and wa.s halogen- 
free. Methyl jd-Iiydroxyethyl sulfide (9.2 gm.) was added to methyl iodide 
(14.2 gm.) in a tightly stoppered bottle. The formation of the siilfoniiim 
iodide commenced within 10 minutes with the evolution of much heat and 
the whole reaction mixture had set to an orange crystalline mass within a 
further 20 minutes. The iodide was converted to the chloride without pre- 
liminary purification by shaking in aqueous solution with fresh silver 
chloride. On removal of the silver iodide formed, the aqueous solution 
was evaporated to dryness under reduced pressure and dried at 40'' l)y 
means of an oil pump. The product was obtained as a sligiitly yellow 
viscous oil which crystallized to a highly deliquescent solid on l)eiiig left 
overnight in the refrigerator. 

C4H11SOCI. Calculated. C 33.7, H 7.8, S 22.5, Cl 24,9 
Found. 33.8, 7.8, ‘‘ 22.3, “ 24.7 

Sulfocholine chloroplatinate crystallized as orange needles from (iqueoiis 
ethanol, capillary m.p. 190° (corrected). 

Feeding Experiments — Young male albino rats of the Rockla'iid strain 
were used. The animals were placed for 1 week on a preliminary diet of the 
following percentage composition; casein 20, fat (Covo) 19, Mazola, com oil 
1, salt mixture (7) 4, sucrose 55.6, fat-soluble and watcr-soliih-l(^ vitamins 
(4), L-cystine 0.4. The animals were then transferred to tlie ex[)erimcrital 
diet of the following composition: amino acid mixture (1)^' 1S.5, fat,- {’Covo) 
19, Mazola corn oil 1, salt mixture (7) 4, fat-soluble and wti-ter-soluhle 
vitsimins (4), UL-Iiomocystine 0.87, L-cystine 0.4, tlie compoiimi uoder test 
and sucrose to make up to 100 per cent. Sulfocholine chloride was initiiilly 
fed at a level of 0.77 per cent, corresponding on the basis of groups 

to 0.5 per cent choline chloride. In subsequent experiments lower die- 
tary levels vrere also used. Total liver lipides were determined l)y tlie 
method of Best, Channon, and Ridotit (8). 

1 In the amino acid mixture used, a level of 1,9 per cent n-Iysirie hydrocliioride, 
together with an equivalent amount of sodium bicarbonate (0.9 per cent), was em- 
ployed, and the dietary level of the mixture was 18,5 per cent. 
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Results 

Growth Sf.wA'es— Preliminary growth studies carried out on rats fed 0*77 
per cent siilfoclioliiie chloride in a methionine-choline-free diet containing, 
homocystine showed that this compound, unlike dimethylthetin, was not 
able to support growth. Furthermore, it was toxic and resulted in the 
death of the animals in 2 to 3 weeks. Growth experiments were therefore 
extended to lower dietary levels and the results obtained are given in Table 
I and compared with those for rats on the methyl-free diet with and without 


Table I 

Growth Rates of Rats on Methyl-Free Diets Supple?nented with Sulfocholine Chlo- 
ride and Methyl ^-Hydroxy ethyl Sulfide 


Compound under test 

Rat No. 

. 

Days on 
diet 

Weight 

change 

Food 

intake 

Growth 

rate 

Condition o£ 
kidneys 

Basal methyl -free diet 

50 

12* 

sm. 

81-71 

gm. per day 

3.4 

gm. per day 

-0.8 

Hemorrhagic 


25 

21 

113-95 

5.0 

-0.9 

u 


28 

21 

97-89 

4.8 

-0.4 

u 

Sulfocholine chloride 

129 

32 

78-89 

5.2 

+0.3 

ct 

0.2% 

121 

32 i 

75-85 

5.3 

+0.3 

it 

Sulfocholine chloride 

122 

19* 

92-54 

4.7 

-2.0 

Normal 

0.39% 

133 

23 

106-107 1 

4.6 

0.0 

a 

Sulfocholine chloride 

44 

16* 

86-59 1 

4.9 1 

-1.7 

a 

0.77% 

55 

15* 

93-65 

3.9 

-1.9 

it 


52 

21*t 

105-71 

5.6 

-1.6 

tc 

Methyl /3-hydroxyethyi 

43 

12* 1 

101-72 

2.9 i 

-2.4 

Hemorrhagic 

sulfide 0.99% ! 

60 

11* 

89-74 

3.2 i 

-1.4 

it 

Choline chloride 0.5% 

49 

23 

95-141 

8,3 ' 

+2.0 

Normal 


51 

21 

85-153 

9.2 

+3.2 

it 


24 

21 

108-165 

8.8 

+2.7 

it 


Rat died. 

t Level of compound in diet reduced to 0.39 per cent after 8 days. 


added choline. At all three levels administered, sulfocholine was unable to 
promote growth. However, at the 0.2 per cent level there was no evidence 
of toxicity and over a period of 32 days the rats maintained their body 
weights and even gained slightly. Some maintenance of body weight was 
also observed in the case of other rats at the higher dietary levels over an 
initial period of about 1 vreek and before the toxic effects of the compound 
had become evident. This was in contrast to the behavior of the animals 
on the methyl-free diet. These rats suffered consistent weight losses imme- 
diately after they were placed on the experimental diet. Considering the 
rats on the three dietary levels as one group, it was observed that twelve of 
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the nineteen animals under investigation maintained their !)ody weight to 
within ±5 gm. over the first 7 days, four lost more than 0 gin., and three 
gained more than 5 gni. A number of the animals showed weight mairil.e- 
nance over longer periods than 7 days. The possible significances oi tliis 
ohservatioii is discussed in a further section. 

On the basis of previous studies with choline (9) and betaine (10), the 
inability of the sulfur analogue of choline to support the growth of rats on 
choliiie-methionine-free diets supplemented with homocystine suggests 
that sulfoclioline cannot supply labile methyl groups for transmethylation 
processes. This result is somewhat surprising in view of the fact that sulfo- 
choline may be considered as structurally intermediate between the two 
highly active methyl donors, choline and dimethylthetin, and may have 

4" + "T 

(CH3)3NCIi2CH20H (CHsluSCIhCHeOH (CtD^SCHsGOOH 

been expected on this account to show some activity. It clearly emphasizes 
the marked structural specificity associated with the ability of a compound 
to act as a methyl donor (2). It is of interest that Dubnoffi and Borsook 
(11) have reported the existence in rat and guinea pig liver of three trans- 
methylases specifically concerned with the methylation of homocysteine by 
choline, betaine, and dimethylthetin, respectively. 

At levels of 0.39 per cent and above in the diet, sulfocholine proved toxic 
to rats and resulted in their death within 2 to 3 weeks. The symptoms of 
toxicity were not manifest until about 1 week after the administration of the 
compound, although some rats during this period seemed more nervous and 
excitable than control animals. On about the 8th to the lOtli day a black 
speck appeared in the corner of each eye in the neighborhood of the tear 
duct. This developed into an acute exudative inflammation of the antoi'ior 
palpebral fissure of each eye. During the next 2 days this spread post{3rialiy 
.along the conjunctival cutaneous junction, involving the rims of boili eye- 
lids and resulting in closure of the eyes. At this stage tlie corners of tlK'‘ 
mouth and occasionall}" the anus were found to be inflamed and encnisttMl 
and the skin of the forepaws and chest became re<l and inflaiiKMi, On 
autopsy no general gross pathology was observed, although in some rats 
the kidneys appeared slightly enlarged. 

These toxic symptoms did not appear in rats fed 0.99 per cent mctliyl 
jd-hydroxyethyl sulfide along with the methyl-free diet. However, as indi- 
cated in Table I, these animals failed to grow and died within 2 weeks, as 
did one of the animals on the basal diet. They were found on autopsy to have 
markedly hemorrhagic kidneys. This renal damage clue to a methyl defi- 
ciency seems most likely to have been the cause of death. Another animal 
which survived on the experimental diet for 43 days likewise did not show 
the eye or mouth lesions described. 
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In view of the possibility of some of the symptoms being due to an irritant 
action of the compound as a result of contact with the diet, several rats were 
treated daily for 3 weeks with a 1 per cent aqueous solution of sulfocholine 
on a shaved patch of skin between the ears. No observable effect was 
obtained by this treatment. 

The actual mechanism of the toxicity is not yet understood, but a number 
of possible explanations have been examined. It was considered that sul- 
focholine might be acting as a choline antagonist, despite the fact that the 
s^nnptoms of toxicity do not resemble those of a simple choline deficiency. 
Rats were maintained for 6 days on the preliminary 20 per cent casein diet 
and were then transferred to the amino acid diet containing homocystine 
and supplemented by sulfocholine and choline in the following ways: 0.77 
per cent sulfocholine as the chloride was fed for 10 days and 0.5 per cent 
choline was then added; 0.5 per cent choline was fed along with the 0.77 
per cent sulfocholine for 10 days and the choline level was then raised to 1 
per cent; 0.5 per cent choline was fed for 10 days before the administration 
of 0.77 per cent sulfocholine, and after another 10 days the choline level was 
raised to 1 per cent. All rats, whether given choline some days after, simul- 
taneously with, or even prior to the addition of sulfocholine to the diet, died 
within 14 to 16 days. 

Dimethylthetin chloride was also unable to prevent the eye and mouth 
lesions resulting from the feeding of sulfocholine. Rats transferred from 
the methyl-free diet containing 0.84 per cent dimethylthetin chloride to the 
same diet with added 0.6 per cent sulfocholine developed these s\miptoms 
after a period of about 10 da^^s. Rats maintained on the preliminary 20 
per cent casein diet supplemented with 0.77 per cent sulfocholine also de- 
veloped the toxic symptoms, lost weight, and died within 2 weeks. 

Since the inflammation of the corners of the mouth and eyes caused by 
sulfocholine is suggestive of a riboflavin deficiency, two rats just showing 
the toxic symptoms on the methyl-free diet containing 0.77 per cent sulfo- 
choline were given 200 7 of riboflavin per day orally for 9 days. No allevia- 
tion of the condition of the ej^es and mouth was observed. This would 
suggest that sulfocholine administration was not producing a ribrjfiavin 
deficiency. 

Lipotropic and Kidney Antihemorrhagic Properties — It was observed, as 
pointed out earlier, that, when first placed on methyl-free diets containing 
sulfocholine, rats did not generally suffer marked weight losses for the 1st 
week and in some cases for a longer period. This finding was interpreted 
as indicating tliat sulfocholine might be replacing choline in at least some 
of its metabolic roles, so making available a small amount of tissue choline 
for transmethylation. This idea Avas strengthened by the finding, indicated 
in Tables I and 11, that the kidneys of rats fed 0.39 per cent and 0.77 per 
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cent siilfocholine were definitely protected against hemorrhagic damage. 
Subsequent experiments have shown that not one of the seventeen animals 
fed sulfocholine at these two levels developed hemorriiagic kidneys. Of 
seven animals fed 0.2 per cent sulfocholine, four developed hemorrhagic 
kidneys and three were protected. Determinations of tola! liver lipidcs 
were carried out on rats fed the compound at the three dietary levels, 0.2 per 
cent, 0.39 per cent, and 0.77 per cent, for a 10 day period. The rc'sults are 
shown in Table II and compared with those for rats on comparable food 
intakes of a methyl-free diet. Two rats given the methyl-free diet con- 
taining added choline for the same period gave total liver lipide values of 
3.0 and 3.7 respectively. The results clearly demonstrate that sulfocholine 

Table II 


Total Lipidcs of Livers of Rats Fed Sidfocholine at Various Levels for 10 Day Period 


Level of 
sulfoclioline 

Rat No. 

Food intake 

Weight change 

Liver lipides 

Condition of kichicys 

per cent 



gm. 

per cent wet 
weizkt liver 

! 

0 (INIetliyl- 

265 

48 

-7 

12.7 i 

ilcmorrliagic 

free diet) 

271 

49 

-12 

12.9 

a 

1 

277 

43 

-12 

9.8 

a 

0.2 

340 

60 

-hl8 

6.8 

Normal 


336 

45 

-5 

8.3 



32S 

50 

-3 

18.9 

Hemorrhagic 

0.39 

276 

59 

0 

4.8 

Normal 


2S0 

54 

+3 

5.2 

(( 


279 

50 

+2 

3.0 

ti 

0.77 

263 

46 

.^4 

3.6 

te 


278 

46 

-7 

5.1 

(C 


274 

45 

—7 

5.4 

ti 


is actively lipotropic at dietary levels of 0.39 per cent iind aJ'Xjve. At a 
level of 0.2 per cent, the lipotropic activity was only partially cvidcnit. 

It might be pointed out that the protection against fatty livers and 
hemorrlmgic kidneys was not the result of a low food intaj.ee, since the 
protected animals ate an amount equivalent to that consumed by the 
control animals. 

It lias been established that the lipotropic properties of arsenocholine 
(12, 13) and triethylcholine (14) are due to the ability of these compounds 
partly to replace choline in the liver phospholipides. It seemed likely 
that sulfocholine might be lipotropic for the same reason and an attempt 
was therefore made to detect sulfocholine in the liver fat of animals fed 
tliis compound. The livers were first homogenized and extracted with 
hot ethanol. This process would be expected to remove any unbound 
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sulfoclioline present, as well as the total lipides. The residue obtained 
upon evaporation of the ethanol was then extracted with hot absolute 
ether, thus separating the lipides from any insoluble free siilfocholine. 
Upon removal of the solvent, the individual liver fats were pooled in groups 
of three and heated in sealed tubes with excess sodium ethoxide at 70® for 
3 days. Under these conditions we have found siilfocholine to be decom- 
posed to dimethyl sulfide, as in the case of other alkyl dimethylsulfonium 
salts (15). The contents of the tubes were then exaipined for dimethyl 
sulfide by breaking each tube in a stout bottle connected to a chain of 
bubbler tubes containing saturated mercuric chloride solution. Air was 
drawn through the apparatus, whereupon a voluminous white precipitate 
was formed in the first mercuric chloride trap. This mercuric chloride 
complex was recrystallized from an acetone-benzene mixture. The melting 
point of the compound (151® (corrected)) agreed with that of the corres- 
ponding mercuric chloride complex prepared from pure dimethyl sulfide, 
as did the melting point of a mixture of the two substances. Analyses for 
sulfur and chlorine were made on the mercuric chloride derivative of the 
sulfide obtained from the liver fats and were compared with those for 
authentic dimethyl sulfide. The mercuric chloride derivative of dimethyl 
sulfide possessed a sulfur content of 6.45 per cent and a chlorine content of 
23.2 per cent. The mercuric chloride derivative of the sulfide from the 
liver fats possessed a sulfur content of 6.26 per cent and a chlorine content 
of 23.0 per cent. The volatile sulfide thus appears to be dimethyl sulfide. 
Its isolation from liver fats so treated with sodium ethoxide affords evi- 
dence that siilfocholine was present in combined form in the phospholipides. 
This is in accord with the deductions from the anaU^^tical data in Table 
II and establishes the lipotropic nature of siilfocholine. 

The aiitliors wish to thank Miss Josephine E. Tietzman for performing 
the microaiialyses and Mrs. Audrey Kellogg Hafford for technical assistance 
in connection with this problem. 


SUMMARY 

An improved synthesis of jS-hj^^droxyethyldimethylsiilfonium iodide and 
its conversion to the corresponding chloride are described. This latter 
compound, referred to as “sulfoclioline chloride,” has been found to be 
incapable of supporting the growth of rats on diets free of choline and 
methionine and containing homocystine. The compound was toxic above 
a level of 0.2 per cent in the diet. Sulfocholine has been found to be active 
in preventing the development of fatty livers and renal hemorrhages in 
rats fed the methyl-free diet. 

A volatile sulfide has been isolated from the livers of such rats by a 
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procedure wliicli is known to cause the degradation of sulfociioMne to 
dimethyl sulfide. The sulfide has been identified as diiiietlr\d sulfide. 
This is presented as evidence that the lipotropic activity of siilfcjcholiiie 
is due to its incorporation into liver phospholipides in places of cliolincu 
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(Received for publication, August 3, 1948) 

Previous studies carried out in this laboratory (1-4) have shown that the 
only compounds so far known to be capable of supporting the growth of the 
rat on a choline-methionine-free diet supplemented with homocystine are 
choline itself (and choline derivatives, e.g, lecithin and phosphorylcholine), 
dimethylethyl-jS-hydroxyethylammonium chloride (monoethylcholine), be- 
taine, and dimethylthetin (sulfobetaine). On the basis of experiments 
involving the feeding of deuteriocholine and deuteriobetaine to rats (5, 6), 
the activity of compounds in supporting growth under these conditions is 
interpreted as signifying that they are able to transfer methyl groups to 
homocystine to form methionine. In addition to promoting growth, these 
methyl-donating compounds are also able to prevent the formation of fatty 
livers (3). However, other compounds devoid of available methyl groups 
are active lipotropic agents, and thus the ability to act as a lipotropic agent 
cannot be considered synonymous with the ability to act as a donor of 
essential methyl groups (7). 

In view of the pronounced methyl-donating activity of the sulfur ana- 
logue of betaine (4) and the lack of this activity in the case of the corre- 
sponding sulfur analogue of choline (8), it became of interest to extend 
these investigations to other sulfonium compounds in order to gain further 
information of the structural specificity involved. Compounds tested 
included methylethylthetin, diethylthetin, and dimethyl-/3-propiothetin. 
The last named compound appeared of special significance, since it has 
recently been isolated from a marine alga, Polysiphonia fastigiata, by 
Challenger and Simpson (9). In a preliminary communication we have 
already reported it to be an excellent substitute for choline in methyl-free 
diets containing homocystine (10). 

EXPERIMENTAL 

Preparatiofi of Gompounds — S-Methylthioglycolic acid was prepared by 
methylation of ethyl thioglycolate with methyl iodide in alcoholic sodium 

* The authors wish to express their appreciation to the Comnionwealth Fund 
and to the Lederle Laboratories Division, American Cyanamid Company, for re- 
search grants which have aided greatly in this work. 

I C^ommonwealth Fund Fellow; present address. Department of Biochemistry, St. 
Thomases Hospital Medical School, London, England. 
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nietlioxide and hydrolysis of the resulting ester with sodium hydroxide. 
Dimethyltlietiii, methylethylthetin, and diethyltlietin were obtained as 
their chlorides by the interaction of monochloroacetic acid with dimethyl^ 
niethylethylj and diethyl sulfides, respectively, in nitromethaiie as solvent. 
Dimetliyl-id-propiothetin chloride was prepared by treatment of p-iodo- 
propioiiic acid with dimethyl sulfide in nitromethanc and conversion of the 
resulting sulfoniiim iodide to the chloride by shaking with dry silver 
chloride in absolute ethanol. 

Feeding Experiments — Young male albino rats of the Rockland strain 
were used. The animals were placed on a preliminary diet containing 20 
per cent casein (Diet I, composition given in the following section). After 
being kept on this diet for approximately 1 week they were transferred for 
7 days to a diet containing pure amino acids as the protein component (1)^ 
together mth 1 per cent DL-methionine (Diet II). The rats showing inosf» 
satisfactory growth at this stage (a growth rate of 2 to 3 gm. per day) were 
then selected for the feeding of the compounds under investigation. Tlie 
animals were transferred to a diet similar to Diet II, with the exception that 
the methionine was replaced by 0.87 per cent BL-homocystine together with 
the compound under test (Diet III). 

Composition of Diets — The percentage composition of the diets was as 
follows: Diet I, casein 20, fat (Covo) 19, sucrose 55.6, salt mixture (11) 4, 
Mazola corn oil 1, fat-soluble and water-soluble vitamins as reported in a 
previous publication (4), L-cystine 0.4. Diet II, amino acid mixture (1)^ 
18.5, sucrose 56.1, BL-methionine 1.0, L-cystine 0.4, fat, salt mixture, and 
vitamins as in Diet I. Diet III, amino acid mixture (1)^ 18.5, BL-homo- 
cystine 0.87, L-cystine 0.4, fat, salt mixture, and vitamins as in Diet I, the 
compound under test and sucrose to make up to 100 per cent. Methyl- 
thioglycolic acid, dimethylthetin chloride, and dimethylpropitjthetiii chlo- 
ride were administered in amounts corresponding on the basis of methyl 
groups to an arbitrarily chosen level of 0.5 per cent choliiit^ chloride. 
Methylethylthetin chloride and diethyltlietin chloride were given in 
amounts equivalent on a molar basis to the dimethylthetin chloride fed. 

Preparation of S-Trideuieriomethylthioglycolic Acid — Ethyl thioglycolate 
(2.4 gm.) was dissolved in sodium methoxidc (0.46 gm. of sodium in 7 cc. 
of absolute methanol) at —10°, and 3.0 gm. of trideuteriometliyi iodide ( 12 ) 
were added gradually. The resulting solution gave a negative test for tlie 
sulfhydryl grouping. The methanol was evaporated, the residue was 
heated with 3 cc. of water, and the ethyl deuteriomethylthioglycolate "was 
saponified by the dropwise addition of sufficient 15 per cent potassium 

^ la the amino acid mixture used, a level of 1.9 per cent of L-lysine hydrochloride, 
together with an equivalent amount of sodium bicarbonate (0.9 per cent), was em- 
ployed, and the dietary level of the mixture was 18.5 per cent. 
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hydroxide to keep the reaction mixture alkaline to brom-thymol blue. 
The solution was then acidified with concentrated hydrochloric acid and the^ 
trideuteriomethylthiogly colic acid was extracted with two 7 cc. portions ol 
ether, dried over sodium sulfate, and distilled at 112-113° at a pressure* 
of 12 mm, ^ 

A?ial^ 2 /ses--“TrideuteriometliyltIiiogIycolic acid 

Elementary. 2 Calculated, S 29.77; found, S 29.71 
Deuterium. 53.1 ± 0.7 atom % excess in methyl group 

Feeding Experiment — Two 85 gm. rats were maintained on the prelimi- 
nary diet (Diet I) for 6 days and then were transferred for 11 days to Diet 
III together with 1.14 per cent S-trideuteriomethylthioglycolic acid and 
0.9 per cent sodium bicarbonate to neutralize the acid. (The addition of 
the base was effective in reducing almost completely the odor of the com- 
pound in the diet.) Food intakes were determined daily and further 
supplements of the sodium salt of trideuteriomethylthioglycolic acid in 
water were given by stomach tube in order to make up the daily intake to 
70 mg. or to that amount which would be supplied in 6 gm. of diet. Since 
the food intakes were 4 to 5 gm. per day, the amount administered by 
stomach tube represented only a small fraction of the total dose. At the 
end of the period the rats were sacrificed. Carcass choline was isolated as 
the chloroplatinate, creatine as creatinine potassium picrate (12), and both 
compounds were analyzed for deuterium (13). 

Results 

In Table I are shown the growth rates and food intakes of rats fed the 
various compounds under discussion in methyl-free diets containing homo- 
cystine. For comparison the corresponding data for rats on a methyl-free 
diet with and without the choline supplement are given. Dimethylthetin 
and dimethylpropiothetin were clearly able to support growth as well as 
choline itself and produced no apparent toxic effects at the dietary levels 
used. The rats maintained on these compounds remained in excellent 
health throughout the experiment and in no case was there a detectable 
growth lag during the transfer from the methionine-containing diet to the 
diet containing homocystine and the compound under test. Methylethyl- 
thetin appeared to be somewhat less active as a methyl donor. Two of the 
rats on this compound grew as well as those on dimethylthetin; four animals 
grew at a slower rate although they fared substantially better than those 
on the methyl-free diet; one died after 10 days. Diethylthetin was inactive 
in supporting growth. 

2 The calculated value is based on the increased molecular weight due to deute- 
rium in the molecule. 
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Both dime thylthe tin. and dimethylpropiothetin prevented the formation 
of lieinoiThagic kidneys in the animals studied. Metliyi(?thylfchetiri 
definitely prevented hemorrhagic kidneys in five out of the seven animals. 

Table I 


Growth Rates and Food Intakes of Rats Fed Dimclhylthctin and Related Compounds 


Compound under test 

Rat No. 

Days on 
diet 

Weight 

change 

Food 

intake 

Growth 

rate 

Condition of 
kidney 

Basal methyl-free diet 

3650 

27 

gm. 

90-60 

gm. per 
da^ 

4.1 

gm. per 
day 

-l.O 

Hemorrliagic 


3654 

27 

99-89 

4-6 

-0.4 

li 


3660 


103-86 

4.3 

-1.7 

u 


50 

12* 

81-71 

3.4 

-0.8 

cc 


25 

21 

113-95 

5.0 

-0.9 

u 


28 

21 

97-89 

4.8 

-0.4 

a 

Clioline 0.5'!^ 

3643 

23 

93-139 

8.6 

4-2.0 

Nonna! 


49 

23 

95-141 

8.3 

4-2.0 

“■ 


51 

21 

85-153 

9.2 

4-3.2 

1 i 


24 

21 

108-165 

8.8 

4-2.7 

( i 

Diraethylthetin 0.84% 

3644 

24 

90-150 

7.4 

4-2.5 

( i 


3658 

24 

107-186 

9.2 

4-3.3 

(6 


3661 

27 

78-124 

6.6 

-fl.7 

i ( 

D ime thy 1 p r o p i o t he t i n 

41 

21 

98-158 

S.S 

4-2.9 

i C 

'0.92% 1 

48 

21 

88-137 

7.9 

4*2.3 



57 

21 

101-180 

9.3 

4-3. S 

6 C 

Methylethylthetin 

3649 

16 

88-94 

5.7 

4-0 . 4 

C ( 

0.92% 

3651 

io*t 

103-71 

4.0 

-3.2 

( (. 


3653 

16 

83-104 

6.9 

4-1 .3 

£ £ 


3656 

23 

89-145 

9.4 

4-2.4 

£( 


47 

21 

84-93 

5.1 

H-0.4 

? 


54 

23 

06-136 

6.7 

+1.7 

Ilcinorrliagic 


26 

21 

109-163 

8.1 

+2.6 1 

Norma.! 

Diethyl thotin 0.90% 

3645 

27 

85-61 

3.5 

-0.9 

1 Icmorrliagic 


3655 

27 

93-79 

5.2 

-0.5 



3657 

27 

105-84 

4.9 

-0.8 

( i. 

S -Me tliyl tliiogly col i c 

3646 

13=^ 

89-75 

3.5 

-l.l 


acid O.SCo 

3659 

27 

104-93 

5.2 

-0.4 

it 

S-Methylthiogly colic 

3648 

14=^ 

103-58 

3.4 

-3.2 

i £ 

acid 1.14% 

3052 

27 

85-63 

3.5 

-«h8 

a 


* Eat died. 

t Cause of death unkiiov^-n. 


In another rat of this group, protection was doubtful. Dietliylthetin was 
completely ineffective. 

Dimethylthetin has previously been reported as being lipotropic by 
Welch, as referred to by Moyer and du Vigneaiid (3). In Table II are 
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shown parallel data obtained from rats given methylethylthetin and di- 
methylpropiothetin. The liver fat values are compared with the corre* 
spending figures for rats on a methyl-free diet with and without added 
choline. Dimethylpropiothetin was highly active as a lipotropic agent, as 
would be expected from its ability to promote growth on homocystine diets 

Table II 


Total Liver Lipide Values 


Compound under test 

Rat No. 

Days on diet 

Food intake 

Total liver 
lipides 




gm, per day 

per cent wet 
weight liver 

Basal methyl -free diet 

25 

21 

5.0 

16.6 


28 

21 

4.8 

20.6 

Choline 0.5% 

3643 

23 

8.6 

4.7 


24 

21 

8.8 

4.S 


51 

21 

9.2 

4.1 

Bimctbylpropiotheti!! 0.92% 

57 

21 

9.3 

5.2 


41 

21 

8.8 

5.2 


48 1 

21 

7.9 

1 4.0 

]\I e thy I e thy 1 tlie ti n 0 .02% 

3649 

16 

5.7 

! 4.4 


3653 

16 

6.9 

5.3 


3656 

23 

9.4 

5.5 

1 

47 

21 

5.1 

! 12.5 


54 

23 

6.7 

1 5.6 


20 

21 

i 

S.l 

10.9 


Table III 

Feetllng Experiment unih S~TrideHtcriomcfAyllhioglycoUc Acid* 



Cliange in 
body IV eight 

i 

Choline! isolated 

Creatine isolated 

Rat No, 

Deuterium in 
methyl groups 

Per cent 
derived from 
compound fed 

Deuterium in 
methyl groups 

Per cent 
derived from 
compound fed 

39 

102-92 

0.49 d= 0.25 

0.91 

0.52 zb 0.40 

0.99 

21 

O'J-SS 

0.52 zb 0.13 

0.99 ! 

i 

0.37 zb 0.39 

0.70 


The experiinciits were couducted over an 11 day period, 
t Analyses for choline chloroplatinate: Eat 39, calculated, Pt 31.6, found, 31.8; 
Rat 21 , calculated, Pt 31.G, found, 32.2 per cent. 


and to prevent renal hemorrhages. Methylethylthetin was again not as 
active as diiiieihyltlietin, the former compound protecting four out of the 
six rats from fatty livers. 

As shown in Table I, S-methylthioglycolic acid, the sulfur counterpart of 
diniethylglyeiiie, was unable to support growth at the two levels fed. The 



1042 


THETINS 


higher level corresponds on the basis of methyl groups to 0.5 per cent 
choline, but since it was considered that the compound iiiiglil' bc3 toxic at 
such a concentration a lower level was also used. Tlio eotnpound was also 
unable to prevent the onset of hcmorrluigic kidney>s. 

In view of the close structural relationship of S-inediyh-hioglycolic acid 
to dimethylthetin, it seemed possible that methyl thioglycolic acid might be 
capable of acting as a precursor of dimethylthetin in the body, tints acting 
as an indirect methyl donor. It may be recalled tliat dimeiliylamiiio- 
ethanol (14) has been shown to act as an indirect methyl donor, l)eiiig iiraible 
to promote growth appreciably, yet able to furnish methyl groups which, 
eventually find their way into tissue creatine and choline. 

To investigate the role of methylthioglycolic acid, this compound was 
prepared with its methyl group labeled with deuterium and was led t(j (,avo 
rats. After a period sufficiently long for detectable transinethylaticui to 
have taken place, the rats were killed and the tissue choline and creMiine 
were analyzed for deuterium. The results arc shown in Table IIL Lc^ss 
than 1 per cent of the deuteri omethyl groups was found to bo prisscnf; in the 
choline and creatine and in the case of the latter compound i,unoiint 
present was within the range of experimental error. The cxlciit of iliis 
methyl transfer is comparable to that obtained from sarcosine (15) and 
dimethylglycine (6), both regarded as poor methyl donors. These results 
indicate that methylthioglycolic acid is nob an active source of methyl 
groups. In addition, the results suggest that the methylatioii of methyl- 
thioglycolic acid to dimethylthetin does not take place to an appreciable 
extent in the body under the conditions described. 

niscussioN 

The demonstration by du Vigneaud, Moyer, and Cliandler of tlie ai)ility 
of dimethylthetin to promote the growth of rats on methyl-free diets (4), 
together with the present findings of th,e similar activil;y of dimetliylpropiiK 
thetin (10), clearly marks these iiaethylsulfoniuin coinpoiiiids as a nc^w 
of methyl donors. These in vivo experiments are in agreement with, 
independent m vitro experiments of Didmoff and Borsook (10), who 
shown dimethylthetin^ to be an extremely active methyl donor f(,ir liomi,)- 
cysteine in liver homogenates. The earlier observation of Welch, (3) that 
dimethylthetin is a lipotropic agent and our data that methylethyltliefhi 
and dimethylpropiothetin are also lipotropic add further support. In 
addition, Welch^ has reported that dimethylthetin and metliylethyltheti.n 

3 In the oral presentation of their paper on dimethylthetin (meeting of the Ameri- 
can Society of Biological Chemists at Atlantic City, March 15, 1948), the abstract 
of which is referred to, Dubnoff and Borsook reported that dimethylpropiothetin 
was also active in promoting methionine synthesis. 

^ Welch, A. D., private communication. 
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are able to protect animals on methyl-free diets from renal hemorrhagic 
damage. Our results are in conlirmation and also include dimethyl- 
propiothetin as an antihemoiThagic agent. 

The position of methylethylthetin as a methyl donor appears to be a 
border line one and intermediate between dimethylthetin and diethylthetin, 
since it was capable of supporting good growth in only two out of the seven 
animals under test. The compound was able to protect all but two of the 
animals from fatty livers and all but two from renal hemorrhagic damage. 
Its lower activity compared with dimethylthetin may possibly be associat- 
ed with the presence in the molecule of an ethyl group bound in a similar 
manner to the methyl group. It has previously been observed that the 
replacement of the methyl groups in choline and methionine by ethyl groups 
leads to decreased growth-promoting activity and increased toxicity (3, 17), 

Diethylthetin \vas unable to support growth and animals fed on this 
compound developed hemorrhagic kidneys. Welch has found it to be 
inactive as a lipotropic agent.^ Triethylcholine, also devoid of methyl 
groups, is Imown, however, to be a lipotropic and antihemorrhagic agent 
on account of its ability to replace the choline molecule as a whole in certain 
of its metabolic roles (3, 18), Diethylthetin must therefore be unable to 
replace the entire choline molecule or to form a further compound in the 
body which is effective. In this respect it resembles arsenobetaine and 
phosphobetaine (19). 

The original discovery by Challenger and Simpson of the presence of 
dimethylpropiothetin in Polysiphonia fastigiaia (9), which prompted 
growth studies on this compound, introduces the possibility that substances 
of this type may be present in other organisms. Moreover, the fact that 
dimethylthetin and its homologue have been found to be active methyl 
donors in the rat coupled with the report of Dubnoff and Borsook (16) that 
an enzyme specifically catalyzing the methylation of homocysteine by 
dimethylthetin exists in rat and guinea pig liver tissue would suggest that 
either dimethylthetin or a homologue or closely related derivative may 
actually be a tissue constituent and may take part in normal methylation 
processes. If this is the case, such compounds would have to be considered 
as potential dietary factors, and a diet deficient in methionine, choline, and 
betaine alone could no longer be considered as methyl-free unless methyl- 
donating thetiiis had been shown to be absent. 

Many of the earlier studies on the metabolism of choline, betaine, and 
related compounds have been directed towards modification of the structure 
of the compound in question in order to determine to what extent the 
molecular configuration may be altered without effecting a loss in biological 
activity. With lipotropism as the biological activity in mind, it has been 
possible, in the case of choline, to make considerable structural changes^ 
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including complete replacement of methyl by ethyl groups (IS), and re- 
placement of the nitrogen atom by phosphorus (1.9), arsenic (20), and suifiir 
(8) with retention of the lipotropic properties. The mosf: reasoiijilik' 
explanation at the present time seems to be tliat the various 8iil:)stitut^iM} 
cholines are being utilijsed in the liver for phospholipide formation in lieu 
of choline itself and are active merely by virtue of being ciioliiie aiiaiogues. 

In the case of methyl-donating ability, if the assumption is made lh;it, 
dimethylthetin is active because it is the sulfur analogue of betaine, then 
one might expect siilfocholine to be at least as effective, if not more so. 
However, it has been shown not to be a methyl donor and to be toxic above 
a certain dietary level (8). Furthermore, whereas dimethylpropiothetiii 
exhibits a marked growth-promoting activity, its nitrogen analogue, d- 
alanine betaine, is toxic and apparently not a methyl donor (3). Tiie 
concept of the methylsulfonium compounds under discussion as being 
methyl donors simply on account of their structural similarity i.o nitrogen 
compounds already loiown to take part in transraethylaticm reactions 
would seen misleading, particularly in view of the existence of a separate 
enzyme system concerned with transmethylation from theses compounds 
(16). The thetins referred to must be considered as methyl donors in Iheir 
own right and not because of their analogy to betaine. 

From an examination of the structures of the six compounds wliich liave 
been shown to be capable of methylating homocystine in vivOj namcl}" 
choline, monoethylcholine, betaine, dimethylthetin, methyletliyUhctin, and 
dimethylpropiothetin, it appears that the structural criterion associated 
with this process is the presence, in the molecule of the potimtial methyl 
donor, of a methyl group or groups directly attached to an onium pole. 
Growth-promoting activity is not exhil)ited by compounds lavlving either a 
methyl group or an onium structure, although, lipotropic properdcNS may 
still be exhibited by such compounds. On the one hand, ii'itk.hylclioliiu' 
(1, 3) and diethylthetin, lacking available methyl grou|)s, axe inactive, in 
promoting growth. On the other hand, N-metbyl and !>-mctb,yl com- 
pounds such as methylaminoethanol and <limethylamiii()ethjuiol (11), 
sarcosine (15), dimethylglycine (G), metliyl /S-liydroxyikhy! sulfides (8), ami 
S-methylthioglycolic acid, which lack the onium strink^ure, arc likrn^ise 
inactive in promoting growth. This criterion for mctliylatif)n iicdlvity is 
further coupled vith an enzymic specificity, since many other raetliylattMl 
onium compounds, including arsenoclioline (21), N-metliylnicotitianiiilc^ 
(22), trigonelline (3), and various betaines (3) are ineffective in tlvis respect. 

SUMMAKY 

Growth studies on rats fed methionine-choline-free diets supplemented 
with homocystine together with a number of compounds related to di- 
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nietliyltlieiiii show that, in addition to the latter compound, dimethyl- 
propioi-lietiii is a highly active methyl donor. Methylethylthetiii is less 
active and dieth 3 dthetiii is quite inactive. 

Dimethylpropiothetin is an effective lipotropic and kidney antihem, or- 
rliagic agent, methylethylthetiii is again less active, and diethylthetin shows 
no protective properties. 

S-Methyltliioglycolic acid is unable to support growth or to protect ani- 
mals against renal hemorrhagic damage. Its inability to act as an eificient 
methyl donor to honiocystiiie has been confirmed by labeling the S-methyl 
group with deuterium. Inappreciable amounts of the isotope were found 
to be present in the methyl groups of tissue choline and creatine after 
11 days. 

The relationship of methyl-donating ability to chemical structure is 
discussed. 
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BIOSYNTHESIS OF PENICILLINS^ 


VIIL STUDIES WITH NEW BIOSYNTHETIC PENICILLINS ON 

PENICILLIN RESISTANCE 

By OTTO K. BEHRENS and MARY JANE KINGKADE 
{From the Lilly Research Laboratories , Indianapolis) 

(Received for publication, July 24, 1948) 

It has been reported that the natural penicillins show a similar specificity 
of action on various microorganisms. Eisman (1) has demonstrated that a 
Staphylococms which had acquired resistance to benzylpenicillin (penicillin 
G) was also resistant to p-hydroxybenzyL and 2-pentenylpenicillins (penicil- 
lins X and F). Plowever, several investigators have observed that the 
relative activity of the penicillins was not regular, but varied from organism 
to organism (c.g. (2)). It was of interest to determine whether the activity 
of the new biosynthetic penicillins (3) would fall in a similar narrow range of 
variation, or whether such penicillins, containing ac^d groups derived from 
biologically foreign substances, would exhibit a wider range of action. 

Resistance of organisms to penicillin has been ascribed to at least two 
different mechanisms. One of these involves production of penicillinase 
either as an intracellular or extracellular enzyme. The other does not 
appear to involve penicillinase. In determining the specificity of action of 
the new penicillins, tests were, therefore, conducted (a) by comparing the 
rates of reaction of these compounds with penicillinase, and (b) by determin- 
ing their effectiveness against a benzylpenicillin-resistant strain of Staphy- 
lococcus aureus 209-P which did not produce demonstrable quantities of 
penicillinase. 


EXPERIMENTAL 

Reactions of Penicillinase with Some Biosynthetic Penicillins — The mano- 
metric method of Henry and Housewright (4) for assaying penicillin proved 
to be a simple and relatively precise procedure for following the peni- 
cillin-penioillinase reactions. The following solutions were used in the de- 
terminations. 

1 . Sodium bicarbonate buffer, pH 7.0, prepared by dissolving 357.1 mg, 
of sodium bicarbonate (Baker) in 500 ml. of distilled water and equilibrating 
the solution with a gas mixture of 95 per cent per cent COo. 

* For paper VII, see Soper, Q. F., Whitehead, C, W., Behrens, O. K., Corse, J., 
and Jones, R. G., /. Aw. Chem, Soc., TO, 2849 (1948) . 
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2. Penicillinase solution, prepared immediately before use by dissolving 
0.7 mg. of pcaiicillinase^ in 12.5 ml. of the bicarbonot.e buffer. 

3. Penicillin solutions, prepared by dissolving the sodium salt of the 
penicillin in enough bicarbonate buffer so that 0.5 ml. of solution con* 
tained 1 X 10™"^ mole of the sodium penicillin. The concentrations of 
penicillin solutions Avere checked by bioassay. 

Constant volume Warburg respirometers were used. The main com- 
partment of the vessel contained 2.5 ml. of bicarbonate buffer and 0.5 mL 


Table I 

Desiruciion of Penicillins hy Penicillinase 


Penicillin, sodium salt 

No, of assays 

h ratio* 

Pheiioxymethvl-. 

2 

1 .40 

/3~PIienoxyethvlinercaptomethyl- 

15 

1,17 

jS-Bromoallylmcrcaptomethyl- 

4 

1.17 

a-Tiii oph ei 1 erne th vl - 

4 

1.15 

M-Trifiuoronieth 3 dphenylmercaptomethvl- 

2 

] . 14 

Allvlmercaptoniethvl-. 

6 

i.os 

o-Fluorobenzyl- 

2 

1.07 

Ethyl mercaptomethyl - 

6 

1 .05 

p-Broniobeiizyl- 

2 

1.02 

Isopropy Imercaptoiiiethyl- ^ 

6 

1.02 

Phenylselenoniethvl- 

2 

l.Ol 

Benzyl- 

37 

1.00 

p-Methoxy benzyl - 

' I 

0.98 

Isoainylmercaptoniethyl - 

9 

0.97 

u -Bu t y liner c ap tome th v 1 - 

9 

0.92 

?z-Propylinercaptoiiiethyl - i 

(> 

0.92 

w-Piuorobenzvl- 

2 

0.90 

0.S3 

p-Tolylmethyl- 

2 

C y cl 0 p c n t vl in e t h V 1 - 

4 

0.79 



* (Rate of reaction of penicillinase and new penicillii0/(rat{* of rcactinii nf peni- 
cillinase with beiizylpenieillin). The values rei)resent tlu', avenif!;<‘ of th<‘ siwnvral 
determinations. 


of penicillin solution. The system was equilibrated v'ith the gas mixture at 
37.5°, closed, and the enzyme solution (0.5 ml.) from the side arm was 
tipped into the reaction vessel. The rate of carbon dioxide evolution was 
folloAved for 100 minutes. Duplicate or triplicate determinations tvere 
made on each penicillin in comparison with benzylpenicillin. 

The rates of COo evolution varied considerably from one rim to another, 
presumably reflecting differences in enzyme concentration. However, the 
ratio of the rates of reaction of an experimental penicillin to that of benzyl* 

^ Penicillinase A, furnished by the courtesy of Dr. George E. Ward of the Schenley 
Laboratories, Inc., Lawrenceburg, Indiana. 
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penicillin {k ratio) was reproducible to ±6 per cent in all but one case. 
The k ratio varied from 0.79 for cyclopentylniethylpeniciliin to 1.40 for 
plienoxyinethylpenicillin (cf. Table I). Thus, though the biosynthetic 
penicillins reacted with penicillinase at significantly different rates, the 
differences Avere not great enough to be of therapeutic importance. 

Effect of Some Biosynthetic Penicillins on BenzylpemcilUn-Resistant 
Staphylococcus aureus — strain resistant to 200 units per ml. of benzyl- 
penicillin in broth culture was developed by serial transfers of Staphy- 
lococcus aureus 209-P through broth and on agar plates containing increasing 
concentrations of penicillin. 


Table II 


Effectiveness of Biosynthetic Penicillins on Benzylpenicillin-Resistant Strain of 

Staphylococcus aureus 


Penicillin (Na salt) 

Purity 

Average relative 
effectiveness 

a-Thiopheneniethyi- 

per cent 

95 

1.7 

p-Bromobensyi- 

S9 

1.6 

7ri -Fluorobenzyl- 

100 

1.2 

p -Me thoxy benzyl- 

99 

1.0 

E thylmercaptometh vl - 

98 

1.0 

Benzyl- 

100 

1.0 

o-Fluorobenzyl- 

94 

0.06 

Cyclopent54methyl- . 

96 

0.62 

p-Tolylmethvl- 

96 

0.62 

Plieiiylselenomethyl- 

1 98 

0.60 

n-Propylmercaptonietiiyl - 

' 98 

0.54 

Lsopropylmercaptonie thyl - 

1 97 

0.47 

iS-Bromoallvl- 

1 91 

0.41 

Ailyimercaptoniethyl- 

96 

0.40 

Phenoxymetliyl- 

90 

98 

0.35 

n -Butyl mercap tome tbyl- ' 

0.32 

Isoamy] iiiercap tome thyl- ' 

94 

0.26 

- P h(3 n ox VC t h vl me r c a p t o in e t by 1 - 

OS 

0.21 




Peiiiciiliii assays were performed by the plate method (5) with paper 
disks (6) by use of the resistant strain of Staphylococcus aureus as inoculum. 
An O.OIS M solution of benzylpenicillin (10,000 units per ml) produced an 
18.8 mm. zone. 

Concentrations of penicillin were plotted against diameters of the corre- 
sponding zones of inhibition. The ratios of moles of benzylpenicillin and 
bios 3 mthetic penicillins giving equal zones were determined at three or four 
points on the curve and the average ratios were calculated (cf. Table II). 

Generally, the relative activities of the new penicillins decreased as con- 
centrations increased. However, ethylmercaptomethylpeiiicillin and 
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p-metlioxybeiizylpeiiicillin were less effective than beiizylpenieilliu at lower 
concentrations but became more effective at 0.045 m (20,000 iiirir/S per inL) 
and 0.026 m (15,000 units per ml.) concentration respectively. 

The resistant organism apparently did not produce penicillinase;!. Fil- 
trates from nutrient broth cultures did not inactivate benzylpeiiicilliri in 4 
hours at room temperature. 10 mg. per cent suspensions of cells which had 
been extracted with acetone and ether did not enable a sensitive strain of 
Siaphylococciis aureus to survive in increased concentrations of penicillin. 

Table II also gives figures concerning the purity of the penicillins tested. 
These values represent the ratio of the found analytical value to the calcii- 
lated analytical value f or the analysis which deviated most from the theoreti- 
cal value. In the penicillins which contained a unique group that could be 
determined (f.e., OCHs, Br, Se), the ratio should be an accurate :Liieasiire of 
purity. In other penicillins, for which C, N, or S determinations were 
utilized, this measure of purity is only approximate, as some possible con- 
taminating materials also may contain these elements. 

In spite of the fact that the resistance was induced by siibcultiiriiig in the 
presence of benzylpenicillin, this penicillin was one of the most effective in 
preventing groivth of the organism. 

No correlations could be made between the action of the new pcmicillins 
with penicillinase and the bacteriostatic action of the penicillins on beiizyl- 
penicillin-resistant Staphylococcus aureus. 

The authors express their gratitude to Dr. J. M. McGuire for assistance 
with media and assays and to E. Brown Robbins for assistance with the 
manometric work. 


SUMMARY 

L The rate of destruction of a number of biosynthetic peni^alliiis 'by 
penicillinase has been compared with the rate of destruction of bctnzyl- 
penicillin. 

2. The relative effectiveness of a number of biosynthetic peni(rilii!is on ii 
strain of benzylpenicillin-resistant Staphylococcus aureus has d(!(x?r- 
mined. 
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THE ROLE OF TRYPTOPHAN IN THE NUTRITION OF 
HOGS ON NICOTINIC ACID-DEFICIENT DIETS^ 

By S. a. SINGAL, V. P. SYDENSTRICKEE, and JULIA M. LITTLEJOHN 

{From the Departmenie of Biochemistry and Medicine, University of Georgia School 

of Medicine, Augusta) 

(Received for publication| July 23, 1948) 

It has now been definitely established that there exists an interchange- 
ability of nicotinic acid and tryptophan in the nutrition of some animals 
on diets deficient in the vitamin and containing only suboptimal amounts 
of the amino acid (l-S). 

Because the dog has been employed as the experimental animal in the 
classical investigations on nicotinic acid deficiency, it seemed of interest to 
determine whether this same nicotinic acid-tryptophan relationship exists 
for this species. The results of these nutrition experiments, together with 
those obtained in the study of the urinary excretion of some nicotinic acid 
derivatives under these experimental conditions, are presented here. 

EXPEKIMENTAL 

Twenty-two weanling, mongrel puppies, 7 to 8 weeks old, were used in 
these studies. The basal ration consisted of casein (Labco) 19, sucrose 66 , 
salts (9) 4, and cottonseed oil 11 parts. All rations were fed ad libitum and 
each dog received in addition, per kilo of body weight per day, 100 y each 
of thiamine, riboflavin, and pyridoxine, 500 y of calcium pantothenate, and 
50 mg. of choline chloride. Folic acid and biotin were administered at a 
level of 30 and 20 y, respectively, per dog per day. The required amounts 
of vitamins were given in 20 per cent ethyl alcohol solutions twice weekly. 
Vitamins A and D w*ere given once weekly in the form of halibut liver oil 
fortified with viosterol at a level of 3 drops per kilo of body weight. Sup- 
plements of casein, zein, and gelatin to the basal diet replaced an equal 
amount of sucrose. 

The 24 hour urine specimens w’ere collected under toluene. The hydrol- 
ysis of urine was accomplished by autoclaving at 15 pounds for 15 minutes 
an aliquot of urine with an equal volume of either 2.0 n H 2 SO 4 or NaOH. 
The nicotinic acid content of the specimens and hydrolysates was deter- 
mined microbiologically by the method of Snell and Wright ( 10 ). W- 

* Presented in part at the meetings of the Federation of American Societies for 
Experimental Biology, Chicago, 1947 {Federation Proc., 6, 422 (1947)). Acknowledg- 
ment is made of aid from the John and Mary R. Markle Foundation and the United 
States Public Health Service. Folic acid was generously contributed by the Lederie 
Laboratories Divi.sion, American Cyanamid Company. 
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Metliyliiicotdiiamide was determined by the method of Huff and Peiizweig 

( 11 ), 

Nutrition Studies 

Growth data of dogs on nicotinic acid-deficient diets are presented in 
Table I. It is evident that upon the institution of the basal diet dogs gain 


Table I 


Growth of Dogs on Nicotinic Acid-Deficient Diets 


Diet 

Dog No. 

Weight gain 

Days to reach 
plateau 

Weight gain after 
nicotinic acid’^ 

Basal 

I 

gw. 

540 

8 

gw. 

960 

gm. per mg. 
nicoUnic acid 

38 


3 9 

740 

15 

1240 

38 


9 9 

520 

11 

SCO 

20 


10 9 

600 

14 

960 

33 


11 cf 

520 

14 

920 

27 


Ifi cf 

460 

14 

1380 

37 


20 cf 

420 

8 

1000 

30 

Average 


540 

12 

1050 

33 

Basal -f 21% zein 

6 9 

620 

15 

lOSO 

30 


17 cf 

780 

18 

1200 

39 

Average 


700 

17 

1140 

38 

Basal + 21% gela- 






tin 

5 9 

560 

n 

700 

22 


18 cf 

030 

16 

750 

25 

Average 


600 

14 

725 

21 

Basal + 21% case- 

7 9 

1100 

21 

MOO 

40 

in 

19 9 

1500 

24 

1650 

50 


21 cf 

1450 

37 



Average 


1350 

27 

1525 

48 


* A single dose of nicotinic acid at a level of 10.0 mg. per kilo was administered. 


an average of 540 gm. before reaching a growth plateau in alrout 12 days. 
Thereafter drastic weight loss is usually rapid and other symptoms of 
blacktongue, characterized by inflammation of the gums, palatine redness, 
and diarrhea, usually develop if therapy is withheld. To reduce the loss 
of dogs, nicotinic acid or tryptophan was usually administered after the 
dogs refused food for 48 hours. Frequently, severe symptoms had al- 
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ready developed. When one therapeutic dose of nicotinic acid was 
given at a level of 10.0 mg. per kilo of body weight, the dogs resumed in- 
take of food within 24 hours and gained on an average 1140 gni, before 
reaching another weight plateau. This amounts to 33 gm, gain in 
weight per mg. of nicotinic acid given. 

The development of nicotinic acid deficiency in dogs on the basal diet is 
not prevented or significantly altered by the inclusion of the tiyptoplian- 
deficient proteins, zein or gelatin, in the diet. Two dogs receiving the 
basal ration supplemented with 21 per cent zein gained an average of 700 
gm. before reaching a growth plateau in 17 days. With a therapeutic dose 
of nicotinic acid 1140 gm. were added to the body weight, or an average of 
38 gm. per mg. of nicotinic acid administered. The two dogs on the basal 
diet supplemented with 21 per cent gelatin show similar increases in body 
weight before growth plateau. With nicotinic acid, however, the growth 
response is somewhat smaller, as is evident from the smaller value of gm. 
gained per mg. of nicotinic acid given. 

The addition of 21 per cent casein to the basal diet does not prevent the 
onset of nicotinic acid deficiency, but significantly delayed its appearance 
as judged by the much larger weight gain before the weight plateau was 
reached and the longer period of time necessary to reach the plateau. In 
two of these animals this plateau persisted for 17 and 21 days before 
drastic decline in weight occurred. The plateau of animals on the basal 
diet lasted from 3 to 12 days. The response to nicotinic acid is also larger 
than that observed on the other diets. In the third animal, after a gain 
of 1450 gm., the growth plateau persisted for 30 days. Nicotinic acid 
was given w^hen there was no indication of drastic weight loss. At first 
the animal gained weight steadily and during the next 60 days growth 
was erratic, but there was no significant tendency for the animal to reach 
a weight plateau. 

With supplementary L-tryptophan at a level of 0.5 per cent, one dog 
(Fig. 1, Dog 2) received complete protection against the onset of nicotinic 
acid deficiency for an experimental period of 60 days. This animal grew 
at a rate comparable to that of animals receiving nicotinic acid at a level 
of 500 7 per kilo of body weight per day in addition to the basal diet. In- 
asmuch as a casein supplement of 21 per cent to the basal diet did not afford 
protection, the supplement was increased to 42 per cent, at which level the 
tryptophan content of the entire diet was equivalent to that of the basal 
diet supplemented wdth 0.5 per cent L-tryptophan.^ This high level of 
protein in the diet afforded complete protection to two dogs for periods of 
74 and 100 days, the length of the experimental periods (Fig. 1, Dog 12). 
In these periods the dogs gained 8.1 and 9.0 kilos in body weight. 

^ The tryptophan content of casein was taken as 1.2 per cent (12). 
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lEasmuch as further experiments with L-tryptophaii were inadvisable 
because of the cost of the natural amino acid, DL-tryptophaii was employed 
in the remaining experiments of the study. As with the h form, the racemic 
amino acid at a level of 0.5 per cent prevents the occurrence of nicotinic 
acid deficiency in the dog (Fig. 1, Dog 8). Levels of 0.3, 0.2, and 0.1 per 



Fig. 1. The growth of dogs on various diets. O , Bog 2 9 , l)asa] diet -h ^^.5 per cent 
L-tryptophan; • , Bog 8 cT, basal + 0.5 per cent i>L-tryptophaii; A, Bog 15 9 , basal 
4- 0.3 per cent DL-tiyptophan; □ , Bog 3,4 9 , basal 4- 0.2 per cent nir-iryptoplian; 
X, Dog 13 cf, basal + 0.1 per cent r> L-tryptophan; A, Dog 12 9 , basal 4* 42 per cent 
casein; ■ Dog 4 cf, basal -}- 600 y of nicotinic acid per kilo of l>ody weight daily. 
The lower right-hand curve represents Bog 3 9 , basal diet; 33 mg. of nicotini(! acid 
given at A, C, and E; 3.96 and 5.66 gm. of L-tryptophan at B and /), respectively. 

cent were then fed to determine the minimal protective level. It is appar- 
ent that this minimum must be less than 0.1 per cent, since dogs at this 
level are fully protected (Fig. 1, Dog 13). After a gain in body weight of 
6.3 kilos distemper appeared in one dog and the experiment was terminated. 
It is, however, apparent that 0.1 per cent nn-tryptophan affords protective 
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action^ It is of interest to note that, although the basal diet supplemented 
with 21 per cent casein containing a total of 0.48 per cent tr^'ptophan^ is 
ineffective in preventing nicotinic acid deficiency, the basal diet supple- 
mented with 0.1 per cent DL-tryptophan containing a total of 0,28 per cent 
tryptophan- is effective in this respect. One must assume, therefore, under 
these experimental conditions that supplementary tryptophan must be 
metabolized in a manner different from tryptophan present as an integral 
part of the protein molecule. It also appears unlikely that tryptophan 
present in the protein molecule with other amino acids is more readily 
utilized for the synthesis of tissue protein, a process which would remove it 
as a source of nicotinic acid synthesis. The protein requirement of the 
dog is met by a level of 19 per cent casein, because supplementary nicotinic 
acid promotes normal growth under these conditions (Fig. 1 , Dog 4). This 
leaves unaccounted for the metabolic route of the protein tryptophan in 
the 21 per cent casein supplement. One might consider that the free 
amino acid is more rapidly absorbed than protein tr 5 q)tophan because of 
the delay necessitated by the hydrolytic process in the gastrointestinal 
tract and thereby metabolized in the absence of large amounts of other 
amino acids present in the protein. In this respect it would be of interest 
to compare the protective action of supplementary casein with that of an 
enzyme hydrolysate of casein. 

At the present time there is not sufficient evidence to account for the 
protective action of high levels of supplementary casein (42 per cent). It 
is certainly not related to the nicotinic acid content of the protein per se> 
By microbiological assay a casein hydrolysate prepared with trypsin con- 
tains only 0.17 y of nicotinic acid per gm. of casein. The two dogs, each 
consuming an average of 300 gm. of diet daily, would obtain only 31 y of 
nicotinic acid in this manner. With an initial body weight of 3.0 kilos, 
the intake would be only 10 7 per kilo of body weight. This is less than 
one-twentieth of the minimal requirement (13). 

In view of the fact that l- and DL-tryptophan had protective action at 
the levels fed in these experiments, it was of interest to determine the cura- 
tive potency of the d and l forms in terms of nicotinic acid. This was 
performed by comparing the growth-promoting effect of a single dose of 
the L- and DL-amino acid in nicotinic acid-deficient dogs, which had been 
standardized with knowm amounts of nicotinic acid (13). The procedure 
was altered in that the assay of the amino acid was preceded and followed 
by a standardization response to nicotinic acid. An example of this assay 
is shown in Fig. 1 . The results of these experiments are presented in Table 

2 The calculation includes the tryptophan content of the casein of the basal diet 
and in addition one-half of the supplementary nn-tryptophan, as only the l form is 
utilized for nicotinic acid synthesis (see Table II). 
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11. It is apparent that only the natural form is utilized for iiic^otiiiic acid 
synthesis. The curative effect of L-tryptophaii faikxl in three assays. In 
one thf 3 administration of nicotinic acid promptly stopped the drastic 
weight loss and a growth response was then obtained which was in excess 
of that expected from nicotinic acid alone. In the other two animals 
amounts of nicotinic acid as high as 500 mg. failed to check the rapid de- 
cline. In one of these nasal hemorrhage was observed. The administra- 
tion of 500 mg. of ascorbic acid and 2.0 mg. of 2-metliyI-l ,4-naphthoqiii- 
none intramuscularly was without effect and the two animals died in an 
extremely emaciated condition 9 days later. 


Table II 

Nicoliruc Acid Equivalence of l~ and Tfh-T r ijplophari^' 
Values in rng. per grn. of amino acid. 


Dog. No. 

L-Tryptophan 

DL-Tryptoplia 

3 

5.6 

Phiteaut 


6.1 

3.0 

5 

6.1 

Plat.cau 

7 

9.0 


9 

10.0 

i ( 


S.l 

5.1 

11 

7.7 


16 

8.2 

3.7 


* Tryptophan was administered at a level of 1200 mg. per kilo of body weight 
in two portions during a 24 to 48 hour period. To prevent vomit ing of the supple- 
ment, the amino acid was ground with an equal weight of sucrose and givcni <hther 
in gelatin capsules or as a paste. 

t The term plateau indicates that the drastic W'eight loss ceased and that the 
body weight was maintained for at least 7 days. 

Nicotinic Acid Excretion Siudm 

In the rat the administration of tryptophan is followed l)y th<3 urinary 
excretion of relatively large amounts of nicotinic acid derivatives (M-'IS). 
In Table III are given the results obtained in the dog* Change of diet 
from commercial dog food to the synthetic diet is reflected in a rapid fall 
ill the excretion of the nicotinic acid derivatives measured. This is less 
marked in the nicotinic acid values obtained after acid hydrolysis. In 
factj by the 2nd day complete recovery has been obtained. Thereafter 
the values rise steadily to rather large levels. By contrast nicotinic acid 
values obtained in untreated or alkaline-hydrolyzed urine after the initial 
drop regain only a third of their original values. Since nicotinic acid and 
its amide have equal activities for the assay organism^ Lactohacillus arabi- 
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nosiis, and nicotiiiuric acid does not require preliminary hydrolysis to show 
the same activity as its theoretical equivalent of nicotinic acid (10), it 
appears that after the administration of tryptophan to dogs, as in rats (IS), 
there is excreted a nicotinic acid precursor which is converted to nicotinic 
acid by acid hydrolysis. This substance makes up the maj or portion of the 
total nicotinic acid derivatives excreted. By comparison N^-methylnico- 
tinamide, which is the major excretory substance in animals on a commer- 
cial animal ration, is only temporarily excreted in large amounts in dogs 
on synthetic diets containing tryptophan (days 3 to 8). Following this 
period the values are not in excess of those found in dogs receiving nico- 


Table III 

Urinanj Excretion of Nicotinic Acid Derivatives in Dog Receiving Basal Diet Supple- 
mented 'with OM Per Cent li-Tryptophan 


Days on diet 

Nicotinic acid 

Ni-Methyl- 

iiicotinaniide 

No hydrolysis 

Add hydrolysis 

Alkaline hydrolysis 


7 

T 

7 

7 

0* 

6*55 

720 

692 

2650 

1 

100 

414 

137 

1072 

2 

S4 

700 

64 

206 

3 

208 

1240 

208 

1460 

5 

205 

1120 

200 

1410 

8 

302 

1560 

305 

2710 

16 

153 ’ 

1848 

113 

861 

25 

120 

1830 

103 

600 

3 1. 

225 

2340 . 

182 

709 

40 

191 

2170 

191 

615 

46 

192 

2240 

222 

579 

50 

240 

2660 

178 

573 


* Excretion values on this day represent those of the animal on a commercial ani- 
mal ration. Thereafter, the experimental diet was instituted. 


tinic acid (Table IV), In the rat tryptophan stimulates the excretion of 
relatively large amounts of nicotinic acid, nicotinic acid precursor, and 
N^-methylnicotinamide, whereas in the dog only the excretion of the acid- 
hydrolyzable nicotinic acid precursor is marked. The pattern of excretion 
of nicotinic acid derivatives is markedly altered in dogs when the commer- 
cial ration is replaced by the basal diet supplemented with nicotinic acid 
(Table IV). In the former the excretion of nicotinic acid is the same re- 
gardless of the treatment of the urine, indicating that the substances 
excreted resemble the simple derivatives, nicotinic acid, nicotinamide, or 
nicotiniiric acid. NEMethylnicotinamide accounts for 87 per cent of the 
total nicotinic acid derivatives excreted. By comparison, on the synthetic 
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diet the values of nicotinic acid excretion are dependent on the treatment 
of urine before assay. Similar values are obtained in untreated or alkaline- 
hydrolyzed urine. With acid treatment the apparent nicotinic acid is 
increased by as much as a 3»foId factor. This difference may indicate that 
the dog on the synthetic ration excretes small amounts of the acid-hydro- 
lyzable precursor encountered in animals receiving tryptophan/’’^ The 
excretion of N^-metliylnicotinamide is also markedly reduced in the change 
of ration. The 6-pyridone of N^-methylnicotinamide (19, 20) may also 
play an important r61e in excretion of nicotinic acid derivatives in the dog. 
It has recently been reported that this substance is the major pathway of 

Table IV 


Urinary Excretion of Nicotdnic Acid Derivatives in Day Receiving Basal Diet a,nd 0.3 
Mcj. of Nicotinic Acid per Kilo of Body Weight per Day 


Bays OD diet 

Nicotinic acid 

Ni“MethyI“ 

nicotinamide 

No hydrolysis 

Acid hydrolysis 

Alkaline hydrolysis 


7 

7 

7 


0* 

588 

573 

513 

3880 

1 

394 

470 

338 

153(1 

2 

' 88 

224 

75 

234 

3 

100 

220 

80 

233 

5 

114 

275 

88 

350 

8 

114 

326 

93 

341 

16 

142 

324 

321 

412 

25 

118 

330 

81 

442 

31 

201 

375 

213 

505 

40 

155 

344 

121 

509 

50 

193 

400 

152 

502 

61 

210 

470 

185 

()13 


Excretion values on this day represent those of the aninia! on a connnere/iiil 
animal nition. Thereafter, the experimental diet was instituted. 


excretion of dietary nicotinic acid in the human (21), Similarly, it may 
account for the major fraction of methylated derivatives of nicotiiii(5 acid 
in dogs receiving tryptophan or nicotinic acid. 

The excretion of nicotinic acid derivatives in a dog on a high casein diet 
is shown in Table V. The protective action of this diet is apparently 
related to the synthesis of nicotinic acid as judged by the increased excre- 

2 The nature of the nicotinic acid fraction in the rat is similarly affected l)y tlie 
replacement of commercial animal ration with a synthetic diet. On the former, rats 
excrete nicotinic acid, the value of which is the same regardless whether the urine has 
been hydrolyzed with acid or alkali or left untreated before assay. Upon change to 
the synthetic diet, the urinary nicotinic acid is always somewhat greater in acid- 
hydrolyzed specimens. 
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Table V 


Urinary Excretion of Nicotinic Acid Derivatives in Dog Receiving Basal Diet Supple- 
mented with 4-^ Per Cent Casein 


Days on diet 

Nicotinic acid 

Ni-Methyl- 

nicotinamide 

No hydrolysis 

Acid hydrolysis 

Alkaline hydrolysis 


7 

7 

7 

7 


598 

630 

610 

2700 

1. 

102 

585 

107 

1100 

2 

161 

962 j 

177 

649 

3 

181 

846 

180 

1422 

5 i 

210 

1039 

207 i 

1666 

8 * 

167 

880 * 

189 

1166 

25 

255 

763 

261 

1607 

27 

244 

807 i 

240 i 

2431 


* Excretion values on this day represent those of the animal on a commercial 
animal ration. Thereafter, the experimental diet was instituted. 


Table VI 


Effect of h-Tryptophan ayid Nicotinic Acid on Urinary Excretion of Nicotinic Add 
Derivatives in Dog with Blacktongiie [Dog 9) 


Days on diet 

Nicotinic acid 

N^-Methyl- 

nicotinamide 

No hydrolysis 

Acid hydrolysis 

Alkaline hydrolysis 


T 

7 

i 

Y 

0* 

140 

366 

108 

52 

It 

S4 

472 

66 

186 

2t 

172 1 

890 

156 

1150 

3 

134 ^ 

950 

107 

1080 

4 

136 

452 

112 

469 

5 

no 

356 1 

81 

482 

6 

95 

305 

70 

96 

7 

107 

250 1 

90 

104 

8 

112 

278 ’ 

88 

91 

0* 

108 

228 i 

91 

107 

It 

4210 

4220 

4400 

3630 

2 

119 

209 

112 

656 

3 

140 

270 

127 

566 

4 

98 

161 

84 

140 

5 

153 

290 

131 

391 


Excretion values on these days represent those of the animal in a nicotinic acid- 
deficient state. 

t 2.0 gm. of L-tryptophan were given in a capsule, 
t 35 mg. of nicotinic acid were given in a capsule. 
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tioii of the acid-labile precursor and N^-methyliiicotiiiaiiiide. Tiic appear- 
ance of the latter in amounts greater tlian that found either in dogs on the 
basal diet supplemented with nicotinic acid (Table IV) or in the over-all 
excretion period in dogs receiving tryptophan will require further study for 
explanation. 

In the nicotinic acid-deficient dog relatively largo amounts of tryptophan 
can stimulate the increased excretion of the acid-hydrolyzable precursor 
of nicotinic acid and N^-methylnicotinamide (Table VI). In six studies 
four animals have shown these increased values. The failure of the other 
two has been interpreted as retention of the nicotinic acid synthesized from 
tryptophan. It would be well also to consider the efficiency of this syn- 
thesis in the deficient animal. When receiving therapeutic amounts of 
nicotinic acid, the deficient dog excretes only 23 per cent of the administered 
dose as nicotinic acid and N^-methylnicotinamide. The nicotinic acid 
precursor does not appear to be excreted in significant amounts after the 
administration of nicotinic acid as judged by the similar values of nicotinic 
acid excretion obtained in untreated and acid- and alkaline-hydrolyzed 
urine. This may imply that the precursor represents an intermediate in 
the s3mthesis of nicotinic acid and not a mechanism to remove a surplus 
of the vitamin in the body. Its excretion in dogs receiving tryptophan 
would indicate that its conversion to nicotinic acid is at a lower rate than 
the methylation of the nicotinic acid to N^-methylnicotinamide or more 
likely the 6-pyridone derivative. 

DISCUSSION 

The interchangeable role of nicotinic acid and tryptophan lias already 
been demonstrated in the nutrition of the rat (1, 2, 5~"7), mouse (4), chick 
(3), and pig (8, 22). Our results indicate that this relationship also exists 
for the dog. Urinary excretion studies lend support to the role of trypto- 
phan as the biological precursor of nicotinic acid (7, 14-18). 

The level of casein in the diet necessary to abolish the requirement for 
nicotinic acid varies from 20 to 25 per cent for the rat (7, 23) and the |:)ig 
(8, 22) to a value in excess of 40 per cent for the dog as reported here. If 
these latter results are applicable to human nutrition, some question is 
obviously raised as to the relative importance of protein and dietary nico- 
tinic acid in meeting the nicotinic acid requirement. It would appear 
rather unlikely that this level of protein is within the average dietary ex- 
perience (24). This would emphasize the importance of nicotinic acid in 
diets of moderate protein content in which the protein is derived to a large 
extent from animal sources (24), These foods contain large. amounts of 
the vitamin (25). 

Rather large quantities of milk have been successful in the treatment of 
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pellagra ( 26 ). In the rat its beneficial action has been ascribed to its pro- 
tein content, since the amount of nicotinic acid present is very low (2). 
In our owm studies 5 ml. of milk per day w^ere ineffective in preventing 
growth retardation in rats on low protein diets supplemented with gelatin,*^ 
Experiments with the nicotinic acid-deficient dog have indicated that milk 
has a greater beneficial action than can be ascribed to its nicotinic acid 
content as determined microbiologically (13). In our own hands this pro- 
cedure has given rather unreliable results. 

The presence of a substance in milk similar to nicotinic acid in its bio- 
logical activity should be considered in view of the fact that milk, the major 
food consumed after birth, contains little nicotinic acid. On a dry basis 
human milk contains only 10 per cent protein (27), which is insufficient for 
nicotinic acid synthesis in the rat and pig, and certainly a quantity con- 
siderably less than that required by the dog. Salmon (28) has shown that 
the nicotinic acid requirement of the rat is abolished on low protein diets 
■containing 30 per cent fat. In view of the fact that on the dry basis millc 
contains 28 per cent fat, we may have here a possible explanation for the 
absence of nicotinic acid deficiency in the nursing young. 

SUMMARY 

The interchangeable rble of nicotinic acid and tryptophan in the nutrition 
of dogs has been studied. At a level of 21 per cent in a nicotinic acid- 
deficient ration, gelatin, zein, or casein does not prevent the onset of nico- 
tinic acid deficiency in the dog. However, when the casein supplement 
wms increased to 42 per cent, complete protection was obtained. 

Supplementary l- or DL-tryptophan at the 0.5 per cent level similarly 
prevents the occurrence of the deficiency syndrome. The minimal pro- 
tective level of DL-tryptophan is less than 0.1 per cent, as dogs on the defi- 
cient ration supplemented with 0.3, 0.2, or 0.1 per cent of the amino acid 
grow at the normal rate and are without deficiency symptoms during the 
experimental period. 

The nicotinic acid equivalence of l- and DL-tryptophan has been deter- 
mined ill' nicotinic acid-deficient animals, which have been standardized 
with known amounts of nicotinic acid. By this method it has been found 
that only the natural isomer is utilized for nicotinic acid synthesis. 

The urinary excretion of some nicotinic acid derivatives in the dog has 
been studied. The administration of L-tryptophan results in the excretion 
of an acid-hydrolyzable precursor of nicotinic acid, which has previously 
been reported present in the urine of rats under similar conditions. There 
is only a temporary increase in urinary N^-methylnicotinamide. Dogs on 
rations supplemented with 42 per cent casein also excrete larger amounts 


Unpublished results. 
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of the precursor and N^-methylnicotinamide than did dogs growing normally 
on the basal ration supplemented with nicotinic acid. The results of the 
excretion and nutrition studies are interpreted as indicating that the syn- 
thesis of nicotinic acid from tryptophan does take place in this species. 
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FURTHER STUDIES ON THE EFFECT OF SOME AMINO 
ACIDS ON THE GROWTH AND NICOTINIC ACID 
STORAGE OF RATS ON LOW CASEIN DIETS'^ 

By S. A. SINGAL, V. P. SYDENSTRICKER, and JULIA M. LITTLEJOHN 

{From the DepartmenU of Biochemistry and Medicine, University of Georgia School 

of Medicine, Augusta) 

(Pi-eceived for publication, July 23, 1948) 

In a previous communication from this laboratory it was shown that 
the inclusion of an amino acid mixture containing histidine, valine, thre- 
onine, and lysine in a low protein diet produced marked depression of 
growth in rats (1). The addition of either nicotinic acid or tryptophan not 
only corrected the growth retardation, but permitted normal growth, which 
was not possible in the absence of these amino acids. That lysine was not 
the amino acid responsible for the growth depression was evident from the 
fact that its omission from the amino acid mixture did not significantly 
alter the results obtained. 

In the present paper the investigation has been continued to determine 
which amino acids are growth depressants and which are required by the 
rat for normal growth on low casein diets supplemented with nicotinic 
acid or tryptophan. Data are presented which indicate that threonine is 
the amino acid effective in both categories. 

EXPERIMENTAL 

Wistar strain rats, 22 days old, were used in these experiments. The 
basal diet consisted of casein (Labco) 9, sucrose 82, salts (2) 4, L«cystine 
0.2, cottonseed oil 3, and cod liver oil 2 parts. Vitamins were incorporated 
in 100 gm. of diet at the following levels: thiamine 1.0 mg., riboflavin 1.0 
mg., pyridoxine 1.0 mg., calcium pantothenate 2.0 mg., choline chloride 
200 mg., 2-inethyl-l , 4-naphthoquinone 0.5 mg., inositol 10 mg., biotin 0.02 
mg., and folic acid 0.2 mg. oj-Tocopherol was administered at a level of 
1.0 mg. per rat per week. Supplements of amino acids replaced an equal 
amount of sucrose in the diet. At first they were incorporated in the diet 
as pairs and later their effects were studied individually. 

The nicotinic acid content of muscle and liver "was determined micro- 
biologically (3) on tissue extracts prepared by autolysis aided by taka- 
diastase and papain (4). 

* Acknowledgment is made of aid from the John and Mary R. Markle Foundation 
and the United States Public Health Service. Folic acid and biotin were generously 
contributed by the Lederle Laboratories Division, American Cyanamid Company, 
and Merck and Company, Inc., respectively. 
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From the results iu Table I it is evident that growth on the basal ration 
can be improved to a limited, yet reproducible, extent by the addition of 
either nicotinic acid or tr}T)tophan. This is reflected in an increased nico- 
tinic acid content of muscle and liver, although the amino acid is much more 
effective in this respect. Under these experimental conditions it is possible 
to maintain nicotinic acid storage that is near normal with supplementary 
tryptophan in spite of suboptimal growth (Diets 3 to 5). 

When threonine and valine are added to the basal ration, there is ob- 
served a marked growth depression, which is not reflected in a concomitant 
decrease in nicotinic acid storage (Diet 6). On the contrary, values are 
obtained w^hich are usually in excess of those found for rats on the basal 
diet alone. This may be explained on the basis of a decreased demand on 
the nicotinic acid stores of the rats on threonine-containing diets, because 
of the small amount of new tissue laid down. Supplementary nicotinic 
acid or tryptophan not only corrects the inhibition, but permits normal 
growth, which is not possible in the absence of these amino acids (Diets 7 
and 8). Liver nicotinic acid is nearly normal in animals receiving dietary 
nicotinic acid, Avhereas there is no considerable change in muscle storage. 
The inability of dietary nicotinic acid to raise substantially muscle storage 
toTvard normal has been observed in all threonine-containing diets (Nos. 
7, 13, and 16), in spite of reasonably good grow^th. With supplementary 
tr}"ptophan muscle nicotinic acid is in the normal range. Liver storage is 
considerably above normal, a finding previously reported (1). Perhaps 
this indicates an accumulation in the liver of either nicotinic acid or inter- 
mediates in the synthesis of nicotinic acid from tryptophan, which can 
replace the nicotinic acid requirement of the test organism, Lactobacilhis 
arahinosus, emploj^ed in the microbiological assays. Apparently not 
involved is the acid-hydrolyzable derivative of nicotinic acid previously 
reported present in the urine of rats receiving tryptophan (1, 5). 

The amino acid pair containing valine and histidine, when added to the 
basal ration, does not significantly alter either the growth or nicotinic acid 
storage of rats on the basal ration alone (Diet 9). Supplementary nicotinic 
acid or tiyptophan produces the same effects with this diet as with the 
basal diet alone (Diets 10 and 11). 

With threonine and histidine there is obtained a growth inhibition which, 
resembles that observed in animals on the diet containing threonine and 
valine (Diet 12). A supplement of nicotinic acid or tryptophan also pro- 
duces similar effects in regard to growth and nicotinic acid storage (Diets 
13 and 14). In consideration of the results obtained with diets containing 
pairs of amino acids, it is apparent that growth inhibition is observed only 
when threonine is one member of the pair. In addition the basal ration 
contains only suboptimal amounts of this amino acid, because when it is 
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added to the ration, either nicotinic acid or tryptophan can stimulate 
optimal growth. 


Table I 


Growth and Muscle and Liver Nicotinic Acid of Rais on Various Diets 


Diet 

No. 

No. 

of 

Diet* 

Gain per wk. 
for 4 wks. 


Nicotinic acid 

rats 


Muscle 


Liver 

1 

7 

Stock 

25 

sm. 

(22-29 )t 

7 

74 

per gm. 

(61-85 )t 

7 per gm, 

159 (132-185)t 

2 

7 

20% casein 

25 

(21-33) 

78 

(70-85) 

186 

(167-206) 

3 

11 

Basal 

9 

(8-12) 

38 

(28-52) 

86 

(57-114) 

4 

11 

“ 4“ 2.0 mg. % nicotinic acid 

13 

(10-16) 

73 

(64-90) 

111 

(63-165) 

5 

11 

+ 0.2 % L-tryptophan 

14 

(9-17) 

79 

(65-94) 

150 

(70-227) 

6 

8 

4* threonine 4- valine 

2 

(0- 3) 

46 

(34-64) 

137 

(64-217) 

7 

8 

Diet 6 + 2.0 mg. % nicotinic acid 

22 

(18-27) 

50 

(44-59) 

152 

(150-166) 

8 

8 

“ 6 + 0.2 % L-tryptophan 

24 

(21-28) 

77 

(61-87) 

228 

(171-303) 

9 

8 

Basal + valine + histidine 

10 

(8-12) 

37 

(30-48) 

90 

(43-110) 

10 

8 

Diet 9 + 2.0 mg. % nicotinic acid 

14 

(11-15) 

68 

(56-80) 

109 

(67-138) 

11 

8 

9 + 0.2 % L-tryptophan 

13 

(10-17) 

80 

(63-92) 

144 

(77-208) 

12 

S 

Basal + threonine + histidine 

2 

(1- 3) 

45 

(28-74) 

125 

(77-164) 

13 

8 

Diet 12 + 2.0 mg. % nicotinic 

19 

(15-25) 

53 

(47-61) 

146 

(1,11-164) 

14 

S 

acid 

Diet 12 + 0,2 % L-tryptophan , 

23 

(20-25) 

86 

(77-95) 

222 

(190-254) 

15 

9 

Basal + threonine 

3 

(0-6) 

41 

(23-67) 

131 

(93-200) 

16 

9| 

Diet 15 + 2.0 mg.% nicotinic 

19 

(16-24) 

45 

(30-58) 

141 

(106-186) 

17 

9 

acid 

Diet 15 + 0.2 % L-tryptophan 

22 

(19-27) 

70 

(56-85) 

229 

(179-281) 

IS 


Basal + valine 

9 

(8-12) 

42 

(26-63) 

82 

(61-109) 

19 

s| 

Diet 18 + 2.0 mg. % nicotinic 

13 

(10-15) 

64 

(44-81) 

99 

(59-122) 

20 

8 

acid 

Diet 18 + 0.2 % L-tryptophan 

9 

(9-11) 

78 

(60-88) 

127 

(83-196) 

21 

8 

Basal + histidine 

9 

(8-10) 

40 

(31-60) 

84 

(68-131) 

22 

S 

Diet 21 + 2,0 mg. % nicotinic 

12 

(9-16) 

62 

(54r-70) 

96 

(88-107) 

23 

8 

acid 

Diet 21 + 0.2 % L-tryptophan 

12 

(8-16) 

79 

(65-92) 

141 

(88-178) 

24 

5 

Basal + phenylalanine 

9 

(7-11) 

41 

(34-45) 

84 

(73- 90) 

25 

5 

Diet 24 + 2,0 mg. % nicotinic 

12 

(8-14) 

63 

(50-71) 

101 

(71-123) 

26 

5 

acid 

Diet 24 + 0.2 % L-tryptophan 

12 

(8-14) 

SO 

(64-90) 

138 

(116-184) 


* The stock ration consists of commercial animal food supplemented liberally with 
milk, lettuce, and carrots. The levels of supplementary amino acids are DL-tlireo- 
nine 0.4 per cent, dl-* valine 0.3 per cent, L-histidine monohydrochloride 0.25 per 
cent, and DL-phenylalanine 0.25 per cent. 

I The values in parentheses represent the range. 

The effects of the individual amino acids were then studied to determine 
whether the presence of either valine or histidine was required for the 
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activity of threonine. It is evident that the growth-depressing action of 
the amino acid mixture is entirely confined to threonine. Valine and 
histidine are without effect individually, as they are when included together 
in the basal ration (Diets 18 to 23), It is difficult to explain the inability 
of tryptophan to produce in the presence of valine the limited growth 
response observable on the basal ration plus tryptophan (compare Diets 
20 and 5), With supplementary nicotinic acid or tryptophan, threonine 
alone is required for reasonably good growth (Diets 16 and 17). It is of 
interest to note that at the level fed nicotinic acid is a little less effective 
than tryptophan. When the requirement of tryptophan is divided between 
that necessary for protein synthesis and that needed for nicotinic acid 
synthesis, it may well be that the amount of the amino acid present in the 
basal ration alone is not quite sufficient for the former process when nico- 
tinic acid and threonine are included in the ration. When nicotinic acid 
is replaced by tryptophan, this requirement is easily met. At smaller 
growth rates, in which protein synthesis is already limited by the amount 
of threonine present in the basal ration, these differences disappear, 

DISCUSSION 

Krehl et al. (5, 6) first observed growth retardation in rats on low protein 
diets containing large amounts of corn. The addition of either tryptophan 
or nicotinic acid corrected the deficiency^ and peraiitted normal growth to 
proceed. Briggs extended this observation to the chick and further demon- 
strated that a similar depression could be obtained by the addition of gela- 
tin to a purified diet (7, 8). In this work the inhibitoiy effect was not 
noted when gelatin was replaced by arginine and glycine. Later work 
from this laboratory indicated that the two amino acids were growth- 
inhibitory under somewhat altered conditions (9). The addition of alanine 
furthered the depressant effect. The feeding of an amino acid mixture, 
simulating the relative occurrences of some amino acids in gelatin, produced 
an inhibition observed with the protein itself. The omission of arginine 
and glycine from the mixture permitted good grow'th. In more recent 
results Anderson and Briggs observed that the inhibitoiy effect of some 
seventeen amino acids varied from the rather deleterious effect of nietlii- 
onine to a 20 per cent inhibition by valine (10). 

In extension of their original observations the University of Wisconsin 
workers have found that it was not necessary to postulate a specific pellagra- 
genic agent in corn for the rat, at least, because the deficiency syndrome 
could be duplicated with non-corn rations by the addition of tryptophan- 
deficient proteins, such as zein or gelatin, or acid-hydrolyzed proteins to a 
nicotinic acid-deficient diet low in tryptophan (11). Of a number of amino 
acids tested for growth inhibition, glycine was particularly effective (12). 
Supplementary nicotinic acid removed the inhibition, but normal growth 
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was not obtain&d. flie deleterious effect of acid-hydrolyzed casein could 
be reproduced with a mixture of amino acids made to simulate the hydrol- 
ysate. That this iahbition was not due to glycine and alanine per se 
was evident from the fact that their omission from the mixture did not pre- 
vent growth khibitLOL (13). 

Beginning with th« suggestion that the usual 9 per cent casein diet is 
deficient in a ntiimbexof amino acids (14), the present authors observed 
that the addition of a mixture of amino acids containing lysine, valine, 
threonine, and histidine to a low protein diet produced marked growth 
retardation in rats (L). Supplementary nicotinic acid or tryptophan not 
only corrected the deficiency, but also produced good growth, which was 
not possible in the absence of these amino acids. The omission of lysine 
from the mixture did not significantly alter the data. The results of the 
present report indicate that of the remaining members of the mixture 
valine and Mstidin-c do not alter growth significantly. Threonine alone is 
responsible for the? growth inhibition by the mixture. Furthermore, it is 
revealed that this aimino acid is the limiting factor for growth on the low 
casein diet. Recently, this latter observation has also been made by 
Griffith (15). 

Salmon (1&) in his studies has stated that the primary deficiency on low 
casein diets was that of labile methyl groups and, secondly, nicotinic acid. 
Only after the requiremient of the vitamin was satisfied, could a deficiency of 
sulfur amino acid Be demonstrated. Under our conditions, in which the 
basal low protein diet is already supplemented with choline and cystine, 
the growtk-promobiug acjtion of nicotinic acid is limited only by the sub- 
optimal amounts of tbreonine in the basal ration. 

INiveii et 17) h:ave observed marked growth retardation in rats re- 
ceiving pken^^klanin^ and tyrosine. The addition of relatively large 
amiouxits of nicotmic acid or tryptophan corrected only in part the defi- 
ciency syndrome . Oar results indicate that at a 0.25 per cent level phenyl- 
alanine does not have inhibitory action, nor can it promote good growth 
with supplementary aicntinic acid or tryptophan (Diets 24 and 25). 

The nature of the growth-depressing action of threonine is obscure, 
"Whether it represent s a, specific antagonism between nicotinic acid and 
the amino acid, or the result of the resolution of a multiple deficiency into 
one involving a single essential substance, is at present unknown. In 
regard to the former, oae may consider the curious antagonism between 
threonine and nauscfe nicotinic acid as reported here. 

SUMMARY 

It was originally observed that an amino acid mixture containing lysine, 
valine, threonine, and histidine produced in rats on a low casein ration a 
growth retardation, whieh was prevented by either supplementaiy nico- 
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tinic acid or tryptophan. The omission of lysine from the mixture did not 
significantly alter the results. Of the remaining components of the mix- 
ture, histidine and valine are without effect on growth. Threonine alone 
produces the growth retardation originally observed with the amino acid 
mixture. Supplementary nicotinic acid or tryptophan not only corrects 
the inhibition, but permits good growth, which is not possible in the ab- 
sence of threonine. 

The inhibition by threonine is not accompanied by a decrease in the 
storage of nicotinic acid in the liver or muscle. The values are usually in 
excess of those found on the basal diet alone. With nicotinic acid or tryp- 
tophan the vitamin storage in the liver is increased to a nearly normal level 
for the former and to a value considerably in excess of the normal for the 
latter supplement. 

The authors are grateful to Mr. Horace Hayes for the care of animals 
employed in this investigation. 
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THE NICOTINIC ACID CONTENT OF TISSUES OF RATS ON 
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{From the Departments of Biochemistry and Medicine, University of Georgia School 
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(Received for publication, July 23, 194S) 

With the demonstration that nicotinic acid was a dietary essential for 
the dog (l)j pig (2), monkey (3), chick (4), and man (5-9), it was rap- 
idly shown that the nicotinic acid or pyridine nucleotide content of some 
tissues is markedly decreased in the deficient animaL Of the tissues 
studied only voluntary muscle and liver have shovm subnormal values 
in the dog (10-14), pig (14), and chick (15). In pellagra the coenzyme 
content of muscle decreases as the deficiency progresses (16). Normal 
values are obtained for erythrocytes (13, 16, 17). 

Prior to 1945 no specific disease due to nicotinic acid deficiency was 
demonstrable in the rat. There was evidence, however, that the rat could 
synthesize a sufficient amount of the vitamin for growth (18-20). In 
1945 Krehl ei aL (21, 22) observed in rats on low casein diets containing 
corn a growth retardation, which was prevented by either nicotinic acid 
or tryptophan. It seemed desirable, therefore, to compare the effects of 
nicotinic acid deficiency in the rat on the tissue content of this vitamin 
with those reported for other species. The results of this investigation 
are reported here. 


EXPEKIMENTAL 

Wistar strain rats, 21 to 24 days old, were used in these experiments. 
The synthetic diet consisted of casein (Labco) 15, sucrose 76, cottonseed 
oil 3, salts (23) 4, cystine 0.5, and cod liver oil 2 parts. Vitamins were 
incorporated in 100 gm. of diet at the following levels: thiamine 2.0 mg., 
riboflaAdii 2.0 mg., pyridoxine 2.0 mg., calcium pantothenate 4.0 mg., and 
choline chloride 1.0 gm. The basal ration was prepared by mixing 60 parts 
of the above diet with 40 parts of corn grits. 

Tissue specimens were prepared for analysis by autoclaving the finely 
ground material with 1.0 n H 2SO4 for 30 minutes at 15 pounds. The hot 
extracts were neutralized to pH 4.5 with brom-cresol green as indicator, 

Acknowledgment is made of aid from the John and Mary R. Markle Foundation, 
and the United States Public Health Service. Crystalline vitamins and uL-trypto- 
phaii were generously contributed by Merck and Company, Inc., and Winthrop- 
Stearns, Inc., respectively. 


1069 



1070 


NICOTINIC ACIB OE TISSUES 


cooled to room temperature, filtered, and neutralized to pH 6.8 with brom- 
thymol blue as indicator. 1.0 ml. of blood obtained by cardiac puncture 
was laked with 50 ml, of distilled w-ater and autoclaved with 5.0 ml. of 2.0 
N H 2 SO 4 , From this point the preparation followed the procedure em- 
ployed for the solid tissues. The nicotinic acid content of the extracts was 
determined microbiologically by the method of Snell and Wright (24). 

Table I 

’Nicotinic Acid Content of Tissues of Rats on Corn Rations 
Nicotinic acid content expressed as micrograms per gm. of wet tissue or micrograms 
per ml. of blood. Values in parentheses represent the range. 

Diet 1, stock ration; Diet 2, basal; Diet 3, basal + 100 y of nicotinic acid per 
rat daily; Diet 4, basal + 0.5 per cent L-tryptophan; Diet 5, basal + 200 7 of N^- 
methylnicotinamide per rat daily. 


! 

Diet 1, 

7 rats 

Diet 2 , 

12 rats 

Diet 3, 

13 rats 

Diet 4, 

11 rats 

Diet 5, 

12 rats 

Weight 

4-190 

4-26 

4-180 

+192 

4-39 

^ change, gni. 

(155-220) 

(2-77) 

(133-218) 

(154-213) 

(8-72) 

Brain 

47 

30 

48 

50 



(41-50) 

(20-35) 

(40-54) 

(37-55) 


Heart 

114 

105 

107 

105 

107 


(108-119) 

(83-122) 

(7(1-142) 

(00-119) 

(80-115) 

Lung 

48 

43 

46 

50 



(42-52) 

(37-45) 

(42-52) 

(43-55) 


Spleen 

58 

57 

61 

63 



(55-67) 

(43-64) 

(55-70) 

(55-73) 


Muscle 

78 

45 

77 

SI 

40 


(73-84) 

(16-60) 

I (55-97) 

(70-92) 

(18-74) 

Kidney 

87 

S4 

101 

101 

84 


(80-92) 

(66-104) 

(81-130) 

(80-119) 

(61-94) 

Liver 

157 

105 

160 

214 

111 


(130-173) 

(57-136) 

(128-202) 

(173-334) 

(79-153) 

Blood 

14 

12 j 

13 

14 

13 


(12-18) 

(11-13) 

(12-14) 

(13-17) 

(11-14) 


It is evident from the results in Table I that the effects of nicotinic acid 
deficiency in the rat resemble in part those observed in other species. 
After 70 days on the deficient diet, tWe is little change in the nicotinic acid 
content of heart, lung, spleen, Iddney, and blood. Only in liver, voluntary 
muscle, and brain are subnormal values found. The changes in liver and 
muscle are similar to those reported for the rat by Hundley (25) and those 
for other species. It is surprising, however, to find a certain dependence 
of the nicotinic acid level of brain on the dietary level of the vitamin. By 
contrast, in the dog and pig (14) normal brain levels are maintained in 
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spite of extreme deficiency. It appears that the major nicotinic acid- 
stores in the rat are in the liver and muscle, when one considers not only 
the mass of tissue involved, but also its nicotinic acid content. 

The administration of nicotinic acid completely prevents the changes in 
concentration of tissue vitamin which occur in animals on the basal ration 
alone. The values obtained are in general agreement with those found in 
animals reared on a stock ration which permits normal growth and breeding 
in this laboratory. With supplementary tryptophan essentially similar 
results are found. With tryptophan regarded as a biological precursor of 
nicotinic acid (26-28), the nature of its beneficial effect in maintenance of 
normal levels of tissue nicotinic acid is obvious. One finds levels in liver 
nicotinic acid which are above normal. Values as high as 334 y per gm. 
are well outside the normal range. Similar results obtained since the 
completion of the present investigation have been reported (29) and inter- 
preted as supporting evidence of the synthesis of nicotinic acid in the 
liver. As judged by the strict maintenance of normal values in other 
tissues, one might surmise that the liver is the major site of synthesis, 

Najjar et aL (30) have reported that N^-methylnicotinamide, a major 
metabolic end-product of nicotinic acid, possesses definite antiblacktongue 
activity, both as a preventive and as a therapeutic agent. This is in 
contrast to the findings of Teply et aL (31). In the present study this 
substance is inactive in rats at a daily level of 200 y. It does not prevent 
either gro'^vth retardation or depletion of the nicotinic acid stores in the 
liver and muscle that is observed on the basal ration. It would appear 
that this species is unable to demethylate N^-methylnicotinamide to nico- 
tinic acid at a rate sufficient for good grow^th. In light of these results 
it is difficult to account for the lipotropic activity of N^-methylnicotina- 
mide in rats on diets containing glycocyamine, as reported by Najjar (32). 
If labile methyl groups are made available in a demethylation process, 
nicotinic acid per se cannot be considered an end-product, in view of the 
fact that the methylated derivative is inactive both as a preventive and 
as a therapeutic agent^ in rats on the deficient basal ration. 

DISCUSSION 

The maintenance of the normal vitamin content of certain tissues in 
animals on diets deficient in this essential has been regarded as a necessary 
condition for the preservation of certain vital functions. A decrease is 
considered incompatible with life. In this respect the rat maintains normal 
nicotinic acid levels in the heart, lung, spleen, kidney, and blood, but allows 

^ 1.0 mg. of N^-metliylnicotinamidc was injected each day for 5 days into nicotinic 
acid-deficient rats. No alteration in the growth rate was observed during the next 
14 days. 
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depletion of vitamin stores in muscle and liver, and, to a smaller extent, in 
brain. The depressed values must reflect a diminished capacity for meta- 
bolic functions requiring the presence of nicotinic acid as a coeiizyme. 
However, the rat on inadequate diets makes a nutritional adaptation by 
reducing the food intake and thereby lessening the effects of nutritional 
stress. When this curtailment of food intake is prevented by forced feed- 
ing, acute deficiency states are obtained in a relatively short time without 
the complication of a generalized imdernutrition. An excellent example of 
this has been reported recently by Spector in the production of trypto- 
phan deficiency in the rat (33). 


SUMMARY 

The nicotinic acid content has been determined in some tissues of rats on 
diets containing corn, deficient in nicotinic acid. In the deficiency 
state normal values are maintained in the heart, lung, spleen, kidney, 
and blood. In the liver, muscle, and brain subnormal levels are ob- 
tained. 

With supplementary nicotinic acid or tryptophan the depletion of the 
nicotinic acid stores is prevented. In this respect the beneficial action 
of the amino acid is interpreted in the light of the biosynthesis of nicotinic 
acid. 

N^-Methylnicotinamide does not prevent either the growth retardation 
or the depletion of nicotinic acid stores in the liver and muscle that is 
observed in rats on the deficient diet. 
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THE ASSAY OF ANIMAL TISSUES FOR RESPIRATORY 

ENZYMES 


VIII. CONDITIONS FOR OXALACETATE OXIDATION IN WHOLE 
HOMOGENATES* 

By van R, potter, ARTHUR B. PARDEE, f and GLORIA G. LYLE 

{From the McArdle Me7norial Lahoratory , Medical School, University of Wisconsin, 

M adison) 

(Received for publication, July 17, 1948) 

In the development of the conditions for oxalacetate oxidation in animal 
tissues two sets of variables had to be studied. In the paper by Potter, 
LePage, and King (1) the homogenate was the chief variable. It was 
shown that isotonic KCl homogenates were superior to water homogenates, 
that the enzyme was stable in KCl homogenates at 0 ° for 6 hours or in the 
animal for 30 minutes post mortem, and that the enzyme was rapidly 
inactivated in the absence of substrate and cofactors at 38°. The present 
paper will report the results of studies in which the reaction mixture was 
varied in an attempt to define the optimum conditions for the oxidation, 
which are approximately the same as those previously used (1). The 
importance of this work lies in the fact that this reaction mixture can be 
used as a basis not only for studying the oxalacetate oxidation per se but 
also for studies on endergonic reactions which must be coupled to adenosine 
triphosphate (ATP), It must be emphasized, however, that the conditions 
described below are not necessarily the optimum for endergonic syntheses 
but are to be considered as a basis for further development of such reac- 
tions. 


EXPERIMENTAL 

Methods — Oxygen uptake was taken as a measure of enzyme activity, and 
the measurements were made in a conventional Warburg apparatus at 38°. 
In addition, it was frequently desirable to determine the rate of substrate 
disappearance and of product formation. This was done by stopping the 
reaction in appropriate flasks at various intervals by adding 2 ml. of cold 
17.5 per cent trichloroacetic acid. The precipitated proteins were then 
centrifuged in the cold, and aliquots of the supernatants were analyzed. 

The homogenates were always prepared with 9 volumes of isotonic KCl 

* This work was aided in part by a grant from the Jonathan Bowman Fund for 
Cancer Research. 

t Merck Postdoctoral Fellow in the Natural Sciences under the National Research 
Council. 
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per weight of tissue, with the precautions as to speed and cold previously 
indicated (1). Cold homogenates were added to cold reaction mixtures, 
which were then placed in the 38® bath. The final volume was alwmys 3.0 
ml. Readings were taken every 10 minutes, following a 10 minute eqiiili- 
bration period. 

The analytical work herein reported involved mainly the disappearance 
of oxalacetate and the formation of citrate, although in experiments not 
reported determinations for adcetoglutarate, succinate, and malate were 
carried out and these substances were shown to bo formed in the few re- 
actions examined. Oxalacetate gives the same reaction with 2,4-dini- 
trophenylhydrazine that is given by pyruvate when the treatment with the 
reagent is continued for 20 minutes in the direct method of Friedemann 
and Haugen (2). Interference due to a-ketoglutarate can be corrected by 
determining the optical density at two wave-lengths (480 and 580 m/x), 
but in most of the work this was not necessaiy. Since oxalacetate and 
pyruvate give the same color density, the determination of keto acid dis- 
appearance reveals the conversion of oxalacetate and pyruvate into other 
compounds and does not show any interconversion that may occur between 
the two compounds. The primary product of the oxidative reaction that 
results in oxalacetic disappearance is not known, but the formation of 
citrate would constitute strong evidence that the Krebs condensation had 
occurred. This substance was determined by the pentabromoacetone 
method as modified by Natelson et al. (3), with single extractions suggested 
by Lardy (4). The method may be further simplified by carrying out the 
reactions and extractions in open 50 ml. graduated centrifuge tubes. The 
extractions can be completed in about 1 minute by means of a high speed 
stirrer in place of shaking. Aliquots containing 10 to 60 7 of citric acid are 
suitable (3). 

Optimum Concentrations — Table I summarizes a number of experiments 
in which varying concentrations of ATP, oxalacetate, MgCl2, inorganic 
phosphate, and KCl were individually tested in the presence of the opti- 
mum concentrations of all the other reactants. Homogenates of rat 
kidney and rat liver were tested and gave approximately the same optima. 
C3rtochrome c was present in all the flasks at a concentration of 1.3 X 
M, although the beneficial effect was very slight and the compound could 
probably be omitted for most purposes. For example, in another set of 
experiments, the omission of the cytochrome decreased the oxygen uptake 
from 125 to 118 microliters per 20 minutes in the case of kidney and from 
89 to 76 microliters in the case of liver. 

All of the experiments in Table I were carried out with K salts instead 
of Na salts. In separate experiments it was found that the use of K salts 
produced a very marked stimulation in the case of kidney, while the effect 
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in the case of liver, though slight, was still significant. Thus with kidney 
homogenate, the average of two experiments done in triplicate was 126 
microliters per 20 minutes with K salts and only 71 microliters Avith Na 
salts. With liver the values Avere 114 and 101 microliters respectively. 

Table I 

Optimum Condiiiom for Oxalacetic Oxidase System in Liver and Kidney Homogenates 
The source of enzyme was rat tissue; 0.3 ml. of kidney or 0.5 ml. of liver as a 10 per 
cent lioinogenate in isotonic KCl was added to each flask. The data for each com- 
pound were obtained from two or more experiments in duplicate, Avith freshly pre- 
pared homogenates. Thus the variation in animals is the source of the variation in 
plateau values obtained with various compounds. Each compound was studied at 
varying concentrations and all other compounds were held constant and at the opti- 
mum values. In addition to materials in the table 1.3 X 10"*' m cytochrome c was 
present in each flask. The concentration of each component selected for the stand- 
ard technique is indicated by bold-faced type. The measure of activity was arbi- 
trarily taken as the microliters of oxygen taken up in the 20 minutes following the 10 
minute equilibration period. 


ATP 

Oxalacetate 

MgCh 

Phosphate 

KCl* 

t 

Molarity 1 ^ 

X 10‘ 

Molarity 
X 103 

O 2 

Molarity 
X 103 

O 2 

Molarity 
X 103 

O 2 

1 Molarity 
! X 10= 

02 


Kidney 


0 

13 

0 

12 

0 

57 

0 

59 

0 

39 

3.3 

61 

0.9 

61 

3.3 

132 

1.7 

100 

3.3 

115 

6.7 

112 

l.S 

120 

3.3 

129 

3.3 

103 

6,7 

130 

10 .0 

124 

2.7 

122 

5.0 

129 

6.7 

116 

10.0 

132 

16.7 

126 

4.4 

97 

0.7 

125 1 

10.0 

120 









16.7 

120 




Liver 


0 

32 

0 

41 

0 

60 

0 

68 

0 

35 

3.3 

65 

0.9 

58 

1.7 

82 

1.7 

74 

3.3 

91 

6.7 

75 

l.S 

85 

3.3 

74 

3.3 

71 

6.7 

81 

10 ,0 

80 

2.7 

85 

5.0 

80 

6.7 

72 

13.3 

1 60 

16.7 

90 

4.4 

86 

6.7 

78 

10.0 

75 

26.7 

1 61 







16.7 

SO 




Does not include KCI in the homogenate. 


The data in Table I were obtained with reaction mixtures of approxi- 
mately pH 7.0. Earlier Avork was done at about pH 7.4. The effect of 
pH on the oxygen uptake is shoAvn in Fig. 1. The optimum pH for the 
system is not a property of any one enzyme, but represents the resultant 
of the various optima of different en 2 ymatic components of the system. 
This fact probably explains the difference between the pH curve for liver 
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compared to kidney, in which the ratio of' the various enzymes in- 
volved is considerably different. 

None of the data in Table I were obtained with mixtures that included 
DPN (diphosphopyridine nucleotide, coenzyme I). A large number of 
experiments were carried out on a series of ATP levels with and without 
added DPN. The DPN was of high purity (about 80 per cent), obtained 



Fig. 1 Fig. 2 

Fig. 1. Effect of pH on oxalacetate oxidation by isotonic KGl homogenates of rat 
kidney (30 mg.) or liver (oO mg.). The reaction mixture was as described in the text 
except that the phosphate buffer was increased to 0.083 m. Tlie. data are avcragCvS of 
two experiments in duplicate. The pH values were essentially constant during the 
experimental period . 

Fig. 2. Effect of tissue concentration on rate of oxygen uptake in the oxalacetate 
system, as described in the text. 

from Dr. G. A. LePage. The experiments showed that at low levels of 
ATP DPN produced marked stimulation, but, as the level of ATP was 
increased, the effect of DPN disappeared. It appears that DPN is not 
needed per se but that it can substitute for ATP, particularly in a system 
that contains a limiting amount of ATP, These results can be interpreted 
more readily in view of the recent results of Kornberg and Lindberg (5) 
who reported that an enzyme from kidney splits DPN to adenylic acid and 




V, R, POTTER, A. B. PARDEE, AND G. G» EYLE 


1079 


nicotinamide ribose phosphate. Since adenylic acid can be phosphoiylated 
to ATP in the reaction mixture we employ, the effect of DPN is probably 
merely to serve as a source of ATP. The new DPN -splitting enzyme is not 
inhibited by nicotinamide (5), and we have been unable to obtain any 
beneficial effects with nicotinamide in the oxalacetate system in kidney and 
liver homogenates. In contrast to the kidney enzyme the DPNase in brain 
and in tumor is inhibited by nicotinamide, and no doubt each tissue will 
have to be studied individually to determine the effect of various additions 
on the system. 

The data in Table I show that the addition of inorganic phosphate 
produces a marked stimulation and that high amounts of phosphate are 
not harmful. The higher levels of phosphate give much better buffering 
capacity, but, if changes in the phosphate concentration due to oxidative 
phosphorylation are to be studied, the experimental error becomes too 
high to permit accurate determination of small changes. The level of 
phosphate to be used is therefore a compromise between these two con- 
siderations and is generally at the high level when changes in the level are 
not being studied. The control of the pH of the reaction is one of the 
problems not fully solved. The initial addition of oxalacetate lowers the 
pH because the oxalacetic acid is only three-fourths neutralized. Large 
amounts of this oxalacetate can lower the pH to a damaging level. How- 
ever, the decarboxylation to pyruvate results in the loss of 1 acid equiva- 
lent, and causes an alkaline shift if fully neutralized oxalacetate is used. 
High levels of tissue can tolerate high levels of the oxalacetate much 
better than lower levels of tissue because of the more rapid removal of 
acid equivalents. 

i\.n examination of the data in Table I shows that the following levels of 
reactants are satisfactory for both kidney and liver : 0.067 m KCl, 3.3 X 10"*® 
M MgCL, 3.3 X 10“® M potassium phosphate, 1.3 X 10~® m cytochrome c, 
2.7 X 10“® M oxalacetate, and 1 X 10*"® m ATP (K salt).^ The first four 
components can be combined into a stock solution of which 1.5 ml. are 
added per flask. The solution is prepared by adding 1.49 gm. of KGl, 0.203 
gm. of MgCL-eHaO, 0.136 gm. of KH2PO4, and 10 ml. of 4 X 10^" m 
C3^tochrome c to 140 ml. of water, adjusting the pH to 7.0 with KOH, 
and making up to a final volume of 150 ml. 

In addition to the 1.5 ml. of stock solution per flask, water is added to 
make the volume 3.0 ml., followed by 0.3 ml. of 0.01 m ATP, 0.3 mL 
of 0.0267 M fresh oxalacetate, and 0.2 to 0.7 ml. of 10 per cent KCl hornoge* 

1 A commercial sample of sodium ATP (Rohm and Haas, Philadelphia) was found 
to be unsatisfactory in this system unless given further purification designed to re- 
move traces of metallic inhibitors. The material as received yielded about 50 per 
cent activity compared with ATP prepared by Dr. G. A. LePage. 
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nate. All coBiponents were kept cold. The center wells were prepared 
before the oxalacetate addition, with 0.2 ml. of 2 n NaOH and filter paper. 
Table I shows that the addition of considerable amounts of extra KCl is 
without effect, and in general the variations in the amount of homogenate 
or addition of moderate amounts of extra substrates or inhibitors were 
compensated by merely adjusting the volume of the water added.- 

Proportionality — One of the requirements of an assay system is that the 
amount of oxygen uptake is proportional to the amount of tissue added. 
The conditions described above permit oxygen uptakes within the range 
of convenient manometric measurement that are proportional to the 
amount of either kidney or liver homogenate, as shown in Fig. 2. With 
higher levels of oxalacetate such data are not obtained, and the devia- 
tion is especially marked at the lower levels of tissue. The data in Fig. 2 
show a slight displacement to the right, which may be related to the oxal- 
acetate effect or may be due to traces of some metal contaminant, al- 
though extreme precautions are taken to avoid metals. 

Nature of Reaction — It is still not possible to accept the oxygen uptake 
data as an assaj^ of a single enzyme. It appears that the oxalacetate is 
oxidized via the Krebs cycle, and in the case of liver and kidney appreciable 
amounts of citrate are formed. If the amounts of keto acid disappearing 
are plotted against time, it is seen that there is a rapid disappearance of 
keto add, together with a rapid rise in citrate and malate. The reaction 
can also be analyzed by examining the effect of varying concentrations of 
the substrate upon substrate disappearance, oxygen uptake, and citrate 
formation, as shown in Fig. 3. Six different tissues, including two types of 
tumors,® were studied on this basis. The incubation time was 40 minutes 
and was chosen on the basis of the experiments referred to above. Ah' 
though malate was not determined in this series of experiments, the data 
show that increasing amounts of oxalacetate result in a diminution of the 
oxygen taken up, while the amount of keto acid disappearing increases. 
This indicates that with increasing amounts of oxalacetate the reduction of 

2 The function of the KCI appears to be mainly the regulation of the tonicity of the 
solution. A number of experiments were done with sucrose in place of KCl in view of 
recent studies with this compound (6). Isotonic sucrose homogenates (8.5 per cent 
sucrose) were superior to 30 per cent sucrose homogenates, although the latter appear 
to preserve the mitochondria better (6). The optimum final sucrose concentration 
was between 2.5 and 5.5 per cent. In 4.5 per cent sucrose the reaction was inde- 
pendent of KCI concentration up to 6 mg. of KCl per ml. Apparently the require- 
ment for K ion is met by the other K salts in the medium. Sucrose homogenates 
showed no advantage over KCl homogenates in the oxidation of oxalacetate, al* 
though other possible advantages are not ruled out. 

2 V e are indebted to Mr. B. E. Kline for supplying us with rats bearing the Flexner- 
Jobling and the Walker No. 256 transplantable tumors. 
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oxalacetate to malate assumes increasing importance and a dismutatioii of 
oxaiacetate to malate and citrate begins to supplant the oxidative conver- 
sion of oxaiacetate to citrate. These results with extremely small quanti- 
ties of rat tissue fortified with ATP are thus in harmony with the older 
data in the literature, in which minces of pigeon breast muscle were used 
by Krebs (see (7)). They are also compatible with the results of Kalnit- 
sky (8), who has used high concentrations of oxaiacetate in the study of 
citrate formation. It is interesting to note that negligible quantities of 
citrate were formed by brain and heart homogenates, although keto acid 



Fig. 3. Effect of oxaiacetate concentration on oxygen uptake (Os), oxaiacetate 
utilization (OAA), and citrate formation in the standard oxaiacetate system but with 
0.0167 M phosphate buffer. Tumors and normal tissues from rats (50 mg. per flask) . 
The labels on the curves for kidney apply to the other tissues as well. The light 
dashed line in the case of liver and kidney gives the theoretical curve for 100 per cent 
removal of oxaiacetate, and applies to all of the tissues. 

disappeared and oxygen was taken up. The citrate formation in the 
charts is of course the resultant of the rates of formation and utilization. 
Thus the lack of citrate formation in the case of low levels of oxaiacetate in 
kidney and liver is due to the fact that the citrate formation ceased when 
the oxaiacetate was used up, and the accumulated citrate disappeared. 
The results with the tumor tissues support the earlier findings and show 
in addition that not only is the oxygen uptake very low but that the 
keto acid disappearance is very low also. 

The above results suggest that the oxygen uptake during the initial part 
of the reaction may be a measure of that portion of the Krebs cycle which 
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is most closely connected with the oxidative phase of oxalacetate removal; 
hence our use of the term “oxalacetic oxidase.'' It is clear that the oxygen 
uptake veiy rapidly becomes the sum of several oxidative steps occurring 
in other parts of the cycle. Furthermore, the occiirreiice of alternative 
metabolic pathways is not excluded. For example, oxalacetate to pyru- 
vate to acetate to acetoacetate could occur. However, the presence of 
oxalacetate tends to deflect this pathway into the Krebs cycle, as 
Lehninger has shown (9). 

In view of the probability of other reactions in the cycle contributing to 
the oxygen uptake, it was of interest to determine the rates of oxidation for 
some of the compounds that might be involved. This Avas done with four 

Table II 

Relative Rates of Oxidation of Substrates 

The source of enzyme was rat tissue; 0.3 ml, of kidney, 0.5 ml. of liver, 0.4 ml. of 
heart, or 0.7 ml. of brain as a 10 per cent homogenate in isotonic KCl was added to 
each flask. The standard reaction mixture was used, except that phosphate was 
16.7 X lO"'^ M and the substrates were 3.3 X lO-^^ m. The oxygen uptake in the 20 
minutes following the 10 minute equilibration was taken as 100 for oxalacetate and 
the uptakes for other substrates are given relative to this value. The actual rates 
for oxalacetate are given as Qos- The results are averages of duplicates on each of 
two animals generally. 



Kidney 

OOs 

Liver 

Oo, 

Heart 

o 

p 

Bmin 

Oxalacetate 

100 

52.0 

100 

16.1 

100 

25.5 

100 

Pyruvate 

59 


79 


123 


S3 

Citrate 

39 


1 85 


19 


27 

a-Ketoglutarate 

97 


92 


156 


81 

Succinate 

65 


80 


71 


68 

Malate 

55 


75 


46 


41 

No substrate 

8 


44 


2 


1 '' , 


different tissues by use of pyruvate, citrate, a-ketoglutarate, succinate, 
malate, no substrate, and oxalacetate for comparison. The results are 
shown in Table II. In each case the data are given in comparison with 
oxalacetate taken as 100 for the given tissue, but the absolute value for 
oxalacetate is also given. In heart homogenate, pyruvate was superior to 
oxalacetate, but in the other tissues it was not as actively oxidized. Simi- 
larly a-ketoglutarate w'as rapidly utilized by heart. In contrast, citrate 
was very poorly utilized by heart, brain, and kidney in comparison with 
oxalacetate. Malate was also poorly utilized in comparison with oxal- 
aeetate. Thus there is little reason to believe that any member, of the 
Krebs cycle could be substituted for oxalacetate in this system without 
substantially changing the results. In the data given in Table II, the 
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substrates were used at the same level as oxalacetate. In the assay, they 
would be present at much lower levels. The data in Table II do not 
represent the maximum rates for the other substrates by any means, while 
the rates for oxalacetate represent the maximum that we have been able to 
attain. Succinate could be oxidized much more rapidly by adding calcium 
and increasing the succinate concentration (10). Malate could be oxidized 
more rapidly by adding DPN and glutamate (11). The test system there- 
fore applies chiefly to oxalacetate. It may be noted that a mixture of 
oxalacetate and pyruvate is no better than oxalacetate for experiments 
such as those described in this paper, although the mixture may offer some 
advantages in that larger amounts may be used with less alteration in 
the acid-base balanced 


DISCUSSION 

The conditions for maximum oxygen uptake in the oxalacetate system 
involve the use of a very low substrate concentration and the reaction 
soon fails for lack of substrate. The data suggest that the optimum sub- 
strate concentration is very low and in normal tissue in situ the oxalace- 
tate concentration is probably no higher than this at the most. However, 
in situ the oxalacetate and pyruvate are continually being replenished and 
in addition the oxalacetate is in equilibrium with pyruvate and CO 2 by 
means of the Wood-Werkman reaction. In the Warburg flask, the use of the 
CO 2 absorbers in the center well cuts down the chances for this reaction to 
operate and limits the supply of oxalacetate to the original amount plus 
Avhat can be formed from malate. Since the oxalacetate becomes depleted 
by decarboxylation, the studies in vitro are hampered by an inability to 
keep up the supply of oxalacetate. Possibly the reaction would benefit by 
the use of bicarbonate buffer and CO 2 in the gas phase (c/. Green et aL (12)). 

The measurement of the oxygen uptake with the optimum level of oxal- 
acetate for maximum rate is probably a fair measure of the oxidative 
component of the reactions involved in the formation of citrate, but there 
must be some reservations about any studies that involve oxygen uptake 
alone, and it is desirable to make analyses for as many products as possible. 
The complete lack of citrate accumulation in heart and brain raises the 
question of ■whether or not it was formed, and it would be of considerable 
interest to kno^v \vhether acetate was formed to any extent in these tissues 

^ While the mixture pf pyruvate and oxalacetate is no better than oxalacetate 
for short experiments with liver and kidney as reported in this paper, the mixture 
gives superior results with heart and brain, and, if pyruvate is present, other 4-car- 
bondicarboxylic acids give results that compare favorably with those obtained with 
oxalacetate only. With oxalacetate alone, an optimum level of oxalacetate and py- 
ruvate appears to be rapidly attained in liver and kidney but not in heart or brain 
homogenates. (Added in proof.) 
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or ill the tumor tissues. The observations on tumor tissues are of interest 
in view of the earlier findings of Elliott and Greig (13), Using tumor 
slices treated with malonate, they found no conversion of pyruvate to 
succinate, although some keto acid disappearance was noted, and acetic 
acid was tentatively identified. 


SUMMARY 

L Optimum conditions for the study of the oxidation of oxalacetic acid 
by isotonic KCl homogenates of rat liver and kidney were described. 

2. The final concentrations of reactants in the optimum system were 
0.067 M KCl, 3.3 X m MgCh, 3.3 X 10"^ m potassium phosphate, 
1.3 X M cytochrome c, 2.7 X m oxalacetate, and 1 X lO"^ m 
ATP. From 0.2 to 0.7 ml. of 10 per cent homogenate could be used, 
depending on the tissue being examined. The final volume was 3.0 ml. 

3. The rate of ox;^’’gen uptake was proportional to the tissue concentration, 
within the range of convenient manometric measurement. 

4. The optimum pH was about 7.0, and the use of potassium salts 
gave better results than when all sodium salts were used. 

5. Analyses for citrate accumulation showed that this compound was 
formed when liver and kidney were used, but when brain, heart, and tumor 
were studied, the citrate accumulation was negligible. However, in brain 
and heart there were appreciable oxygen uptake and keto acid disappear- 
ance, while with the tumors (Flexner-Jobling and Walker No. 256 rat, 
transplantable tumors) o.xygen uptake and keto acid disappearance were 
both very low. 
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Although the inhibition of succinic dehydrogenase by oxalacetate is a 
generally accepted fact, there is a paucity of data on the subject. In 1937 
Das (1), using a modified Thiinberg technique, reported that the enzyme 
was 50 per cent inhibited by 2 X 10“^ m oxalacetate when the succinate 
concentration was 0.025 m. In 1939 Potter (2) reported that the oxi- 
dation of succinate by liver and kidney homogenates was inhibited by 
cozymase (DPN). Keilin and Hartree (3) and Alann and Qiiastel (4) at- 
tributed this effect, no doubt correctly, to the formation of oxalacetate, 
although no data on the effect of oxalacetate were presented. The inhib- 
itory effect of DPN upon the succinate system was later studied by 
Swingle, Axelrod, and Elvehjem (5) who also determined the effect of 
oxalacetate upon the succinic dehydrogenase system by measuring oxygen 
uptake. They reported that at succinate concentrations of 0.045 m oxal- 
acetate produced 98, 65, and 22 per cent inhibition at concentrations of 
50, 10, and 5 X 10“^ m. From the data given it is not possible to tell 
whether the inhibition was transitory, as will be shown below, or whether 
the experiments were of such short duration that the decreased inhibition 
was not revealed. Since we found that the inhibition declined with time, 
it is clear that the earlier experiments (1, 5) cannot be accepted as quanti- 
tative measures of the inhibition by oxalacetate. They do, however, es- 
tablish the fact that this substance has a remarkable affinity for the succinic 
enzyme; remarkable because it appears to be at least 1000 times greater 
than the affinity of the normal substrate for the enzyme, and because oxal- 
acetate has been assumed to be formed in the course of succinate oxidation. 
If the physiologically formed oxalacetate were as toxic to succinate oxi- 
dation as added oxalacetate, the inhibition -would have profound regulatoiy 
effects upon oxidative metabolism. Such does not seem to be the case, 
however, although the reasons are as yet obscure. 

* This work has been supported in part by the Jonathan Bowman Fund for Cancer 
Research. 

t Merck Postdoctoral Fellow in the Natural Sciences under the National Research 
Council, 
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EXPERIMENTAL 

Eeactioiis Avere carried out in Warburg flasks at 38°. To each flask Avere 
added at 0°, in the order given, water to make the final volume 3.0 ml., 
0.1 ml of 1 M K phosphate buffer at pH 7.4, 0.1 ml of 4 X 10“^ m cyto- 
chrome c, Amrious amounts of 10 per cent water or KCl homogenates of 
rat tissues, 0.1 ml. of a solution containing 0.012 m CaCh and 0.012 u AlCh, 
and 0.3 ml, of 0.5 m sodium succinate essentially as in the succinoxidase 
assay system (6). In addition, various concentrations of freshly prepared 
oxalacetate and p 3 ?'ruvate AAwe added in order to test their separate and 
combined effects upon the succinic system. The ox^^gen uptake AA^as 
measured at 10 minute intervals after a 10 minute equilibration. Zero 
time AA^as taken as the time when the flasks AA^ere placed in the 38° bath, 
which was immediately after the oxalacetate addition. Oxalacetate or 
pyruvate additions folloAA^ed the succinate addition. 

Ill reporting the data, the oxygen uptake for successive 10 minute periods 
is plotted against time at the mid-point of each time inter\mL Since in 
the succinate system the substrate is present in large excess in order to give 
the maximum velocity, this method of plotting the data gives the rela- 
tive amount of the functioning succinic dehydrogenase throughout 
the course of the experiment. 

Total keto acids Avere determined by the direct method of Friedemann 
and Haugen (7). In this procedure, oxalacetic and pyruvic acids give 
the same result AA-hen the incubation AAuth the reagent is 20 minutes. 

Later experiments were carried out Avith the succinate and oxalacetate 
added to the oxalacetate oxidizing system, AA'hich contains no Ca or Al, and 
has Mg and adenosine triphosphate (ATP) added (8). Under the con- 
ditions described for the succinoxidase system (6) the homogenate will 
not oxidize malate, oxalacetate, or pyruvate, and oxidizes succinate quan- 
titatively to fumarate and malate.^ 

Inhibition by Oxalacetate — When succinate is added to the succinoxidase 
system, the rate slowly declines in a linear fashion, as preA- iously described 
(9) and as slioAvn in the top curve of Fig. 1. From the initial rates of fiA^e 
similar experiments with variable amounts of succinate the Micliaelis- 
Menten constant (10) AA'as determined for this system and the aA^erage 
value of 0,006 mole per liter was obtained for subsequent calculations. 
When various amounts of 0.001 m oxalacetate AA'ere added to the standard 
succinate system, the oxidation was strongly inhibited, but Avith the passage 
of time the inhibition diminished, so that the rate of the oxidation progres- 
sively increased and approached the declining control curve for succinate 
alone (Fig. 1). Analysis of the flask contents at the end of the experiment 
showed that the total keto acid was the same as at the beginning. 


^ Unpublished experiments. 
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In view of the fact that neither oxalacetic nor pyruvic acid is oxidized 
in this system plus the known fact that oxalacetate is both spontaneously 
and enzymatically decarboxylated to pyruvate, it is concluded that the re- 
lease from inhibition is due to the decarboxylation of the oxalacetate to 
pyruvate. 

It "was found that oxalacetate produced 50 per cent inhibition at a final 
concentration of approximately 2 X 10~^ m based on the initial inhibition. 
At concentrations at which oxalacetate produces 50 to 100 per cent inhi- 
bition, pyruvate is without effect; so that conversion of oxalacetate to 



MINUTES 

Fig. 1 Fig. 2 

Fig. 1. Transitory inhibition of the succinoxidase system by various amounts of 
oxalacetate. Succinoxidase assay system described in the text, with 0.2 ml. of a 10 
per cent water homogenate of rat liver per flask. Concentrations of oxalacetate 
as in Fig. 2, for the corresponding symbols. 

Fig. 2. Stabilization of the inhibition of the succinoxidase s.ystem by oxalacetate 
(OAA) when pyruvate is present. Succinoxidase system as in Fig. 1. Oxalacetate 
concentrations refer to the final molarity. 

pyruvate would account for the release from the inhibition. Final con- 
centrations of 0.1 M pyruvate or a-ketoglutarate gave 50 per cent inhibi- 
tion, Avhile malate and aspartate at similar concentrations had no effect. 
The effect of oxalacetate is unique in our experience with forty or 50 in- 
hibitors of the succinic system (9), since no other inhibitor gave an im- 
mediate inhibition that decreased with time. Previous inhibitors have 
either acted at once and maintained the inhibition, like malonate, or have 
given progressively prea/er inhibition, like qiiinone. The behavior of oxal- 
acetate, as shown in Fig. 1, indicates that oxalacetate forms a dissociable 
complex with succinic dehydrogenase, as do succinate and malonate. 

Since both Ca and A1 have been showm to increase the spontaneous 
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decarboxylation of oxalacetate (11), experiments with either or both of 
those ions omitted were carried out, but the results ivere not affected very 
much and are complicated by the possibility of oxalacetate formation from 
succinate. On the other hand , when the amount of homogenate was varied , 
the rate at which the oxalacetate effect wore off was greatly increased, as 
will be shown later. This effect is attributed to the enzymatic decarboxy- 
lation of oxalacetate to pyruvate. Furthermore, the rate of release from 
oxalacetate inhibition was different in different tissues, which fell in the 
folloAving order of decreasing rates: kidney, liver, heart, brain, and tumor 
(Walker No. 256 rat carcinoma). This property is probably a reflection 
of oxalacetate decarboxylation but was not studied extensively, and most 
of the experiments were carried out with rat liver. 

Inhihifion hy Oxalacetate Plus Pyruvate — Since moderate concentrations 
of pyruvate do not inhibit succinate oxidation, it is possible to study the 
effect of pyruvate on the oxalacetate inhibition. It appears that at least 
with the low concentrations of oxalacetate used in these experiments py- 
ruvate inhibits oxalacetate decarboxylation. In experiments in which var- 
ious levels of oxalacetate were studied in the presence of m/150 pyruvate, 
the inhibition of the succinate system remained relatively constant through- 
out the experiment, showing a very slow rate of release (Fig. 2). These 
curves are in marked contrast to those in Fig. 1. The testing of the inhi- 
bition of the succinate system with and without pyruvate appears to be a 
highly specific test for oxalacetate, and is applicable to quantities of 10 
to 50 7. These amounts are far below the quantity required for methods 
that depend on CO2 evolution. The test may be of some value when it is 
necessary to distinguish between oxalacetate and pyruvate. 

Inhibition hy Oxalacetate Produced from Succinate — In the assay method 
which has been proposed for the succinoxidase system (6), calcium and 
aluminum ions were added because of their demonstrated stimulatory 
effects, which were believed to be indirect. Swingle, Axelrod, and 
Elvehjem (5) had provided substantial evidence favoring the view that 
calcium is stimulatoiy because it accelerates the breakdown of DPN con- 
tained in the homogenates. It was postulated that the DPN in the homo- 
genates would be sufficient, in the absence of calcium ions, to yield inhib- 
itory amounts of oxalacetate. However, they did not determine the keto 
acids formed in the presence or absence of calcium in the succinoxidase 
system. Such a determination would test directly for the occurrence of 
the malate to oxalacetate step. We have now tested their idea by deter- 
mining the effect of various additions to the succinoxidase S3^steni in terms 
of keto acid formed and ox^^gen taken up. The results of three such ex- 
periments with rat kidney homogenates are shown in Fig, 3. The same 
experiment was also carried out with liver with similar though less striking 
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results^ The decreased oxygen uptake is clearly correlated with tlie 
formation of keto acid, which in view of the results in Figs. 1 and 2 
must be a mixture of oxalacetic and pyruvic acids. For example 0.3 micro- 
mole of keto acid per flask is 1 X 10~^ m, w^hich if 100 per cent oxalacetate 
would produce much more inhibition (Fig. 2) than was actually observed 
(Fig. 3). 



Fig. 3 Fig. 4 

Fig . 3. Plot of oxygen uptake against keto acid formed in the succinoxidase system 
under various conditions to show that the formation of keto acid decreases the oxygen 
uptake. Experiments with three different rats represented by three different sym- 
bols. Each experiment was performed with 0.2 ml. of a 10 per cent cold isotonic KCl 
homogenate of rat kidney. Part of the curve, marked +Ca, represents conditions 
of standard succinoxidase assay (except for homogenate), the middle part of the 
curve, marked — Ca, represents the effect of omitting calcium, and the lower part of 
the curve, marked — Ca, ff-EPN, represents the effect of omitting calcium and add- 
ing DPN (approximately 400 7). 

Fig. 4. Effect of adding various amounts of DPN to the succinoxidase system in 
terms of both oxygen uptake and keto acid formation. Standard succinoxidase 
system with 0.1 nil. of a 10 per cent water homogenate of rat kidney. 

The oxygen uptake was quite constant during the 60 minute period in 
the flasks in which Ca tvas omitted or DPN was added (Fig. 3)^ indicating 
that a steady state level of oxalacetate was rapidly reached. In other 
experiments with periodic sampling, the total keto acid increased with time. 
There ■was thus a continual production of oxalacetate that was maintained 
at a constant level concomitant conversion to pyruvate. 

^ The data in Fig. 3 were obtained with KCl homogenates, but water homogenates 
gave almost identical results. With liver, however, the water homogenate did not 
give the same quantitative result that was obtained with the KCi homogenate. In 
all cases, decreased oxygen uptake was correlated with increased total keto acid. 
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The siiccinoxidase sj^stem is very sensitive to the presence of DPN be- 
cause of the resultant oxalacetate that is formed: increased amounts of 
DPN (20 to 80 y) give increased amounts of keto acid and decreased oxygen 
uptake (Fig. 4). 

These results emphasi23e the importance of observing the recommended 
conditions for the siiccinoxidase assay system (6). Together with the re- 
sults in Fig. I5 they show that the succinate to fumarate step can be iso- 
latedj and that, if small amounts of oxalacetate are formed initially, the 
resulting inhibition will disappear. Thus the maximum rate observed is 
the best measure of the siiccinoxidase system. In practice, the initial read- 
ings are seldom loiv. 

Preventio'n of Oxalacetate Effect — In view of the failure to obtain maxi- 
mum succinate oxidation in homogenates in the absence of calcium, it was 
always difficult to explain how Rosenthal (12) obtained the same rates of 

Table I 

Prevention hy ATP of Inhibition of Siiccinoxidase by Oxalacetate 

Oxalacetate system as described by Potter, Pardee, and Lyle (8), with 0.2 ml. of 
a 10 per cent isotonic KCl homogenate of rat kidney plus 0.1 ml. of 0.5 M succinate, 
and, where indicated, calcium and aluminum as in the succinoxidasc si^stem de- 
scribed ill the text. Oxygon uptake, microliters in 20 minutes; all measurements in 
duplicate; volume, 3.0 ml. 


Reaction conditions 

O.valacetate added 


None 1 

0.00267 M 

With 0.001 M ATP ' 

117.5 

132.6 

ATP omitted 

81.3 

57.1 

5.0 

0 

With ATP A- calcium and aluminum 



oxidation in rat liver slices that we obtained with homogenates. His re- 
sults and the c|uestion of whether the oxalacetate concentration is a phys- 
iological regulator of succinate oxidation led us to test the effect of oxal- 
acetate on succinate oxidation in a homogenate system that we regard as 
"^'physiological;” namely, the isotonic KCl homogenate, fortified with ATP 
and Mg (8). To our surprise, relatively large amounts of oxalacetate 
failed to inhibit succinate oxidation. In Table I it is shown that with the 
reaction mixture and the amount of oxalacetate that is optimum for the 
oxalacetate oxidation (8) oxidation proceeds vigorously when succinate is 
present with or without oxalacetate ( 132.6 and 117.5 microliters of O2). 
On the other hand, ivhen ATP is either omitted or added in the presence 
of ealciuin ions, which accelerate the dephosphorylation of ATP, the pres- 
ence of oxalacetate prevents the oxidation of succinate. Thus oxalacetate 
inhibits succinate oxidation in the absence of ATP but not in its presence. 
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In other experiments it was possible to show that in a reaction mixture 
containing oxalacetate, ATP, and succinate delayed additions of calcium 
ions produced almost immediate inhibition of the succinoxidase system, the 
degree of inhibition depending upon the time of calcium addition. It was 
as if the oxalacetate were in a form that would not inhibit the enzyme and 
the addition of the calcium caused the oxalacetate to resume the inliibitorjr 
form. It may be emphasized that calcium per se does not inhibit the 
succinoxidase system. The question arises as to whether in the presence 
of ATP the oxalacetate might inhibit succinate oxidation but by being 
oxidized itself might obscure the succinate oxidation. In Table II various 
amounts of oxalacetate were added to a system containing ATP, with and 
without succinate. In the absence of succinate, the data show that the 
lower levels of oxalacetate were incapable of giving a rate of oxygen up- 
take that would account for the amount observed when succinate was also 


Table II 

Oxidation of Succinate in Presence of Oxalacetate and ATP 
Oxalacetate system as described by Potter, Pardee, and Lyle (S), with 0.3 nil. of 
a 10 per cent isotonic KCl homogenate of rat kidney plus 0.3 ml. of 0.01 m ATP with 
various amounts of exactly neutralized oxalacetic acid with and without succinate. 
Volume, 3.0 ml.; oxygen uptake, microliters in 20 minutes. 


Succinate 


Present 
Absent . 


Final oxalacetate concentration (X 10^ m) 



3.3 

6.7 

13.3 

26.7 

53.3 

213 

6.9 

215 

44.7 

205.8 

65.5 

210.5 

84.6 

196. G 
109.5 

197.6 

84.4 


present. It must be concluded, therefore, that these levels of oxalacetate 
do not inliibit succinoxidase in the presence of ilTP. Yet Figs. 1 and 2 
showed that one-tenth as much oxalacetate inhibited the succinoxidase 
system in the absence of ATP. 


DISCUSSION 

Inhibition of Succinoxidase by Oxalacetate — The results can be accounted 
for by assuming that oxalacetate competitively inhibits the oxidation of 
succinate according to the equation 

SV 

Ks{l d- {X/Ki)) -h S 

where v is the rate of oxygen uptake, F is a constant, S is succinate concen- 
tration, ikg is the Michaelis-Menten constant, X is the oxalacetate (inhib- 
itor) concentration, and JC^is the dissociation constant of oxalacetate and 
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enzyme. Let H be the rate of O 2 uptake in the absence of X, and write the 
equation in the form 

KsX 

Ki(S + Ks) V 

If S is essentially constant during the measurements, as it is in these ex- 
periments, X is proportional to (H/v) -- 1. If it is assumed that the rate 
of breakdown of oxalacetate is first order, log Xq/X = where Xq is the 
concentration of X at zero time, a plot of log ({H/v) — 1) versus t should 
give a straight line of intercept at zero time, 

KiiS + K,) 


and slope, --k. 

Data from an experiment similar to that shown in Fig. 1, but with varia- 
ble homogenate and constant oxalacetate, were plotted in this w^ay and 
gave the results showm in Fig. 5. The intercept at zero time, which is 
proportional to the oxalacetate added (see below), is the same for all three 
concentrations of homogenate, showing that the initial inhibition is in- 
dependent of the amount of homogenate. In the lower left corner of Fig. 
5 the slopes of the three lines are plotted against the amount of homogenate 
and a straight line is obtained, showing that in addition to the slow spon- 
taneous decarboxylation there w’^as a decarboxylation that w^as proportional 
to the homogenate concentration. 

With the same method of plotting the data, but with constant homo- 
genate and variable oxalacetate, a series of lines having the same slope 
but different intercepts is obtained (Fig. 6). When the aiitilogs of the 
intercepts w’ere plotted against the concentration of oxalacetate, the result 
wns as shown in Fig. 7. The graph should be a straight line through the 
origin and the slight displacement to the right may be due to a small spon- 
taneous decomposition before the beginning of the experiment. 

The value for Ki can be calculated from Fig. 7, and is found to be 1.5 
X 10~® M. Thus oxalacetate is a much more powwfiil inhibitor than 
malonate, for AYhich the constant is 10“^ m, calculated from Potter and 
DuBois (9). 

ATP Effect — Although oxalacetate is a pow^erfiil inhibitor of the succin- 
oxidase system as shown in Figs. 1 and 2, it appears that this effect can be 
prevented by the presence of ATP. Wliether the ATP acts by shielding 
the succinoxidase directly or indirect^ or wdiether the ATP converts the 
oxalacetate to a form that cannot combine with the succinic dehydrogen- 
ase cannot be decided at this time. It has been suggested by various in- 
vestigators that a pliosphooxalacetate may exist, but only indirect evidence 
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Fia. 5 Fig, 6 

Fig. 5. Log of — l plotted against the time of reaction for three amounts of 
liver homogenate as indicated. Succinoxidase system as in the text. Initial con- 
centration of oxalacetate constant at 6.7 X 10~® m. The inset in the lower left corner 
is a plot of the slopes of the three curves against the amount of tissue used. 

Fig. 6. Log of (jEf/t’) — ! plotted against the time of reaction wdth homogenate 
constant and oxalacetate variable; data from Fig. 1. 



Fig. 7. Plot of values of (-ET/iO — l at zero time against concentration of oxalace- 
tate added. O, data from Fig. 6; •, from a similar experiment. 

has been obtained (cf. Lichstein and Umbreit (13) p. 335, and Lardy et aL 
(14)). The experimental conditions described above may facilitate the at- 
tempts to study this problem. 
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The results with oxalacetate are of considerable interest in connection 
with an attractive suggestion by Pauling ((15) p. 58) that the surface con« 
figuration of the enzjnne is complementary to the activated substrate rather 
than to the substrate itself. He proposed to test this postulate by search- 
ing for inhibitors that have a greater aflSnity for the enzyme than have the 
substrate molecules themselves. The succinic dehydrogenase system is one 
of the few that presents this opportunity; both malonate and oxalacetate 
have greater affinities than succinate for the enzyme. If ATP could con- 
vert oxalacetate to phosphoenol-oxalacetate, the configuration would be 
altered considerably, and no doubt to an extent that would prevent it from 
combining with the pointshaving succinate affinity. This would seem to 
be the simplest explanation for the data at hand, but further experiments 
vfill have to be devised before it can be accepted. 

SUMMARY 

1. Oxalacetate inhibits the enzymatic oxidation of succinate. The 
dissociation constant of oxalacetate and enzyme is 1.5 X 10“^ m. 

2. The oxalacetate gradually breaks down to pyruvate and the inhibi- 
tion disappears. 

3. Pyruvate decreases the rate of breakdown of oxalacetate, presumably 
by inhibiting the oxalacetic decarboxylase. 

4. A mechanism is given based on competitive inhibition, and the first 
order rate of decarboxylation of oxalacetate. 

5. ATP prevents the inhibition of the succinoxidase by oxalacetate, 
vrhile the addition of calcium ions to an ATP-protected system re- 
stores the inhibition. 
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XANTHINE OXIDASE AND TYROSINASE IN THE LIVERS OF 
CHICKS RECEIVING GRADED LEVELS OF DIETARY 

PTEROYLGLUTAMIC ACID* 

By CECILIA E. KEITH, WILSON J. BROACH, DORIS WARREN, PAUL L. 

DAY, AND JOHN R. TOTTER 

(From the Department of Biochemistry, School of Medicine, University of A7dmnsaSy 

Little Rock) 

(Received for publication, July 26, 1948) 

Evidence indicating a relationship between pteroylglutamic acid (PGA) 
and porphyrin metabolism has been presented previously from this labo- 
ratory (1). While this supposed relationship was being investigated, it was 
noted that in in vitro experiments conducted by the procedures of Schreus 
and Carrie (2) liver homogenate from PGA-deficient rats rapidly converted 
hemoglobin to methemoglobin, and that this conversion was inhibited by 
PGA. Upon subsequent incubation the PGA-containing mixtures pro- 
duced consistently a somewhat smaller amount of porphyrin than did the 
controls not containing PGA. 

Rodney, Swendseid, and Sivanson (3) have reported that liver homogen- 
ate from PGA-deficient rats fed sulfonamides does not oxidize tyrosine at 
a normal rate. They also reported that added PGA increased the rate of 
oxidation under the conditions of their experiments. In somewhat similar 
experiments, with liver from PGA-deficient chicks, we have been unable 
to show any enhancement of tyrosine oxidation; instead, when PGA was 
added, we found a slight but consistent inhibition of oxygen uptake as com- 
pared with controls either in the presence or absence of tyrosine. 

The recent publication by Kaickar of experiments indicating an inhibitory 
effect on xanthine oxidase by PGA (4) or by one of its breakdown products 
(5) appeared to offer an explanation for both of our observations discussed 
above. It is w^ell known that methemoglobin may be formed during the 
oxidation of substrates of xanthine oxidase if hemoglobin is present. Pre- 
sumably there w^ould be enough of the precursors of endogenous uric acid 
present in the chick liver experiments to account for a small uptake of oxygen 
which might be inhibited by PGA. However, it has been found in later 
experiments^ that xanthine oxidase may be only one of several flavin-con- 

Research paper No. S77, Journal Series, University of Arkansas. This investi- 
gation was supported by a research grant from the Division of Research Grants 
and Fellowships of the National Institute of Health, United States Public Health 
Service, and a grant from the Williams-Waterman Fund of the Research Corporation. 

^ Totter, J. R., Martindale, W. E., and Keith, C. K., unpublished experiments. 
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taining enzymes which are inhibited by PGA or by its metabolic products* 
The later observation of Kalckar (5) that specially purified PGA exhibits 
but little inhibitory effect on xanthine oxidase makes it of importance to 
■determine whether the in vivo action of the vitamin is related at all to this 
enzjmie. 

The experiments described in this publication were designed to determine 
whether the liver xanthirie oxidase of chicks is affected by dietary PGA. 
There are also presented here data on the oxygen uptake of liver homogen- 
ate from PGA-deficient chicks as affected by tyrosine and added PGA, 

EXPERIMENTAL 

White Leghorn chicks were obtained from a commercial hatchery and 
were placed on the experimental diete at approximately 2 days of age. They 
were housed in metal battery brooders and were given the experimental diets 
and water ad libitim. The diet was similar to that recently recommended 
for use in chick assays for the vitamin M group (6). It consisted of vitamin- 
free casein (Labco) 25 gm., gelatin 10 gm., corn-starch 52.4 gm., cellulose 
3 gm,, hydrogenated vegetable oil 3 gm., cod liver oil 1.3 gm., salts 5 gm. 
(7), L-cystiiie 0.3 gm., MnS04-4H20 0.1 gm., choline chloride 0.2 gm., thia- 
mine chloride 0.4 mg., riboflavin 0.8 mg., pyridoxine hydrochloride 0.6 
mg., 2-methyl-3-hydroxy-4-carboxy-5-hydroxymethylpyridine lactone- 0.05 
mg., calcium pantothenate 1.1 mg., nicotinic acid 2.0 mg., f-inositol 5.0 mg,, 
p-aniinobenzoic acid 15.0 mg., 2-methylnaphthoqiiinone 0.005 mg., a-to- 
copherol 24.0 mg., and biotin- 0.01 mg. 

All chicks were weighed weekly for 4 weeks. In the first series, groups 
•of chicks received synthetic PGA® incorporated in the diet to the extent of 
0, 5, 10, and 200 7 per 100 gm. of diet. Livers from these chicks were used 
for the tyrosinase determinations. Except for hematocrit determinations, 
no extensive hematological observations were made on the groups in this 
first series. 

Xanthine oxidase was determined on the livers from a second series of 
chicks receiving 0, 5, 10, 20, 40, 80, 200, and 1000 7 of PGA per 100 gm. of 
diet. This series was also controlled by including a group which received a 
commercial chick starter diet‘d containing 1.75 7 of PGA per gm. by Strepto- 
wcciis faecalis assay. In this second series, hemoglobin, hematocrit, total 
blood cell, and differential counts were made on each chick' at the end of 4 
weeks on the experiment. The chicks were then sacrificed and the organs 
removed for weighing. The livers were suspended in 5 volumes of phos- 
phate buffer of pH 7.4 and homogenized in a Waring blender. 

- Kindly supplied by Merck and Company, Inc., Rahway, New Jersey. 

® Kindly supplied b}' the Lederle Laboratories Division, American Cyanamid 
Company, Pearl River, New Y^ork. 

" Purina Start ena. 
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Tlie oxygen uptake of 1.0 ml. of 1:8 liver homogenate was measured at 
pH 7.5 ill the absence of tyrosine and in the presence of 0.5 mg. of tyrosine, 
with the Warburg instrument. The total volume was 3.0 ml. 

For the xanthine oxidase experiments 5 ml. of the liver mince from each 
chick were diluted to 25 ml. vith phosphate buffer of pH 7.4, 2 ml. of the 
resulting mixture and 3 ml. of buffer were incubated wdtli 5 ml. of a solution 
containing 5 mg. of xanthine in 0.01 n sodium hydroxide. A control with 
buffer instead of the xanthine solution was also set up. 1 ml. aliquots of 
these solutions taken immediately after mixing, and again after standing 1 
hour at 32^, were treated with 1 ml. of 10 per cent sodium tungstate, 1 ml. 
of I N sulfuric acid, and 7 ml, of ivater, and filtered. Uric acid was deter- 
mined on 2 ml. aliquots of the filtrates by Brown’s procedure (8). The 
xanthine oxidase activity was expressed as mg. of uric acid produced per 
hour per gm. of wet weight of liver. 

RESULTS AND DISCUSSION 

The average weights for the chicks in the second series are presented in 
Fig. 1. The hematological values were in close agi’eement with values ob- 
tained in an extensive series of experiments by Campbell and coworkers (9), 
The average weights and the hematocrit values obtained in our exq)eriments 5 
conducted at different seasons, were also in satisfactoiy agreement. More 
detailed obseiwations on the blood and bone marrow of the chicks on these 
experiments vill appear elsewhere. 

Attention should be called to the ratio of the liver weight to body weights 
presented in Fig. 2. A large increase in the ratio occurs with diminishing 
intake of PGA. Similarly the deficient chicks had an obviously enlarged 
gallbladder as compared with positive controls. The gallbladder weights 
of eight negative control chicks averaged 0.77 gm., while those of eight chicks 
in the 40 y of PGA group averaged 0.25 gm. The chicks on the commercial 
diet had a liver weight-body weight ratio of 0.0254, much lower than those 
recemng PGA far in excess of minimum requirements. 

A typical t 3 wosinase experiment is given in Fig. 3. It may be seen that 
there is a decrease in oxygen consumption of the livers from deficient chicks 
in the presence of added PGA. This decrease is small; however, it was re- 
peatedl}' observed in determinations made on livers of chicks receiving 0, 5, 
or 10 7 of PGA. No consistent effect of the dietary intake of PGA on the 
tyrosinase content of the livers was obtained. Also, there vras no appreciable 
effect on t^Tosinase found when PGA was added to the incubating mixtures 
as shown in Fig. 3. These results differ from those of Rodney, Swendseid, 
and Swanson (3) who made their obsen^ations on livers from sulfonamide- 
treated rats. The reasons for the differences in outcome between the two 
experiments are not apparent. Since there is obviously a relation between 
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tyrosine metabolism and the action of PGA and of theantipernicious anemia 
principle (10, 11), caution in interpi'eting the results is indicated. 

Eesults of the xanthine o.xidase experiments are given in Fig. 4. An in- 
verse relationship between PGA intake and xanthine oxidase is clearly 
sho™. When the large liver weight-body weight ratio is taken into con- 
sideration, it may be seen that the deficient chicks possess an extremely 
high total oxidase activity. 

LOG. CONCENTRATION ADDED PGA PER tOO GMS. DIET 
0.5 1.0 1.5 2.0 2.S 


2 300 
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3.16 5 SO 20 40 80 200 

j^GMS. PGA ADDED PER 100 GMS. DIET 

FiCi. I. The relation of the body weight of chicks to the pteroylglutamic acid 
content of the diet. The figures in parentheses are the number of chicks which sur- 
vived the experimental period of 4 weeks. Initially the groups consisted of twenty, 
twelve, twelve, ten, ten, ten, nine, eight, and eight chicks for the 0, 5, 10, 20, 40, SO, 
200 , and 1000 7 , and commercial starter diet, respectively. The final average weight 
of the fourteen surviving negative control chicks was 114 gm., that for the eight 
receiving 1000 7 ' of PGA 247 gm., while the eight chicks on the commercial 
diet weighed an average of 286 gm. per chick. 

Tests of the PGA used in our experimental diets indicate that it contains 
the impurity (5) which is responsible for the in vitro inhibition of xanthine 
oxidase. It be argued that the impurity is responsible for the depres- 
sion of the enzjme activity in the chick experiments. If so, the substance 
is of nutritional significance itself, and may occur in natural diets, since the 
xanthine oxidase activity of the livers from chicks on the commercial starter 
diet (0.94 mg. of uric acid per gm. per hour) was much lower than the lowest 
values obtainable with the supplemented purified diet. It is possible that 
additional dietary factors are present in the commercial diet which are neces- 
sary to maintain the low level of liver xanthine oxidase exhibited by the 
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LOG. CONCENTRATION ADDED PGA PER 100 CMS. DIET 
0,5 10 1.5 20 2.5 



j^GMS. PGA ADDED PER 100 GMS. DIET 

Fig. 2. The relative liver weight of chicks as affected by the PGA content of the 
diet. The numbers of chicks are the same as in Fig. 1. The fourteen negative 
control chick liver weights averaged 5.40 per cent, the eight of the 1000 y group 2.96 
per cent, and the eight of the commercial diet group 2.54 per cent of their body 
weights. 



Fig. 3. The oxygen uptake of liver homogenate from PGA-deffcient chicks in the 
presence and absence of added tyrosine. The abscissa gives the oxygen uptake in 
microiiters per gm. of wet weight of liver. The liver used was a composite sample 
from three chicks. 
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chicks on such a diet. This phase of the problem is being investigated 
farther. 

The contribution which an excessively rapid rate of purine oxidation may 
make to the breabdovm of hemoglobin or hemin-coiitaining enzymes in vivo 
is unknown but may be of importance. The breakdown of hemoglobin is 
said to be brought about by h^^drogen peroxide (12) and this compoimd is 
produced by the action of xanthine oxidase. 



p,GMS. PGA ADDED PER !00 CMS. DIET 

Fig. 4. The influence of PGA intake on chick liver xanthine oxidase. The abscissa 
gives the relative xanthine oxidase calculated as the mg. of uric acid produced from 
xanthine per gm. of wet weight of liver per hour. The number of determinations 
averaged for each point is the same as the number of chicks given in Fig. 1. The 
average xanthine oxidase for the fourteen negative control chicks was 3.55, while 
the eight on the commercial diet averaged 0.94. 

It appears likely that other flavin-containing enzymes which ca-talyze the 
production of hydrogen peroxide as an end-product may also be involved 
in PGA deficiency and in the syndrome of pernicious anemia. Daft (13) 
and others (14) have presented results which may be interpreted as sug- 
gestive that L-amino acid oxidase actmty is depressed by PGA. The 
recent findings of Woodruff and Darby (11) are possibly also explainable by 
such a hypothesis. An excessive rate of oxidative deamination of amino 
acids and the concurrent accelerated production of hydrogen peroxide could 
explain many of the biochemical changes in pernicious anemia and in PGA 
deficiency in the chick and in the monkey. The high liver weights and en- 
larged gallbladder of the deficient chicks suggest that an abnormally high 
rate of destruction of blood elements, or at least of materials normally used 
in blood production, does occur in PGA deficiency. 




KEITHj BEOACH, WAREEN, DAY, AND TOTTER 


1101 


An important function of PGA and of liver extract may therefore be the 
regulation of the activity of flavin-containing enzymes such as xanthine 
oxidase, L-amino acid oxidase, D-amino acid oxidase, diaphorase, cytochrome 
reductase, etc. Evidence indicating a depressing effect of PGA on glycine 
oxidase will be presented shortly. Differences in the action of PGA and 
of liver extract may result from qualitative and quantitative differences in 
the ability of each to control adequately all of the enzymes involved. 

SUMIVIARY 

Weight data are presented on chicks receiving 0, 5, 10, 20, 40, 80, 200, or 
1000 7 of pteroylglutamic acid (PGA) per 100 gm. of purified diet for a 4 
week period. 

The ratios of the chick liver weights to body weights were found to be 
inversely related to the PGA content of the purified diets. The gallbladders 
of the deficient chicks were greatly enlarged. 

The oxygen uptake of liver homogenate from chicks receiving 0, 5, and 
10 7 of pteroylglutamic acid per 100 gm. of diet was slightly depressed by 
addition of pteroylglutamic acid. No effect was observed on chick liver 
tyrosinase activity either by dietary PGA or by PGA added in vitro. 

The chick liver xanthine oxidase was found to be inversely related to the 
PGx4. content of the purified diets. Excess of the vitamin did not reduce 
the average xanthine oxidase activity to a value as low as that exhibited by 
chicks on a commercial diet. 

The bearing which the findings have on the interpretations of the bio- 
chemical changes occurring in pernicious anemia are briefly discussed, 
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CALCIFICATION OF TEETH 
I. COMPOSITION IN RELATION TO BLOOD AND DIET* 

By albert E. SOBEL and ALBERT HANOK 

(From the Deparhnent of Biochemistry and the Pediatric Research Laboratory, The 
Jewish Hospital of Brooklyn, Hew York) 

(Received for publication, July 27, 1948) 

These investigations were undertaken to test the hypothesis, of the au- 
thors, that there is a relationship between the inorganic composition of teeth 
and the fluid from which the tooth salts precipitate and that the compodtim 
of this fluid in turn is related to the blood serum. If this hypothesis is valid, 
it should be possible to vary the composition of teeth (during the period 
of active lime salt deposition), since the composition of blood serum can be 
regulated by the diet (1-6). 

The mineral phase is regarded as essentially the same in teeth and bone 
(7, 8). The variations in the composition of bone are well known (9) and 
were shown to be related to that of blood (5, 6). Hitherto no such rela- 
tionships have been shown for teeth. In fact, some recent investigations 
indicate that the inorganic composition of enamel is constant (10). There 
is, however, evidence that teeth are tissues in equilibrium with body fluids. 
Barnum and Armstrong (11) fed to cats and found that it was present 
in both enamel and dentin after an interval. They then postulated that 
dentin phosphate may be in equilibrium with blood phosphate and that 
enamel phosphate may be in equilibrium with dentin phosphate. Green- 
berg (12) administered Ca^ to rachitic rats and found that in the absence 
of vitamin D the uptake of the isotope in the femurs was greater than in 
the molars but less than in the incisors. In the presence of vitamin D, 
the uptake was greatest in the femur, less in the incisors, and least in the 
molars. Vitamin D had a minor influence on teeth but a major influence 
on bone. Armstrong and Barnum (13) fed Ca^^ and to albino rats and 
measured the amounts found in the teeth. They found that the turnover of 
the isotopes in the incisor dentin was two-thirds and in the incisor enamel 
about one-third of that in the femur. The molar dentin was about one- 
sixth that of the femur and the molar enamel was from 1.5 to 3 per cent of 
the femur. 

These studies with isotopes indicate that the continually growing incisors 
may undergo changes almost as rapidly as bone and thus were considered 
suitable for our experiments. It is worth pointing out that the hypothesis 

* Presented in part before the Division of Biological Chemistry at the 112th meet- 
ing of the American Chemical Society, New York, September 15-19, 1947. 
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proposed in the first paragraph applies to teeth only during the period when 
active calcification takes place. In human teeth active calcification is 
almost complete before eruption. 

The knowledge of the factors that influence the composition of teeth is of 
theoretical and practical importance, since further studies may reveal some 
relation between caries and structural, mechanical, and ottier properties 
(such as resistance to acids and bacteria) and composition. 

In the experiments reported here, evidence is given that there is a rela- 
tionship between the PO^irCOs ratios of enamel, dentin, and blood serum, 
which in turn is regulated by the diet. 

EXPERIMENTAL 

The three diets used are shown in Table I. The basal diet contained 
traces of calcium (0.029 per cent) and suboptimal amounts of phosphorus 
(0.118 per cent).^ To this basal diet 3.0 per cent CaCO;} was added to pro- 
duce a high calcium-lorv phosphorus diet (Diet B); 3.0 per cent of anhy- 
drous Na 2 HP 04 was added to give a low calciiim-higli phosphorus diet 
(Diet C); and 0,4 per cent CaCOs was added to give the low calcium-low 
phosphoms diet (Diet D). The calcium and phosphorus contents of the 
diets were determined by replicate analysis. Each diet contained the same 
amount of either calcium or phosphorus as one of the others. 

Young rats, 23 days old, were used. The animals were raised in our lab- 
oratory from a Wistar strain stock colony, fed on the standard stock diet of 
Bills ei al. (14). Litters were chosen having at least eight animals per 
litter. Two animals of each litter were sacrificed on the 1st day of tlie ex- 
periment to furnish data on the initial composition of the blood and teeth 
of the litter. These animals were termed the reference group. It was 
necessary, owing to the small size of the young animals, to pool the blood 
and teeth of both animals for analysis. The remaining six animals in. each 
litter were divided into three pairs and each pair placed on one of tlic three 
experimental diets. In addition to these diets, one animal of each, pair 
received daily 100 i.u. of vitamin D in O.l ml. of corn oil administcaud orally 
by means of a pipette. The six groups thus estal)lislied were caged sep- 
arately, in a darkened room, to prevent mixing of the diets and to prevent 
the access of those animals not receiving vitamin D to this factor. 

Eleven litters of rats were used. The mean initial weights of the rats 
were almost identical (see Table II), A reasonable basis for comparing 
the results of the various groups was established because of the similarity 

^ In these experiments a basal diet, low in phosphate, was desired to obtain greater 
freedom in changing the Ca:P ratio. This was accomplished by selecting deger- 
minated yellow corn-meal which is low in phosphorus (Hoger Cereal Company, 
New York), 



A. E. SOBEL AND A. HANOK 


1105 


of heredity^ the distribution of litters among the various groups, and the; 
close agreement of the initial weights. 

The first group consisting of six litters, and referred to as the short term* 
experiment, was kept on the experimental diets for 30 days, at the end of 
which time the rats were sacrificed by cutting the jugular vein and the 
carotid artery. The blood was collected under oil and centrifuged imme- 
diately upon clotting. The upper incisors were immediately removed, 
cleaned from adhering tissues, and prepared for analysis. The second 
group of animals, consisting of five litters (referred to as the long term ex- 
periment), was treated exactly the same as the animals on the short term 


Table I 

Composition of Experimental Diets 


Diet 

Constituents 

Ca 

P 

Ca:P 



parts 

per cent 

per cent 

mole ratio 

B. High calcium-low phos- 

Basal diet 

97 




phorus 

Calcium carbonate 

3 

1.20 

0.121 

7.67 

C. Low calcium-liigh phos- 

Basal diet 

97 




phorus 

NajHPO, 

3 

0.028 

0.759 

0.029 

D. Low calcium-low phos- 

Basal diet 

99.6 




phorus 

Calcium carbonate 

0.4 

0.1S9 

0.124 

I.IS 

Basal 

Yellow corn -meal 

75 





Wheat gluten 

19 





Brewers^ yeast 

5 





Sodium chloride 

1 

0.029 

O.llS 

1 

0.191 


experiment except that they were kept on the experimental diets for 45 
days. 

Afialytical Procedures 

The serum, under oil, was analyzed for CO2 on 0.1 ml. by the nianometric 
method of Van Slyke and Neill (15), for calcium in duplicate on 0.1 mL 
portions by the method of Sobel and Sobel (16), and for inorganic phos- 
phate in duplicate on 0.1 ml. portions by the micro modification of the 
Fiske-Siibbarow method (17, 18), vfith the micro cups of the Klett-Sum- 
merson photoelectric colorimeter wdth a 660 mp filter. Standards were itin 
for CO2, calcium, and inorganic phosphate for each set of sera. Standards 
for CO2 consisted of a sodium carbonate solution, 1 ml. of which is equiva- 
lent to 100 volumes per cent of CO2. The standard for calcium consisted 
of a calcium carbonate solution, 0.1 ml. of which is equivalent to 10.00 
Y of calcium. The standard for inorganic phosphate consisted of a solu- 
tion of KH2PO4, 5 ml. of which are equivalent to 40.0 7 of P. The pre- 
cision of the methods is shown in Table III. 
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The upper incisors were split into fragments and extracted for three over- 
night periods with two portions of acid- and aldehyde-free ethyl alcohol 
and one portion of ethyl ether. The fragments were then dried overnight 


Table II 


Growth data 



Dietary group 

Initial 

weight 

Final 

weight 

Gain 

Experimental 

Reference group 

gm. 

+30.1 

gm. 

gm. 

period, 30 

B 

+31.1 

+55.0 

+23.9 

days 

C 

4-31.2 

+44.5 

+13.3 


D 

+30.0 

+64.9 

+34.9 


B -f- vitamin D 

4-30.6 

+43.6 

+13.0 


c + 

+30.3 

+48.5 

+18. 2 


D 4 . «« 

-f-29.7 

+73.5 

+43.8 


B - C 

- 0.1 

+11.5 

+ 10.6 


» D 

4-1.1 

-9.9 

- 11.0 


C - 

+ 1.2 

-20.4 

- 21.6 


B 4- vitamin D — C -1- vitamin D 

+0.3 

-4.9 

-5.2 


«« — j) _l_ 

+ 0.9 

-29.9 

-30.8 


04 , « 4 . «• 

+ 0.6 

-25.0 

-25.6 


B — (B 4 - vitamin B) 

+ 0.5 

+11.4 

+ 10.9 


C-(C4“ “) 

+0.9 

-4.0 

-4.9 

Experimental 

D - (D -f 

Reference group 

+0.3 

+35.6 

- 8.6 

-8.9 

period, 45 

B 

+36. S 

+51.9 

+15.1 

days 

G 

+36.6 

+45.9 

+9.3 


D 

+35.8 

+82.1 1 

+46.3 


B 4- vitamin D 

+36.1 

+43.4 

+7 .3 


C 4- 

+36.1 

+64.5 

+28.4 


D4- ‘‘ 

+36.8 

+88.4 

+51.6 


B - C 

+ 0.2 

+ 6.0 

+5.8 


- I) 

+ 1.0 

-30.2 

-31.2 


G - 

+0.8 

-36.2 

-37.0 


B + vitamin B — C 4 - vitamin D 

0,0 

- 21.1 

-21.1 


ic 4 . fi p) 4 . i( 

-0.7 

-45.0 

-44.3 


0 Cl te ^^ 4 “ 

-0.7 

-23.9 

—23.2 


B — (B + vitamin D) 

+0.7 j 

+8.5 

+7,8 


C-(C4- “ “) 

+0.5 1 

' -18.6 

-19.1 


D - (D + “ “) 

-1.0 

-6.3 

-5.3 


at 105°, weighed, and the enamel and dentin separated by the method of 
Manly and Hodge (19), which was modified to the extent that the tube used 
for carbonate analysis (20) was employed instead of the centrifuge tube 
recommended by Manly and Hodge. This was done to obviate the neces- 
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sity of transferring small amounts of enamel and dentin obtained from the 
teetlij with the consequent mechanical loss of material. The separated 
enamel and dentin were dried overnight at 105°, after two acetone washings, 
and placed in a desiccator till cool and then weighed. These weights were 
used to calculate the percentages of the inorganic constituents of the 
enamel and dentin. 

The enamel was analyzed for carbonate, calcium, phosphate, and total 
base as previously described (18), except that the Coleman spectropho- 
tometer was used instead of the visual colorimeter for phosphate. For the 
carbonate analysis, the gasometric reagents were prepared in 25 per cent 
sodium chloride for added sensitivity (21). Standard solutions were run 
for calcium, phosphate, total base, and for carbonate solid mixtures. The 

Table III 

Precision of the Determinations of Standard Solutions Employed As Controls for 
Enamel, Dentin, and Blood Serum Analysis 


Mean values (approximately 50 determinations plus-minus average deviations). 


Ca* 

Cat 

COit 

C03§ 

PO-iil 

Total basetl 

7 

10.03 ± 0.12 

7 

199.0 d= 1.7 

vol. per cent 

100.0 zb 1.3 

wt. per cent 

2.00 zb 0.02 

7 

39.0 zb 0.5 

m.eq. 

0.101 ± 0.001 


* 10.00 7 of Ga present in 0.1 ml. used for analysis. 

t 200 7 of Ca present in 1.0 ml. of solution used for analysis (bone method). 

1 100.0 volumes per cent of CO2 present; 0.1 ml. used for analysis. 

§ 2.00 per cent as CO3 in a mixture of solid NaCl and Na^COs (bone method). 
11 40.0 7 of phosphate P present (bone and blood methods). 

% 0.100 milliequivalent of Ca present in 1.00 ml. 


latter consisted of a dry sodium chloride-sodium carbonate mixture con- 
taining 2.00 per cent CO3. The precision of these determinations is given 
in Table III. 

Calculations {6, ^0) 

Carbonate 

Mg. CO3 in sample = PcOf> X factor for CO3 
PcOo = Pi — Pa ~ c 

c = pi — Pa for blank analysis 


Mg. Ca in sample = 


Calcium 

titer X normality of acid X 20 X total volume 
volume of aliquot used 


Phosphate 

Klett-Siimmerson colorimeter; 

reading of unknown , . ^ ^ , 

Mg. P in aliquot = — : X concentration of standard 

reading of standard 
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For the Coleman spectrophotometer (used for tooth analysis) a calibration curve 
was employed. 


hlg. P in sample ~ mg. P in aliquot X 


total volume of soliibion 
volume of aliquot used 


Total Base 


Millieqiiivalents total base - 


titer X normality of acid X total volume of solution 
volume of aliquot used 


iiiM Ca — (mg. Ca in enamel or dentin) /40 .08 

PO 4 - (mg. inorganic P in enamel or dentin) /31 .02 
COs ~ (mg. CO3 in enamel or dentin)/60.01 

% Ca, PO4, CO35 or total base = (mM Ca, PO4, COsj or total base X 100)/mg. 
weight of dry, fat-free enamel or dentin 
CatPCh ratio == mM Ca:mM PO 4 
niM residual Ca = him total Ca minus m.M CO3 

Milliequivalents residual ^2*?^ = milliequivalents 

^ 2 
Residual Ca:P 04 = niM residual Ca:mM PO 4 

total base: 2 PO 4 = inilliequivalents residual total base: 2 niM PO 4 
P04:2G03 = niM P04:2 himCOs 


The P04:2C03 = n in the usual way of representing the inorganic com- 
position of bone and teeth [Ca3(P04)2]n[CaC03]i.o (7, 8) when the molar 
ratio of residual Ca:P04 is 1.50. This holds true also when the residual 
Ca:P04 molar ratio is more than 1.50 if we take the CaCOa as unity. The 
formula in this case would be [Ca3(P04)2]n[CaC03]i.o[CaX],. When the 
residual Ca:P04 molar ratio is less than 1.50, w^e have the type of formula 
represented by [Ca3(P04)2]«[CaC03]i.o[CaHP04]x and is then overstated. 

The mean results of the enamel and dentin analysis were evaluated by 
the statistical methods of Fisher (22) as applied to small samples. P 
represents the probability that the difference between two means is due to 
chance. When P has a value less than 0.05, the difference between two 
means is statistically significant. 


Weight Changes 

The weight changes, including the initial and final weights are given in 
Table 11. Both in the absence and in the presence of vitamin D, Diet D 
gave the best growth. This is in harmony with the fact that dietary cal- 
cium to phosphorus ratios between 1.0 and 2.0 are optimum for best 
growth (l-S). The absence of vitamin D gave better growiih in Group C 
than in Ciroiip D, and in the presence of vitamin D, the reverse was the 
case. In previous experiments (5) better grovdh Avas obtained in Group B 
than in Group C, since the phosphate level was 0.32 per cent instead of the 
present 0.12 per cent. 
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The inflxieiice of vitamin D was greatest in Group C. In Group 
there xvas a lediiction which again may be explained on the basis of the 
relatively high calcium-low phosphoms ratio. On such diets vitamin D 
diverts the available phosphorus from the soft tissues to the bone. In 
Group D, in which growth was greatest, the addition of vitamin D had no 
significant effect. In the absence of vitamin D the rickets produced in 
Group B were severe and in Group C mild. 

Table IV 


Composition of Serum in Relation to Diet {Mean Values) 



Dietary group 

Ca 

P 

COi 

Ca X P 

Ca:PO.i 

POr. 

C0,J 

Dietary 

Ca:P 



mg. per 
cent 

mg. per 
cent 

vol. per 
cent 


molar 

ratio 

molar 

ratio 

molar 

ratio 

Experimental 

B 

11.7 

2.1 

60.6 

23.1 

4.32 

0.025 

7.67 

period, 30 days 

C 

5.6 

7.5 

53.7 

41.8 

0.58 

0.101 

0.029 


D 

9.4 

4.7 

58. 0 

44.1 

1.55 

0.057 

1.18 


B -{- vitamin D 

13.3 

3.4 

62.6 

44.9 

3.03 

0.030 

7.67 


Q_|_ a .a 

8.S 

8.4 

57.6 

74.2 

O.Sl 

O.IOS 

0.029 


D 4- ‘‘ 

11.1 

6.0 

56.0 

65.8 

1.43 

0.0761 

1.18 


i Reference 

11.2 

9.5 

47.6 

105.8 

0.92 

0.14Si 


Experimental 

B 

12.3 

1.8 

54.1 

22.2 

5.30 

0.024: 

7,67 

period, 45 days 

C 

5.1 

4.9 

57.7 

25.0 

O.Sl 

0.062 

i 0.029 


D 

10.0 

2.6 

50.6 

26.0 

2.98 

0.037 

1 1.18 


B -f vitamin D 

15.0 

3.4 

57.6 

51.0 

3.42 

0.043 

! 7,67 


C 4- 

8.9 

5.2 

56.2 

46.4 

1.33 

0.067 

1 0.029 


D 4- “ 

11.2 

4.6 

55.6 

51.5 

1.89 

0.060 

^ 1.18 


; Reference 

i 

10.9 

7.7 

53.9 

83.8 

1.10 

0.104| 


Compos'ition of Bloody Enamel, and Dentin 

Blood Serum and Diet — ^The results obtained from the aiial3"sis of the 
blood sera are presented in Table IV. There is a direct relationship in the 
order of magnitude of serum Ca:P04 and dietary Ca:P ratios. There is 
an inverse relationship in the order of magnitude of serum P04:C0^ and 
dietary Ca:P ratios. Vitamin D raised the Ca X P product in all cases, 
the per cent rise being more in that member of the calcium-phosphorus 
pair wiiich was IoaA' compared to the normal, but did not completely over- 
come the influence of the diet. For this reason the differences between the 
maxima and minima in the Ca:P04 and the P04:C03 ratios are less, though 
still in the same order as in the absence of vitamin D. These relationships 
confirm, ex^eii more definitely, the results of previous investigators (1“6). 

Deposiiion of Inorganic Components As Indicated hj Percentages Present — 
It is evident from Table V that the density of calcium, carbonate, and total 
base is decisively higher in the enamel than in the dentin in all cases. 
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Tiie density of phosplioms is higher in all but two cases. This confirms 
previous work indicating higher density in enamel ( 19 , 23 - 26 ). Dietary 
calcium, phosphorus, and vitamin D were not decisive in iiifliiencing the 
density of either enamel or dentin, though in the long term experiment tlie 
carbonate was highest in Group B and lowest in Group C. 

Efiainelj Dentin^ and Blood Serum — The composition of enamel and den- 
tin in relation to blood serum and diet is given in Table I and the statis- 
tical evaluation of the data in Table VII . One is impressed by the fact 
that the differences that existed in composition were magnified in the long 
term experiment. The PO4: CO3 ratios in dentin and enamel arrange them- 

Table V 

€o?nposition of Enamel and Dentin {Mean Values] 


The results for total base are given in milliequivalents per cent X 100; for Ca, 
PO4, and CO3 in niM per cent X 100. 



Bietary group 

Enamel 

Dentin. 

Total 

base 

Ca 

PO4 

CO3 

1 Total 
base 

Ca 

PO4 

COs 

Experimental 

B 


200.0 

96.6 

50.6 

5.31 

124.3 

61.2 

43.0 

5.05 

period, 30 days 

C 


199.5 

94.3 

55.6 

5.20 

111.3 

54.1 

39.3 

3.67 


D 


224.2 

108.9 

56.0 

5.02 

118.7 

58.5 

45.1 

4.27 


B 4- vitamin 

D 

149.0 

71.5 

40.8 

6.57 

116.8 

57.3 

41.5 

i 4.56 


c + 


166.3 

80.3 

46.4 

4.37 

117.5 

1 58.2 

44.9 

3.83 


D + 

tt 

186.0 

87.3 

51.7 

5.64 

119.2 

69.0 

44.1 

4.12 

i 

Reference 


219.0 

102.2 

47.8 

5.99 

125.3 

59.6 

45.2 

3.61 

Experimental 

B 


181.4 

90.1 

45.2 

G.17 

133.8 

64.2 

44.1 

^ 4.15 

period, 45 days 

C 


196.2 

1 96.1 

51.5 

3.47 

124.61 

61.5 

44.2 

2.48 


D 


188.6 

1 93,5 

46.4 

4.00 

143. 0 ' 

68.1 

50.4 

3.63 


B + vitamin 

D 

188.5 

93.2 

50.3 

6.35 

130.8 

63.4 

46.6 

4.46 


C -f 

tc 

198.3 

98.5 

55. l‘ 

4.01 

132.3 

65.4* 

48.1 

3.02 


D + 

a 

! 191.6 

94.7 

47.9 

4.32 

1 135.4 

67.2 

47.2 

3.39 


Reference 

\ 

1 

169.4 

84.5 

49.8 

7.78 

^ 124.6 

1 

59.9 

44.3 

3.62 


selves in the same order as the serum P04:C03 ratios for the three groups 
not receiving vitamin A. The same holds tnie for the three groups re- 
ceiving vitamin D. When all six groups of the short term experiment are 
arranged in the order of magnitude of serum P04:C03 ratios, the P04:C03 
ratios in both dentin and enamel follow the same order. In the long term 
experiment the dentin and enamel P04:C03 and serum P04:C0s ratios 
do not show the same pattern as in the short term experiment when all 
six groups are arranged in order of magnitude. This may be indirect 
evidence that vitamin D has an influence. Statistically, the most signifi- 
cant differences are between the two extreme groups; namely, Group B 
(high calcium-low phosphoras) and Group C (low calcium-high phosphonis) . 
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The PO41CO3 ratios of the enamel in all cases are lower than of the cor- 
responding dentin. The difference was most marked in the high calcium- 
low phosphorus group (Diet B) and least in the low calcium-high phos- 
phorus group (Diet C). In fact the differences in the absence of vitamin D 
for this group were not statistically significant, though all other differences 
were statistically significant for corresponding enamels and dentins. In 
this connection one can point out that the differences in composition be- 
tween enamel and dentin of humans and dogs ( 26 ) and rats ( 27 ) may be 
due to the particular diet given rather than to species differentiation. 


Table VI 

Composition of Enamel and Dentin in Relation to Blood Serum and Diet {Mean Y allies) 


The results represent molar ratios. 



Dietary group 

Dietary 

Ca:P04 

Serum 

Enamel 

Dentin 

0 

ei 

u 

6 

u 

6 

d 

d 

u 

CM 

d 

Ph 

0 

d 

u 

6 

u 

c 

Experimental 

B 

7.67 

4.32 

2.51 

1.92 

2.08 

1.41 

4.40 

period, 30 days 

C 

0.029 

0.58 

10.10 

1.68 

4.60 

1.38 

5,43 


B 

1.18 

1.55 

5.86 

1.95 

2.65 

1.31 

5.15 


B -f- vitamin D 

7.67 

3.03 

3.94 

1.75 

2.43 

1.38 

4.60 


C+ “ 

0.029 

0.81 

10.80 

1.74 

3.68 

1.29 

5.98 


B-h “ 

1.18 i 

1.43 

7.75 

1.70 

3.00 

1.36 

5.41 


Reference 


0.92 

14.80 

2,20 

3.25 

1.31 

6.56 

Experimental 

B 

7.67 

5.30 

2.41: 

1.99 

3.71 

1.51 

5.47 

period, 45 days 

C 

0.029! 

0.81 ! 

6.15 

1.85 1 

7,72 

1.41 

9.31 


D 

1.18 

2.98 

3.72| 

2.01 

5.92 

1.36 

6.S7 


B 4- vitamin B 

7.67 

3.42 1 

4.27| 

1.86 

3.62 

1.39 

5.55 


C 4- 

0.029 

1.33 

6.70 

1.77 

6.94 

1.36 

7,97 


B 4- ‘‘ 

1.18 

1.89 

5.99 

1,98 

5.67 ! 

1.41 

7.27 


Reference 


1.10 

10.40 

1.68 

3.34 

1.39 

4.88 


^ X 100. 


Not until we undemtand the influence of diet in a given species can we dis- 
cuss the differences between enamel and dentin as characteristic of 
different species. 

Though Ca:P04 ratios of serum undergo wide variations, in the enamel 
and dentin the ratios undergo no corresponding variations. Statistically 
there were significant differences in the two extreme groups; namely, the 
high calcium-low phosphorus and the low calcium-high phosphorus group 
(Diets B and C). In the short term experiment these differences were so 
only in the enamel, while in the long term experiment they were true for 
both enamel and dentin. In our earlier studies on bone (6), significant 



1112 


CALCIFICATION OF TEETH. I 


differences were obtained only between the two extreme diets (Diets A 
and B) in the absence of vitamin D. 

The Ca:P 04 ratio in the enamel is significantly higher, in all cases, than 
the ratio for the corresponding dentin. This would imply that if we as- 
sume the apatite formula, [Ca 3 (P 04 ) 2 ]n[CaZ], X, in addition to carbonate, 
must have some other radical in the enamel, possibly citrate, which was 
reported (28),' or fluoride, and in the dentin it must be some phosphate, 
probably HPOr (6, 29). 

The ratios of residual total base to 2PO4 and residual Ca:P 04 are given 


Table VII 

Statistical Evaluation of Ratios Presented in Table VI (P Values) 
All P values are less than the numbers shown. 



1 

B rs. C 

0.01 

0.01 

0.02 

0.02 

0.4 

0.02 



2 

a J) 

0.01 

0.01 

0.9 

0.05 

0.01 

0.2 



3 

C “ “ 

0.01 

0.01 

0.2 

0.05 

0.02 

0.6 



4 

B -f vitamin D vs. C -f vita- 

0.01 

0.01 

0.6 

0.1 

0.02 

0.01 




min D 









5 

B -1- vitamin D rs. D -f vita- 

0.01 

0.01 

0.7 

0.5 

0.6 

0.02 




min D 









6 

C -f vitamin D rs. D -]- vita- 

0.01 

0.1 

0.9 

0,5 

0.2 

0.2 




min D 









7 

B vs. B -r vitamin D 

0.05 

0,05 

0.2 

0.2 

0.2 

0.5 



S 

C w Q ^ » 

0.01 

0.6 

0.7 

0.5 

0.05 

0.2 



9 

D D + 

0.6 

0.1 

0.1 

0.7 

0.3 

0.6 



10 

Reference vs. B 

0.01 

0.01 

0.5 

0.2 

0.02 

0.01 



11 

“ C 

0.1 

0.01 

0.2 

0.3 

0.1 

I 0.2 



12 

“ D 

0.01 

0.01 

0.6 

0.4 

1.00 

0.1 


1 

13 

“ B + vitamin D 

0.01 

0.01 

0.2 

0.3 

0.05 

0.01 



14 

“ + 

0.2 

0.01 

0.3 

0.7 

0.7 

0.5 



15 

; - D^. •• 

0.01 

0.01 

0.2 

0.9 

0.4 

0.2 



10 

iB 1 







0.01 

0.01 

17 

i c 






1 

0.01 

0.3 

IS 

B 







0.01 

0,01 

19 

[ B -F vitamin B 







0.01 

0.01 

20 

i C -f 







0.01 

0.01 

21 

! D + “ “ 







0.01 

0.01 

22 

j Reference i 







0.02 

0.01 
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Table VIl— Concluded 



r 

B ys. C 

0.01 

0.01 

0.01 

0.01 

0.02 

0.01 



2' 

u 

0.05 

0.01 

0.9 

0.01 

0.05 

0.02 



3' 

C '' 

0.01 

0.01 

0.05 

0.05 

0.8 

0.02 



4' 

B -h vitamin D rs. C -f vita- 

0,05 

0.01 

0.9 

0.01 

0.6 

0.01 




min B 









5' 

B 4- vitamin D rs. D + vita- 

0.1 

0.3 

0.2 

0.01 

0.8 

0.1 




min B 









6' 

C + vitamin D vs. D vita- 

0.01 

0.6 

0.01 

0.05 

0.4 

0.3 




min B 









7' 

B vs, B + vitamin D 

0.2 

0.2 

0.2 

O.S 

0.1 

0.9 



8' 

c “ C + “ 

0.01 

1.00 

O.S 

0.4 

0.7 

0.2 



9' 

B '' B + “ 

0.1 

0.1 

0.7 

0.6 

0.5 

0.1 



10' 

Reference vs. B 

0.01 

0.01 

0.02 

0.2 

0.02 

0.3 



11' 

a u Q 

0.01 

0.01 

0.2 

0.01 

0.4 

0.01 



12' 

a a jj 

0.01 

0.01 

0.01 

0.01 

0.6 

0.01 



13' 

a B +■ vitamin B 

0.01 

0.01 

0.1 

0.3 

1.0 

0.01 



14' 

u Q .p << 

0.01 

0.01 

0.3 

0.01 

0.2 

0.01 



15' 

<< J) 

0.01 

0.01 

0.01 

0.01 

o 

bo 

0.01 



16' 

B 







0.01 

0.01 

17' 

C 







0.01 

0.2 

18' 

B 







: 0.01 

0.05 

19' 

B + vitamin B 







0.01 

0.05 

20' 

C 4- 







I 0.01 

0.02 

21' 

B + 







i 0.01 

1 0.05 

22' 

Reference 







0.01 

1 0.01 

1 


in Table VIII . It is evident that the ratios are still above 1.50 for enamel 
and below 1.50 for dentin. Thus the differences cannot be accounted for 
on the basis of the high carbonate content of the enamel. 

Another point worth mentioning is that the difference between total base 
and calcium is not as great as that in bone (6). 

Some differences in the two reference groups, shown in Table VI, need 
to be pointed out. The Ca:P 04 ratio of the enamel and of the dentin is 
much higher in the first reference group than in the second. The rats in 
the two reference groups were raised about 10 months apart and differences 
in them may be accounted for by the fact that the stock diet used (14) 
is made up of dried milk, crude casein, yellow' corn, alfalfa, cottonseed 
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nieal, brewers’ yeast, and salt. Each one of the components, except the 
salt, can undergo wide variations in composition from batch to batch and 
thus may cause changes in the fluids that feed the embryo (of which prac» 
tically nothing is known at the present time) and in the composition of the 
mother’s milk, which is known to undergo change (30). 


Table VIII 

Comparison of Residual Total Base to POa and Residual Ca to PO4, 
of Enamel and Dentin {Mean Values) 


Enamel 


Dentin 



Dietary group i 

■rf 1 1 


6 

Ph 


9 


j 

a 1 

6 

CU 


9 ! 

"Ho 



\ 

3 

<N 

6 


*3 ri 

.3 (N 

3 1 

‘3 ei 

CM 

PP 

6 

1 

•3^ 

*3 esS 



I 


: H 

1 ej 

I ^ 



1 



*03 

u 

(2^ 


Experimental period, 30 days 



m.eq. 

•per 

mM per 

molar 

molar 

molar 

molar 

m.eq. 

per 

niM 

per 

molar 

molar 

molar 

molar 



cent 


ratio 

ratio 

ratio 

ratio 

cent 

cent 

ratio 

ratio 

ratio 

ratio 



X m 

X jyy 





xm 

xm 





B. .. 


95.7 

91.3; 

1.97 

1.92 

1.89 

1.80 

57.1 

56,1 

1.43 

1.41 

1.31 

1.29 

C. .. 


94.6: 

89. Ij 

1.79 

1.6S 

1.70; 

1.60| 

52.0 

50,5 

1.42 

1.38 

1.32 

1.28 

D... 


1107. ll 

103.9; 

2.00 

1.95 

1.92i 

1.86 

55.1 

54.2 

1.32; 

1.31 

1.22, 

1.20 

B4- 

vitamin D 

67.9 

64.9 

1.82 

1.75 

1,661 

1.59 

53.8 

52,7 

1.41, 

1.38 

1.301 

1.27 

C 4- 

“ “ 

I 7S.71 

75.9 

1.79 

1.74 

1.70 

1.63 

55.0 

54.4 

|1.3ll 

1.29 

1.23 

1.21 

D + 

u a I 

S7.4| 

81.7 

1.S2 

1.70 

1.69 

1.58 

55.5 

54.9 

1.35: 

1.34 

1.26 

1.25 

Refei 

;‘enee 

103. 5| 

96.2 

2.29 

2.20 

2.17 

2.01 

59.1 

56.0 

1.39 

i.31i 

1.31 

1.24 


Experimental period, 45 days 


B 

84.0 

83.9 

2.00 

1.99 

1.87 

1.S6 

62.7 

60.0 

1.52 

1.51 

1.42 

1.36 

C 

94,6 

92.6 

1.90 

l.So 

1.S4 

l.SO 

59.8 

59.0 

1.41 

1.41 

L35 

1.33 

D. 

90.0 

89.5 

2.03 

2.01 

1.94 

1.93 

67.9 

64.5 

1.42 

1.36 

1.35 

1.28 

B 4 vitamin D 

87.9 

86.6 

1.S7 

1.S6 

1.74 

1.72 

60.9 

58.9 

1.40 

1.39 

1.31 

1.26 

C4 1 

' 05. 2i 

94.5 

l.SO 

1.77 

1.73! 

1.71 

63.2 

62.4* 

1.38' 

1.36 

1.31 

1.30 

D4 

91.5; 

1 90.4 

2.00 

1.9S 

1.9l! 

1.89 

64.31 

63.81 

1.44 

1.41 

1.36 

1.35 

Reference 

76.9 

1 

76.7 

1.70 

1.6S 

1.54i 

1 

1.54 

58.7! 

56.6 

1.40i 

1.39: 

1.33 

1.28 


T.B. = total base. 


DISCUSSION 

It is evident from these experiments that there is a relationship between 
the POvCOa ratio of blood serum and that of enamel and dentin; this is 
illustrated in Table IX. For enamel and dentin the PO 4 : CO 3 ratio in those 
groups A^lthout vitamin D follows that for seram. The same holds true 
for those groups given vitamin D. These three groups are arranged in a 
descending order of dietary Ca:P ratios. Thus the relationship of diet, 
blood, and teeth is evident. This relationship, in the 30 day e.xperiment, 
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between blood and teeth is complete. In the 45 day experiment^ hoAveverj 
Ave must segregate the vitamin D-fed groups from the non-vitamin D 
groups. Vitamin D may manifest an influence that is evident onl}^ in the 
older animals. The effect of vitamin D is not as great on the tooth PO4: 
CO3 ratios as one might expect from the changes in the serum. P04:C03 
ratios. In this connection it is worth mentioning that the density of neither 
enamel nor dentin AAms influenced by vitamin D. The rate of turnover of 
isotopic calcium and phosphorus in the teeth is not markedly influenced 
by vitamin D (12, 13). This points to an important difference betAA^een 
tooth and bone; namely, that in bone vitamin D exerts a marked influence 
on the P04:C03 ratio, density of calcification, and rate of turnover of cal- 
cium and phosphorus (5, 6, 12, 13). However, it Avas possible to demon- 


Table IX 

Relation of Enamel, Dentin PO^:2COz, and Blood Serum PO^iCOz (Mean Values) 


Group 

A' itamin D 

Reference 

B 

D 

c 

B 

D 

4- 

C 

4- 

Experimental period, 30 days 

Serum X 1000 

14S 

25.1 

58.6 

101 

39.4 

77.5 

108 

Enamel X 100 

325 

208 

265 

460 

243 

300 

368 

Dentin X 100 

656 

440 

515 

00 

460 

541 

59S 

Experimental period, 45 days 

Serum X 1000 

104 

24.1 

37.2 

61.5 

42.7 

59.9 

67.0 

Enamel X 100 

334 

371 

592 

772 

.362 

567 

694 

Dentin X 100 

488 

547 

687 

931 

555 

727 

797 


strate histological changes in teeth due to lack of vitamin D on a high 
calcium-low phosphorus diet analogous to that found in bone (31-37). 

P04:C03 ratios in enamel are in all cases loAA’er than in dentin. The 
difference AAms most marked in the high calcium-loAV phosphorus group 
(Diet B) and least in the Ioav calcium-high phosphoms group (Diet C). 
Logan reported (26) that human enamel has a loAver carbonate content 
than human dentin, Avhereas the carbonate contents of dog enamel and 
dentin Avere nearly equal. Bremer (38) found more carbonate in dog 
dentin than in dog enamel. He also found differences in regions of the 
enamel and dentin of a single human tooth. Armstrong and Breklius (24) 
reported higher P04’.C03 ratios in the enamel than in the dentin of human 
teeth. In view" of the above findings with rats, one can point out that 
the differences in composition between enamel and dentin may be dm to a par- 
ticnlar diet rather than to species differentiation. That more than one type 
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of composition of dentin exists in a given species is indicated the find- 
ings of Bale et al (39). They found that on heating dentin to 900^ some 
samples gave the apatite pattern, while others had the /5-Ca:}(P04)2 lattice. 
Not until we understand the influence of diet in a given species can we dis- 
cuss the differences between enamel and dentin as characteristic of various 
species. 

The variations in P04:2C03 ratios in the different groups, which is a 
measure of n in the apatite formula, [Ca3(P04)2]ri[CaC03], in these teeth, 
is far greater than those hitherto encountered in bone. In enamel this is 
from 2.0S to 7.72 and in the dentin from 4.40 to 9.31. In bone the widest 
spread hitherto found has been 1.86 to 3.33 (6, 9, 40). The question arises 
as to whether with longer experimental periods (over 45 days) the spread 
of 11 would not be even greater. 

The Ca:P04 ratios- of the enamel are distinctly higher than those of the 
corresponding dentin in all dietary groups (see Tables VI to VIII). Such 
differences were not found in the reported analyses of human teeth, most of 
which [ire given in Armstrong's review (41), nor in dog teeth (26). The 
ratios of residual total base to 2PO4 (Table VIII) are all higher than 1.50 
for enamel and less than 1.50 for dentin. Our x-ray diffraction studies^ 
indicate that apatite is the main lattice in both the enamel and dentin of 
such teeth. This would imply that in enamel for the apatite formula, 
[Ca3(P04)2]^:[CaX], X must have some other radical in addition to car- 
bonate, which may be hydrox^d or possibly citrate (28) or fluoride. For 
dentin, X is some phosphate, probably HP04“ (6, 29). We hope that x- 
ray diffraction studies, which are in progress, may throw further light on 
this subject. 

Vliile Ga :P04 ratios in serum undergo wide variation, no such wide vari- 
ations are found for CaiPOi or residual Ca:P04 in enamel and dentin. 
On the whole, the ratios in Group B were higher than those in Group C. 
In this connection one may note that the variations in Ca:P04 ratios in 
bone are relatively slight and were significant only between Groups B and 
C in the absence of vitamin D (6). It may be concluded that the PO4; COu 
ratios in bone and teeth are characterized by large variations, whereas the 
Ca:P04 ratios are characterized by slight variations. 

“ It must be emphasized that all through these analyses a ground-up bone sample 
was periodically analyzed with approximately the same amounts of solid and by the 
same methods as in the case of enamel and dentin. In each instance we obtained the 
same residual Ca;P 04 ratio, which was between 1.51 and 1.52. The theoretical 
residual Ca:P04 ratio is 1.50 for [Ca 3 (P 04 ) 2 ]n[CaC 03 ]. Thus the changes in Ca:P04 
and residual Ca:P 04 ratios must be taken as valid. 

3 Sobel, A. E., Hanok, A., Kirshner, H., and Fankuehen, I., unpublished experi- 
ments. 
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In Table data from Experiments 112 and 117 of Logan and Taylor 
Avere recalculated (42), It may be noted that for a 33 per cent increase in 
the P04:C03 ratio of the initial liquid composition the ratio of the solid 
increased 41 per cent. For a 33 per cent increase in the Ca:P04 ratio 
of the initial liquid, the ratio in the solid increased 3 per cent, and the 
residual Ca:P04 ratio underwent no change at all. These studies are 
fragmentary and by no means conclusive; nevertheless they may be taken 
as clues explaining the relative constancy of Ca;P04 ratios in teeth and 
bone and the wide variations in the P04:C03 ratios. A systematic in- 
vestigation of the inorganic precipitates formed in the presence of various 
amounts of Ca, PO4, and GO3 ions is needed to understand fiill}^ the rela- 
tionships found between the composition of teeth and bone and blood 
seram. 


Table X 

POi-^COz and Ca'.POi Ratios of Liquid and Solid {Calculated from Data of Logan and 

Taylor «^)) 



P04:2COa 

Ca;P04 

Experiment No., Logan and Taylor (42) 

j 112 

117' 

112 

117 

Liquid initially 

molar ratio 

2.39 

1.00 

4.71 

fnolar ratio 

1.79 

0.17 

3.35 

molar ratio 
1.00 1 
0.0035 
1.54 I 
1.4i* 

molar ratio 

1.33 

0.0094 

1.59 

1.44* 

at end of 20 days 

Ppt. at end of 20 days 

1 

1 


Residual Ca:P 04 ratio. 


The relationships established in these studies were found in the continu- 
ously growing incisors of rats. The question naturally arises as to whether 
molars and incisors of species which do not have continuous growth would 
behave in a similar fashion. The full answer cannot be given at present 
owing to lack of sufficient evidence. Experiments with isotopes indicate 
a tiirnoA'Cr in even fully empted molars (11-13). It is our contention that 
during the period of most active calcification of molars (or of incisors that 
do not grow continuously) the same laws must essentially hold true. As 
permanent teeth become more completely calcified, equilibrium with the 
body fluids sIoaa’s up to such an extent that only minor changes can be ob- 
served. It is our hope that by controlling the diet of a species that has 
secondary dentition during the period of active calcification of the second- 
ary teeth we mil be able to put the above contention to experimental test. 

An exact quantitative relationship between the composition of blood and 
teeth cannot be expressed at present, since this Avould invoh^e a Imowledge 
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of tlie activities of the tooth-forming ions at the site of deposition. It 
would also require knowledge of the exact relationship between composition 
of the solid and the ionic activities of the ions that form the solid. Such 
knowledge is not yet available. These experiments, however, do indicate 
that the composition of serum is one of the controlling factors. Another 
factor is one which affects diffusion to the site of deposition. Vitamin D 
and age may play a part in the permeability of the membrane interposed 
between blood serum and growing teeth. Various “local factors’^ may also 
be instrumental in changing the composition of the fluid. Enzymatic fac- 
tors have been shown to play a part in calcification of bone (43-45). Ex- 
periments on calcification of bone in vitro have shown that a minimal 
Ca X P product is required for deposition (46). This minimal Ca X P 
product Avas lowest in embryonic rabbit bone (47). In rachitic animals, 
a higher product was necessary for new calcification, and the more pro- 
longed the rachitic period the higher the product required (48). In rickets 
due to beiylliiim and strontium the required product is much higher (49, 
50). The experiments with rickets due to strontium indicate a reversible 
injury to a “local factor,” enzymatic in nature and other than phosphatase. 
The more recent experiments of Gutman et al. (45) indicate that the enzyme 
system for “phosphorylative glycolosis” is important in the calcification of 
bone cartilage. From this discussion, it is evident that the “local factors” 
must be considered in the deposition of lime salts. “Local factors” in 
themselves operate within the limits prescribed by physicochemical laws, 
because in each case a minimal Ca X P product is required. The composi- 
tion of bone is a reflection of the composition of serum (6), and the same 
holds tme for teeth, as shown in these experiments. As yet the validity 
of a minimal Ca X P product for a given tooth has not been experimentally 
proved, but in view of the changes in composition, which indicate a phys- 
icochemical mechanism, it is likely that the “local factors” in teeth require a 
minimal Ca X P product. That “local factors” do have an influence is 
indicated by the difference in composition between enamel and dentin. 
There should be no differences if only humoral factors are effective. 

It is possible that in addition to the Ca and P content other components 
of the diet will have an effect on the composition of the tooth. This may 
happen either by affecting the concentration or the diffusion of Ca, PO4, 
and CO5 across the body membranes or else by altering the nature of the 
“local factors.” There is some evidence that dietary nutrients must play 
a part in the calcification of teeth and probably have a r61e in affecting 
composition. The importance of vitamins A and C for the proper develop- 
ment of the organic matrix and that of vitamin D for proper calcification 
have been repeatedly emphasized. The subject has been reviewed by 
Armstrong (51). Pincus has shown that an essential amino acid, tyrosine, 
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is present in appreciable amounts in enamel protein (52). The diets wliicli 
were used in these experiments are essentially modified rickets-producing 
diets and are not complete becaiise, by adding vitamin D and sufficient 
optimal amounts of Ca and P, the rate of growth is still not that of the 
stock diet. It has been pointed out that rickets-producing diets have inade- 
quate amoimts of lysine (53) , It is quite possible that on a different diet, for 
example one rich in all the essential amino acids, the composition of the 
teeth would have been different, since both the humoral and local factors 
might have been influenced. It is our contention, however, that a relation- 
ship between the P04:C03 ratios of serum and enamel and dentin would 
still exist, though possibly shifted to a higher or lower level These studies 
serve to introduce the concept of the variability of the composition of the 
inorganic portion of teeth in relation to blood semm and diet, and will be 
continued. All of the factors that influence the composition of teeth merit 
serious attention. 

The factors that influence the composition of enamel and dentin are 
likely to be of fundamental importance in understanding the problem of 
dental caries. Reports by Logan and Taylor (54) and by Dallemagne et aL 
(55, 56), indicate that the carbonate content of bone salt can be preferen- 
tially dissolved by dilute hydrochloric or citric acids. ‘‘Hence, bone salts 
are a simple physical complex of phosphate and carbonate. If we were 
dealing with carbonato-apatite, the two constituents... could not possibly 
be separated by using the same chemical methods^’ (56). From the fact 
that the acid-extracted bone residue before heating gave the apatite pat- 
tern and after ignition at 900^^ gave the /5-Ca3(P04)2 pattern, they concluded 
that the main stmcture is Q:-Ca3(P04)2- 2HoO admixed with CaCOs. Mien 
the two are heated together at 900°, apatite is obtained (56). The theo- 
retical conclusions may be questioned, since treatment with acids (ivhich 
remove the carbonate) have also caused production of CaHP04. 
It has already been established that hydroxj^apatite vffien ignited in the 
presence of CaHP04 is converted to j5-Ca3(P04)2 (29). Regardless of the 
full validity of the theoretical conclusions, the important fact remains that 
the carbonate portions of bone salts can be dissolved under conditions that 
leave the phosphate practical!}’* intact. If this holds true for teethj it 
wotdd indicate that teeth high in carbonate are more soluble in dilute acids 
than teeth low in carbonate, and are therefore more susceptible to at least one 
type of caries. 

Dallemagne et al. (56, 57) report, on the basis of optical methods only, 
that the mineral fraction of dentin and cementum from teeth is the same 
as that of bone. Enamel prisms consist of real carbonatoapatite. The 
interprismatic substance consists of organic matter impregnated mostly 
with a:-Ca3(P04)2-2H20. Dallemagne and Melon showed that the inter- 
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prismatic substance (presumably oj-CaaCPO-Oo *21120) may be preferentially 
dissolved by salicylic acid (58). Tlie^^ did not exclude the possibility that 
the a-Ca 3 (P 04)2 is, in turn, admixed with CaCOs to varying proportions. 
Thus one may envision a portion of the carbonate as the Achilles heel of 
the tooth, while that portion that goes into the earbonatoapatitc is the 
resistant portion of the tooth. Further investigations are required i;o de- 
termine to what degree the diet influences the proportions of carboiiato- 
apatite and adsorbed CaCOs in the tooth. 

We hope that other investigations in progress will help to show the re- 
lationship of the present studies to caries. 

SUMMARY 

1. Experimental evidence is given for part of the , hypothesis of the 
authors that there is a relationship hetween the composition of teeth and the 
fluid from which the tooth salts precipitate and that the composition of this fluid 
in turn is related to the blood scrum. It Avas possible to show relationship 
between blood serum and the composition of the upper incisor of the white 
rat. 

2. P04:C03 ratios of enamel and dentin are related to P04:C03 ratios in 
serum. 

3. PO^'.COs ratios of dentin are in all cases higher than those of cor- 
responding enamels. The differences are not statistically significant when 
the P04:C03 ratios are highest. 

4. In the formula [Ca3(P04)2]n[CaC03], n ranges from 2.08 to 7.72 for 
enamel and 4.40 to 9.31 for dentin in the various experimental groups. 
This is a far greater variation than has hitherto been observed in bone 
under comparable conditions. 

5. The Ca:P04 ratios of enamel and dentin have undergone relatively 
small changes, whereas changes in the ratios for serum are relatively large. 

6. The Ca:P04 ratios of enamel are in all groups significantly higher than 
those for the corresponding dentins. 

7. Ratios for the residual total base to PO4 and the residual Ca to PO 4 
indicate that in the formula [Ca3(P04)2]„[CaX] for enamel X must have 
some other anion in addition to carbonate. In the dentin, X, in addition to 
carbonate, must have some phosphate, probably HP04=’. 

8. It has been shown that the composition of the diet is reflected in the 
blood serum and that the composition of teeth (just as that of bone) is 
related to that of serum. 

^ 9. The density of minerals in neither enamel nor dentin is influenced by 
vitamin D. This is in contrast to the observations in bone, in which the 
density is significantly increased under the influence of vitamin I), 

10, The implications of these findings for the understanding of the mech- 
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anism of calcification of teeth and the relation of composition to caries are 
discussed. 
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Ejiowledge of the composition of ribonucleic acid is based in part on 
elementary analyses and in part on analyses for the constituent purines, 
pyrimidines, easily hydrol^^zed ribose, and phosphate. While free adenine 
and guanine are liberated by mild acid hydrolysis and can be determined 
by several methods, the same does not hold for the free pyrimidines. 
The latter are freed only after strong acid hydrolysis under conditions 
which have been demonstrated to convert cytosine in part to uracil (1). 
Since the pyrimidine nucleotides are produced b}’' mild acid hydrol^^sis of 
ribonucleic acid and form relatively insoluble barium salts, this procedure 
has also been used in estimating their concentration. Analyses of the 
mixture of barium salts for amino nitrogen have given values corresponding 
to 47 per cent cytidylic acid and 53 per cent uridylic acid (2). The yield 
obtained, however, has been estimated to represent a maximum of only 
about 35 per cent of that expected from the statistical tetranucleotide 
theory ( 3 ). An examination of other evidence on which this theory of the 
structure of ribonucleic acid is based, as well as a considertition of more 
recent experimental data not in agreement with the tetranucleotide theory 
(4, 5), has stressed the need for a more ciuantitative method of analysis for 
the pyrimidine components of ribonucleic acid. The production of a 
Ncurospora mutant, No, 1298, which requires the pyrimidine ribonucleo- 
sides or ribonucleotides for growth has made possible such a method (6). 
The present paper is concerned with the use of this mutant strain for the 
assay of the pyrimidine ribonucleosides, with a method of fractionation by 
which cytidine can be separated nearly quantitatively from uridine in 
known mixtures, and with the preliminary results obtained by this method 
as applied to certain nucleic acid h 3 ^drol 3 ^sates. 

EXPERIMENTAL 

The method of culturing mutant 1298 and its growth characteristics on 
different pyTimidine compounds have been presented previously (6). A 
comparison of the two methods of determining growth rate, namely rate of 
progression of mycelium on solid medium and dry weight in liquid culture, 
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showed that a higher degree of reproducibility could be obtained with the 
latter procedure, provided the flasks were not shaken during the growth 
period. 

Growth Responses to Cytidine and Uridine — The growth responses to 
cjdidine and to uridine were determined by adding A'arying amounts of each 
in a 1 ml. volume to 25 ml. of basal medium in 125 ml. Erlenmeyer flasks. 
The flasks were autoclaved, inoculated as previously described (6), and 



C'/TIDIHB OR UR! DIRE ( MG. PER PS ML BASAL MEDIUM } 

Fig. 1. Growth curve of mutant strain 1298 on uridine (□) and cytidine (h) 

placed in an incubator at 25° ± 0.2° for 72 hours. The contents were poured 
into a Petri dish, and the mycelium pad picked up with forceps, squeezed be- 
tween the fingers, rinsed twice with a small stream of distilled water, and al- 
lowed to dry between the folds of a paper towel for 3 to 4 hours at CO- 
SO’. The dry w'eights of mycelium obtained in this way for different 
amounts of cytidine and uridine are shown graphically in Fig. 1. 

The growth responses to the two compounds are the same within e.\:peri- 
mental error when the points on the curves are determined in triplicate. 
Under conditions up to about half maximum growth a relatively high degree 
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of precision is obtained. The staiidai‘d deviations in five replicate deter- 
minations each at average myceiium weights of 30.7 and 15.5 mg. Avere 0.0 
and 0.4 mg., respectively, corresponding to values for cytidine of 0.58 zb 
0.02 mg. and 0.24 zh 0.01 mg. It is evident from Fig. 1 that the greatest 
relative growth response wms found when amounts of supplement giving 
less than one-half maximum growth were used. As in other Neicrospora 
assays the grov’th curve is approximately linear up to a dry weight of 
about 20 mg. The relation between weight of mycelium and cytidine or 
uridine over this range is given with an accuracy of from 5 to 10 per cent 
by the equation, cytidine or uridine in mg. = 0.0165 X weight of mycelium 
in mg. 

The volume of solution containing the growth supplement may be in- 
creased up to about 5 ml. per 25 ml. of basal medium without significantly 
affecting the amount of growth. Further dilution, however, probably 
causes slightly less growth. Of greater importance is the age of the culture 
used for inoculation. Ourves similar to that shown were obtained provided 
the culture was less than about 5 weeks old. Those older than 5 weeks 
gave slightly less grov'th at the different concentrations of supplement. 

A procedure similar to that used for obtaining the standard curve is 
employed for the assay of an unknown solution. Since growth of the mold 
is inhibited by solutions that are too acid or too alkaline, it is necessary to 
adjust the pH of the basal medium containing the unknown solution before 
autoclaving. A convenient method for doing this is to use bromocresol 
green as an inside indicator and to adjust the pFI to 4.5 with acid or alkali 
as needed (7). Sodium chloride or sodium sulfate in amounts up to about 
100 mg. per 25 ml. of basal medium are not inhibitory. The mold, how- 
ever, is highly sensitive to traces of phosphotungstic acid used for the 
fractionation of the purine and pyrimidine components or to traces of heavy 
metals like lead or silver. It is also inhibited by traces of detergents, and 
giassYiire washed hj a detergent solution should ])e acid-rinsed before 
using. It is usually possible to tell whether or not a partial inhibition 
is present from the type of mold growth obtained. AVhile a single, small 
my(‘(4ium mat is present at lower concentrations of growth supplement in 
the alrsence of inhibition, many small foci of growth are sometimes found 
if an inhibitory substance is present. In other cases partial inhibition 
is indicated by the slimy nature of the mycelium pad. A^Ten inhibition is 
suspected, it is ad\4sable to carry out additional assays with smaller and 
larger amounts of the unknown solution. If an inhibitory substance is 
present, the larger volume of the unlaiown solution usuall}" results in a 
relatively greater degree of inhibition, while the opposite is true if less of 
the unknown is used. It is desirable, therefore, to show that the same value 
for cytidine or uridine is obtained at different levels of growth. 
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Cytidhie Phosphoi((ngstate—~~k^ cyiidiiie and uridine occur together in 
riboiiu(*leic acid, the use of mutant 1298 for ihe assay of either (‘ompoiuid 
depends on the success ^vith \\1iich they can he sc'paratcal fi-oni ea,cli other. 
As cytidiiie possesses a basic amino group, a number of acids \vh\d\ foian 
relatively insoluble salts with organic bases were iiivesiigatcHl to determine 
their usefulness as possible precipitating agents. Of the five acids studied, 
piciic, pierolonic, nitranilie, flavianic, and plxospho-12-tungstic (8), the 
last gave the most insoluble salt. When sufficient pliosphotungstic acid 
was added to a warm cytidine solution in 1 n hydrochloric acid to give a 2 
to 3 mg. per ml. excess, beautifully crystalline prismatic needles of cytidine 
phosphotungstate vSeparated as shown in Fig. 2. A sample recrystallized 
once from 1 n hydrochloric acid and air-dried gave the following analyses:^ 
H2O 8.92, H,p6.rl2W(h 78.7, C 5.41, H 1.G4 per cent. These compare 



Fio. 2. Cytidine phosphotungstate (magnification about 100 X ) 

favorably with theoretical values of HoO 8.78, HdAh* i2W();{ 78.2, C 5.85, 
and H 1.72 per cent for (Ct.,Hi205]\A')o.H,PO.r 12WO;r I8H2O. Under sim- 
ilar conditions uridine gave no precipitate with pliosphotungstic axhl. 

Solubility of Cytidine Phosphotungstate — The soluliiiity of (‘.ylidine 
phosphotungstate in 1 N hydrochloric acid at 0° was determined from the 
supersaturated side by precupitating cjdidine in the presence of a 2 to 3 mg. 
per ml. excess of phosphotungstic acid. The filtrate was treated with 
excess ammonium chloride in 1 n hydrochloric acid to rennove the (excess 
phosphotungstic acid,"' and the filtrate was assayed for cytidine with mutant, 

^ C and H analyses by Laboratory of IMicrocheniistrv, 366 Fifth Avenue, New 
York. 

- The solubility of ammonium phosphotungstate in 1 n hydrochloric acid is less 
than 0.002 mg. of nitrogen per ml. as shown by the fact that such a concentration of 
ammonium sulfate nitrogen gives a precipitate with phosphotungstic n,cid iuul(;r tlicse 
conditions. 
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1298. An. aA^erage value of 0.08 mg. of cytidine per. ml. of the original 
cytidine phosphotiuigstate filtrate was found, indicating a nearly quantita- 
tive precipitation of cytidine under these conditions. 

Fractionation of Cytidine and Uridine — The following experiment illus- 
trates the degree of success with which cytidine was separated from an 
equal amount of uridine. To 20 ml. of warm 1 n hydrochloric acid con- 
taining 10 mg. each of cytidine and uridine, 80 mg. of phosphotungstic acid 
dissolved in 5 ml. of 1 n acid were added. A crystalline precipitate of 
cytidine phosphotimgstate separated. The suspension was allowed to 
stand in ice in the cold room overnight and was filtered in the cold by 
gravity. To 20 ml. of this filtrate 75 mg. of ammonium chloride dissolved 
in 0.5 ml. of 1 n acid were added. After standing overnight in the cold 
room, the suspension containing ammonium phosphotimgstate was filtered 
and 1 ml. aliquots of the filtrate were assayed for activity with the mold. 
An average dry weight of mycelium corresponding to 0.51 mg. of uridine 
was found as compared to the calculated value of 0.47 mg. if the value 
for the solubility of cytidine phosphotungstate given above, is used and it 
is assumed that no uridine was precipitated. Other experiments gave similar 
results indicating that the two compounds could be fractionated by this 
procedure from relatively dilute solutions with a high degree of success. 

Hydrolysis and Assay of Ribonucleic Acid — The original procedure 
attempted for the hydrolysis of ribonucleic acid to ribonucleosides was 
that given by Jones (p. 112 (9)) for the preparation of ribonucleosides. 
Assay of a hydrolysate obtained by this method from a sample of purified 
ammonium nucleate (4) gave a value of 15.2 per cent total pyrimidine 
nucleosides as compared to that of 34 per cent expected for a statistical 
tetranucleotide composed of equimolar quantities of adenylic, giianylic, 
cytidylic, and iiridylic acids and containing 10 per cent Avater, the approxi- 
mate amount found in most samples of yeast nucleic acid. The surprisingly 
low value suggested an incomplete hydrolysis and further experiments were 
carried out to determine the maximum yield of pyrimidine nucleosides 
which could be obtained after heating for various lengths of time up to 8 
hours. Analyses for inorganic and total phosphate were made as well after 
the 4 and 8 hour periods. 

Two concentrations of ammonium nucleate in 2.5 per cent ammonia, 
namety 20 per cent, the concentration used by Jones, and 2.25 per cent, 
were employed in the hydrolysis experiments. In the first case 100 mg. 
samples in 0.5 ml. and in the second 22.5 mg. samples in 1 ml. in small 
sealed Pyrex tubes AA^ere heated in an oil bath at 140-150°. In the first 
experiment tubes AA^ere taken from the bath at the end of 1, 2, 3, and 4 
hours and in the second at the end of 4 and 8 hours, and their contents were 
removed, diluted with distilled Avater, and assayed for activity. The 
average Amines expressed as per cent total pyrimidine nucleoside and as 
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molar ratios of pjYimidine nucleoside to total phosphate are shown in 
Table I in comparison with the ratio expected from a statistical tetraiiucleo- 
tide. It may be seen that values corresponding to about 20 per cent 
p\Tiinidiiie nucleosides and a ratio of 0.36 moles of p^Timidine nucleoside 
per mole of phosphorus w'ere obtained with the more concentrated as well 
as the less concentrated nucleic acid hydrolysates after 3, 4, and S hours* 
In comparison with the value calculated from the tetraniicleotide theory^ 
the largest value found corresponds to about 78 per cent of that expected. 
The difference betw’een the 4 and the 8 hour values in the less concentrated 
sample, 0.39 as compared to 0.36, is not highly significant in terms of the 
precision of the assay procedure, but the results indicate, in agreement with 

Table I 

Total Pyrimidine Xucleosides and Inorganic Phosphate Found after Healing Ycasi 
Eihomideic Acid in 2.5 Per Cent Ammonia at UtO-loO"^ for Varying Lengths 

of Time 


Esperimeat No. 

Length of time 
heated 

Total pyrim- 
idine 

nucleosides 

Inorganic 

phosphate 

Pyrimidine nucleoside found 
Total phosphate 


te. 

per cent 

per cent 

mole per mole P 

1 

1 

2.4 


0.043 


2 

15.1 


0.27 


3 

20.0 


0.36 


4 

21.6 


0.38 

2 

4 

21.7 

6.72 

0.39 


8 

20.0 

7.3 

0.36 

Statistical tetranucleotide . . . 



0.50 


In Experiment 1 the nucleic acid concentration was 20 per cent and in Experiment 
2, 2.25 per cent. Phosphorus content of ammonium nucleate used = 7.14 per cent. 


other experiments on the stability of the pyrimidine nucleosides in weak 
alkali, that these compounds are destroyed to a slight extent during the 
longer period of heating. If it is assumed that a similar loss took place 
dmiiig the first 4 hours of hydrolysis, the highest value for the ratio of 
p:^Timidine nucleosides to phosphorus becomes 0.42 in comparison with the 
theoretical of 0.50. Inorganic phosphate after 4 and 8 hours corresponded 
to 94 and 102 per cent respectively of the total phosphorus, showing that 
the nucleic acid wras not completely hydrolyzed to the nucleoside stage under 
the conditions used until after 4 hours. 

As adenosine is present in the hydrolysates mentioned above and is 
known to inhibit the utilization of cytidine and uridine by this strain 
of Aewrospora if present in sufficient concentration (10), the low values 
for total pyrimidine nucleosides might be explained on this basis. An 
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examination of published data (4) for the ratios of guanine and adenine to 
phosphorus in the same nucleic acid preparation, however, revealed that the 
ratio of adenosine found previously to the pyrimidine nucleoside content 
given in this paper was not sufficiently high to result in inhibition provided 
that this sample of nucleic acid contained approximately equal cjiiaiitities 
of both cytidine and uridine. 

A few experiments were performed in which aliquots of hydrolysateS' 
prepared after 4 and 8 hours of heating were fractionated by phosphotiing» 
Stic acid to separate the purine components and cytidine from the uridine 
present. Assays of the resulting filtrates gave values for uridine very 
nearly one-half those found for both cytidine and uridine before fractiona- 
tion. These results are therefore in agreement with the older data (2) 
that C 3 d:idine and uridine are present in equimolar quantities in yeast 
ribonucleic acid. A number of fractionation experiments on larger samples- 
and on other yeast nucleic acid preparations which will be published in a 
subsequent paper^ led to the same conclusion, 

SUMMARY 

A method is described for the determination of cytidine and uridine, by 
means of the pyrimidine-deficient mutant strain of Neurosporaj No. 1298. 
The method permits the determination of these pyrimidine ribonucleosides 
over the concentration range from about 0.05 mg. to about 0.6 mg. in a 
volume of 5 ml. or less with a standard deviation of about 5 per cent. 
C 3 rtidme forms a relatively insoluble, crystalline salt with phospho-12- 
tungstic acid, H 3 PO 4 T 2 WO 3 -71120, having a solubility in 1 N hydrochloric 
acid of 0.08 mg. per ml. (as cytidine) and can be separated from ui-idine 
in knoTO mixtures with a high degree of success. The assay of hydroly- 
sates prepared by heating samples of purified ammonium nucleate from 
yeast with 2.5 per cent ammonia at 140-150° for varying periods of time 
shows that the concentration of pyrimidine nucleosides reaches a maximum 
after 4 hours. The amount found for this preparation was 23.4 per cent or, 
expressed in relation to its phosphorus content, 0.42 mole of p3nrimidine 
nucleoside per mole of phosphorus. Fractionation experiments with 
pliosphotimgstic acid showed that equal amounts of cytidine and uridine 
were present. 
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PURINE AND PYRIMIDINE ANTAGONISIvI IN A PYRIMIDINE^ 
DEFICIENT MUTANT .OF NEUROSPORA 

By JOHN G. PIERCE* and HUBERT S. LORING 

{From the Depariment of Chemistry and the School of Medicine^ Stanford University ^ 

California) 

(Received for publication, June 1, 1948) 

Inhibitions of the growth of organisms by closely related structural 
analogues of several water-soluble vitamins are well known. Similar 
types of antagonism in the case of purine and pyrimidine metabolites are 
those betw^een the purine bases, adenine and guanine, and benzimidazole 
(1) and betW'Oen barbituric acid and uracil in the growth of Staphylococcus 
aureus (2). In such cases the antagonism is usually considered to be due 
to competition between the analogue and the metabolite in enzyme systems 
where the normal metabolite is involved. 

Antagonisms betw^een two structurally related, naturally occurring 
substances are less common but have been demonstrated to exist between 
amino acids of similar structure (3, 4) and between thiamine and p 3 rridoxine 
(5). A most striking relationship betwreen normal metabolites is that 
reported by Raska (6) in which pellagra was produced experimentally in 
dogs when adenine alone or in conjunction with phosphate w’as fed in daily 
doses of 400 to 500 mg. An explanation similar to that mentioned above 
for the antagonism betwreen metabolites and structural analogues not 
occurring naturally has also been offered for the closely related natural 
substances. 

The present study is concerned with the inhibition of growih of the 
pyiimidine-deficient Neurospora mutant, No. 1298, by the naturally oc- 
curring purine ribonucleotides and ribonucleosides. This experimentally 
produced strain, unlike the wild type, is unable to synthesize the pyrimidine 
ribonucleosides on a medium containing inorganic salts, carbohydrate, 
and biotin. Normal grow^th takes place, how'ever, when the medium is 
supplemented with either cytidine or uridine or the corresponding nucleo- 
tides (7), It has been found that adenosine and adenosine-3-phosphate 
(yeast adenylic acid) inhibit the utilization of the pyrimidine compounds 
to a varying degree. An amount of adenine nucleoside which is sufficient 
to inhibit grow^th completely on the quantity of cytidine used has no 
inhibitory effect on an equivalent amount of uridine. The addition of an 
equimolar amount of uridine to a mixture of C 3 rtidine and adenosine in 

* American Chemical Society Postdoctorate Fellow. Present address, Depart- 
ment of Biochemistry, Cornell University Medical College, New York City. 
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wliicli n.o growth takes place results in the elimination of the antagonism. 
In contrast to the effect of adenosine and adenylic acid on this mutant 
strain of Neurospora^ adenine shows no inhibitory properties at comparable 
concentrations. A similar inhibitory effect on the utilization of the pyrimi- 
dine nucleosides was found for guanosine and guanylic acid, but larger 
amounts of these compounds w^ere required to produce inhibition under the 
same conditions. Guanine like adenine failed to cause inhibition at 
moderate concentrations. 


EXPERIMENTAL 

The growth response of the mold to various concentrations of supple- 
ments and inhibitors as compared to that in the absence of inhibitor was 
determined from the dry weight of mycelium produced in liquid culture 
after incubation for 3 days at 25"^. The composition of the basal medium, 
the method of inoculation, and the determination of the weight of mycelium 
were the same as previously described (7, 8). The concentrations of the 
pjnimidine derivatives used in the determination of the inhibitory effects of 
the purine compounds were those which produced an approximately half 
maximum, growth of the mold. In this range an amount of mold which can 
be readily weighed is obtained, and growth response is most sensitive to 
small changes in the concentration of added supplement. The growth of 
the mold was found from the average value of determinations made in 
triplicate. 

Uridylic acid, in the form of the diammonium salt, cytidylic acid, uri- 
dine,^ and guanine- were prepared by methods devised in this laboratory 
(9). Guanosine was isolated from yeast nucleic acid as described by 
Levene (10"). The cytidine, guanylic acid, adenosine, and adenosine-S- 
phosphate were commercial samples.^ 

Aniagonmn hy Adenosine mid AdenosineS-phosphate — The effect of 
adenine, adenosine, and adenosine-3-pliospliate on the growth activity of 
cytidine, uridine, cytidylic acid, and uridylic acid was determined by 
adding increasing amounts of' each purine compound to the basal medium 
supplemented with a constant amount of growth factor. The amount of 
cytidine or uridine used was 0.5 mg. per 25 ml. of basal medium. The 
growth of the mold in the presence of varying amounts of adenine, adeno- 
sine, and adenosine-3-pliosphate was determined and plotted as the per- 
centage of growth obtained in the absence of inhibition. The data for 

^ Loring, H. S., and Ploeser, J. McT., unpublished work. 

- Loring, H. S., and Ali, S. A., unpublished work. 

^ Cytidine and guanylic acid were kindly provided by the National Biochemical 
Corporation, New York. Adenosine and adenosiiie-3-pliosphatc were obtained from 
Schwarz Laboratories, Inc., New York. 
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cytidine and the three purine compounds and for uridine and adenosine 
are shown in Fig. 1. It can be seen that adenosine w^as twice as inhibitory 
of cytidine activity as was adenosine-3-phosphate. WTien uridine was used 
as the growth factor, approximately five times as much adenosine w'as 
required to produce the same degree of inhibition. Free adenine failed to 
inhibit the growth of the mold on cytidine at a concentration equivalent to 
0.6 mg. of adenosine and indeed w^as slightly stimulatory at some concen- 
trations. Similarly, no significant inhibition of uridine in the presence of 
adenine was observed at a concentration equivalent to 4.0 mg. of adenosine. 



COHCE^iTRATiON OF AOENOSIKE OR ADE HOS I NE -3- PHOSPHATE OR 
ADEKiME AS ADENOSINE EQUIVALENTS (MG. PER 25 ML. OF BASAL MEDIUM) 

Fig. 1 . The effect of adenine, adenosine, and adenosine-3-pliosphate expressed as 
adenosine or adenosine equivalents on the growth of N'eurospora mutant No. 1298; 
O adenine, • adenosine, and □ adenosine-3-pliosphate in the presence of 0.5 mg. of 
cytidine; ■ adenosine in the presence of 0.5 mg. of uridine. 

In the case of cytidylic acid and uridylic acid, the amounts employed to give 
about half maximum growdh w’ere 1 mg. of cytidylic acid and 1 mg. of 
diammoniiim iiridylate per 25 ml. of basal medium. Addition of the three 
adenine compounds in similar amounts to those used for the pyrimidine 
nucleosides gave inhibition curves of the same type as those sliowm in Fig. 1. 
Free adenine as wdth cA^tidine and uridine did not affect the utilization of 
the pyrimidine ribonucleotides. The molar ratios of antagonist to metab- 
olite to give 50 per cent inhibition in the case of the four pyrimidine 
compounds and adenosine and adenosine-3-phosphate were calculated from 
the respective inhibition curves and are given in Table I. Of the four 
pyrimidine compounds it may be seen that c^d^idylic acid was the most 
readily inhibited, the molar ratio of adenosine to cytidylic acid for 50 per 
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cent iiiliibitioii being 0,13. In contrast to cytidylic acid, the inhibition 
ratio for adenosine and uridylio acid was 0.41. It is evident that adenosine- 
3-phosphate was less inhibitory in all cases than the corresponding nucleo- 
side. Cytidiiie, like cytidylic acid, was more strongly inhibited than 
uridine, but each pyrimidine nucleoside was affected to a lesser degree by 
adenosine than was the corresponding nucleotide. 

Antagonism by Guanosine and Gmnosine-3-pliosphate — An entirely 
analogous situation was found in the case of the guanine compounds. 
Guanosine and giianylic acid inhibited the utilization of each of the four 
pjnimidine nucleosides or nucleotides while guanine at comparable con- 
centrations had no effect. The effect of guanosine and giianosine-S- 


Table I 

Molar Ratios of Aniagonisi to Metabolite for 50 Per Cent Inhibition 


Metabolite 

Weight metab- 
olite used per 
25 mi. medium 

Antagonist 

Moles antagonist 

Moles metabolite 

Cytidylic acid 

mg' 

1 

Adenylic acid 

0.27 


1 

Adenosine 

0.13 

Cytidine 

0.5 

Adenylic acid 

0.60 

( i 

0.5 

Adenosine 

0.24 

Uridylic acid 

0.86 

Adenylic acid 

0.6 

u u 

0.S6 

Adenosine 

0.41 

Uridine 

0.5 

Adenylic acid 

3.2 


0.5 

Adenosine 

1.4 

Cytidine 

0.5 

Guanosine 

0.6S 

u 

0.5 

Guanylic acid 

1.20 

, Uridine 

0.5 

Guanosine 

3 .0 

tc 

0.5 

Guanylic acid 

7.8 


phosphate on mold growth in the presence of 0.5 mg. of cytidine or uridine 
is shown in Fig. 2. It may be seen that approximately twice as much 
guanosine or guanylic acid was required to produce the same amount of 
inhibition as for the adenine compounds. Guanine in an amount equiv- 
alent to 10 mg. of guanosine per 25 ml. of basal medium did not affect 
the growth of the mold in the presence of 0.5 mg. of cytidine or uridine. 
The molar ratios of guanosine or guanylic acid to cytidine and uridine to 
produce 50 per cent inhibition are also shown in Table I. 

Antagonism in Mixtures of Pyrimidine Nucleosides and Nucleotfdes— The 
surprising difference in the ability of adenosine to inhibit growth on uridine 
as compared to cytidine suggested that the antagonism was involved to a 
different degree in the reactions concerned in the utilization of the two 
compounds. If the reaction inhibited was the deamination of cytidine to 



G. PIEEGE AND H. S. LORING 


1135 


uridine rather than the utilization of cytidine per se^ then it should be 
possible to eliminate the inhibition of cytidine by the addition of sufficient 
uridine to avoid the necessity of deamination. It was desirable, therefore, 
to determine the amount of uridine that would cause the reversal of the 
antagonism in an inhibitory mixture of cytidine and adenosine. A series of 
flasks containing 0.25 mg. of cytidine and 0.27 mg. of adenosine in 25 ml. of 
basal medium was supplemented with increasing amounts of uridine from 
0.05 to 0.5 mg. The molar ratio of adenosine to cytidine was 1.0, which in 
the absence of uridine produces complete inhibition. The effect of the 



Fig. 2. The effect of guanosine or guanylic acid expressed as guanosiae or gua- 
nosine equivalents on the growth of Neurospora mutant No. 129S; O guanosine, and 
□ guanylic acid in the presence of 0.5 mg. of cytidine; ® guanosine, and ■ guanylic 
acid in the presence of 0.5 mg. of uridine. 

addition of the uridine is shown in Fig. 3, A, where the weight of mycelium 
found for each concentration of uridine wns plotted against the total weight 
ill mg. of cytidine and uridine used as the growth supplement. The curve 
showing the growth of the mold on either pyrimidine nucleoside in the 
absence of inhibitor is also presented. It may be seen that the grow^th- 
promoting properties of the mixtures were almost completely inhibited 
until the molar ratio of the cytidine to uridine approached 1. '\'\Tieii the 
ratio reached 1, the inhibition was strikingly eliminated, and as more 
uridine was added, the amount of grow’th was approximately that found 
with either cytidine or uridine when no inhibitor was present. As shown 
in the cytidine-adenosine curve in Fig. 1, 0.27 mg. of adenosine in the 
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presence of 0*5 mg. of cytidine, a molar ratio of 0.5, gave 98 per cent 
inhibition. Tims it is evident that the inhibition "was a specific one and 
that the addition of an equivalent quantity of cytidine instead of uridine 
would not have overcome the effect of the adenosine. 

An experiment performed with 0.4 mg. of cytidylic acid and 0.18 mg. of 
adenosine, an amount giving complete inhibition, gave a similar elimination 
of antagonism wdien increasing amounts of iiridylic acid were added. In- 
hibition was nearly 100 per cent when the ratio of iiridylic acid to cytidylic 
acid W'as less than 1, but, w^hen the ratio became 1, inhibition no longer w^as 
observed. In this case when an additional equivalent of cytidylic acid 



and 0.27 mg. of adenosine in comparison with the normal growth carve on cytidine 
or uridine; O normal growth curve on cytidine or uridine, # growth, curve on cyt- 
idine-adenosine mixture with var 5 dng amounts of uridine. 

Fig. 3, B. The effect of adenosine on an equimolar mixture of 0-25 mg. of cytidine 
and 0.25 mg. of uridine. 

was added to the 0.4 mg. of cytidylic acid-0.18 mg. of adenosine mkture, 
the amount of growth corresponded to about 95 per cent inhibition. 

In an attempt to reverse the guanosine inhibition of cytidine, increasing 
amounts of uridine were added to a mixture of cytidine and guanosine 
which is completely inhibitory (0.25 mg. of cytidine and 0.5 mg. of guano- 
sine; cf. Fig. 2). The antagonism was also eliminated in this case by the 
addition of an equimolar amount of uridine, 0.25 mg. of the latter permit- 
ting growth equal to 82 per cent of that expected from either 0.5 mg. of 
cytidine or the same quantity of uridine with no inhibitor added. 

The strildng elimination of the inhibition of cytidine by an equimolar 
amount of uridine provided evidence that the antagonism of adenosine was 
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concerned in a highly specific way with the deamination of cytidine to 
uridine, possibly by inhibition of a cytidine deaminase present in the mold. 
A possible explanation of the antagonism for uridine alone could be the 
blocking of the reverse reaction, the amination of uridine to cytidine. A 
larger amount of adenosine would be required for the blocking of this* 
reaction than for the deamination, as shown by the larger amoimts re- 
quired to inhibit growth on uridine. If this were the case, one would 
expect the amount of adenosine which inhibits the utilization of uridine 
alone to have no effect on an equimolar mixture of cytidine and uridine, both 
being available for growth. 

To study this question an equimolar mixture of 0.25 mg. of cytidine and 
0.25 mg. of uridine was supplemented with different amounts of adenosine 
from 0.23 to 1.4 mg., and the amount of mold growth determined in each 
case. The mycelium weights expressed as per cent of growth in the 
absence of inhibitor and the amounts of adenosine added are shovm graphi- 
cally in Fig. 3, B. When 0.27 mg. of adenosine was used, an equimolar 
mixture of all three components was present, and the growth of the mold 
was not inhibited, as was expected from the curve shown in Fig. 3, A. 
However, as the ratio of adenosine to cytidine and uridine was increased, 
mold growth was inhibited in a fashion similar to that found for uridine 
alone. Thus for 50 per cent inhibition, the same adenosine-uridine ratio 
of about 1.4 was found in this experiment where cytidine was present as 
with uridine and adenosine alone. The effect of adenosine on uridine is 
probably concerned, therefore, with the utilization of uridine for growth 
directly rather than with its conversion to cytidine. 

To ascertain whether the inhibitory effects of adenosine and guanosine 
on a mixture of cytidine and uridine were additive, increasing amounts of 
guanosine from 0,2 mg. to 1.0 mg. Avere added to flasks containing 0.25 mg. 
of cytidine, 0.25 mg, of uridine, and 0.45 mg. of adenosine in 25 ml. of basal 
medium. This mixture allows about 30 per cent of the normal growth of 
the mold to take place; cf. Fig. 3, B. The addition of the guanosine re- 
sulted in further inhibition. 

To demonstrate that the antagonism observed between adenosine and 
cytidine is a competitive one, i.e,, that a constant ratio of antagonist to 
metabolite Avill give the same degree of growth regardless of the actual 
concentration of metabolite present, flasks were set up containing 0 . 25 , 
0 . 50 , 0 . 75 , and 1.0 mg. of cytidine per 25 ml. of basal medium. To these 
were added 0 . 07 , 0.14, 0.21, and 0.28 mg. of adenosine, respectively. The 
percentage of normal growth obtained (as calculated from the standard 
growth curve (8)) Avas approximately the same at each concentration level 
of antagonist and metabolite, ix,, 8, 6, 9, and 7 per cent, respectively. 

Although the antagonism between cytidine and adenosine was also 
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demonstrated to exist in the pyrimidine-deficient mutant of Neurospora 
No. 263-1895-3a‘^ (7), it could not be slio^ra in the wild type which is able 
to synthesize its pyrimidine requirements. In determining this fact 5 mg, 
of adenosine were added to 25 ml. of basal medium, and the growth of the 
wild type measured in the usual way. The amount of growth did not 
differ significantly in the presence of adenosine from that found with the 
imsupplemented medium alone. 

DISCUSSION 

The Neurospora mutant No. 1298, unlike its wild type counterpart, fails 
to grow on the basal medium alone but grows when the medium is supple- 
mented with either of the two pyrimidine ribonucleosides or ribonucleo- 
tides. As these compoimds are essential constituents of ribonucleic acid, 
it is evident that the failure of growth in their absence is due to a deficiency 
in ribonucleic acid synthesis. Because normal growth is obtained with 
either cytidine or uridine or the corresponding nucleotides, it is also ap- 
parent that the mold can accomplish the amiiiation of uridine with the 
formation of cytidine or the deamination of cytidine to uridine as well as 
the phosphorylations necessary for the formation of nucleic acid from the 
nucleosides. 

The difference in the levels at which cytidine and uridine are inhibited 
suggests that the inhibition of at least two different reactions is involved. 
Evidence that the deamination of cytidine to uridine is inhibited is pro- 
vided by the fact that cytidine was more readily inhibited than uridine and 
because the C3fi:idine inhibition could be readily eliminated by the presence 
of an equimolar quantity of uridine. In the latter instance the conversion 
of cytidine to uridine was no longer required for nucleic acid synthesis and 
the inhibition of this reaction would not be expected to have the same 
inhibitory effect on the utilization of the two compounds for growth. At 
concentrations of adenosine which inhibited growth on uridine, however, 
it appears that it is the utilization of uridine which is affected rather than 
its conversion to cytidine, as this inhibition was not removed by the presence 
of cjffidine. The nature of the reaction concerned in this case is not 
apparent. 

The fact that the pyrimidine nucleotides, cytidylic and uridylic acids, 
are more strongly inhibited by adenosine than are the corresponding 
nucleosides is in agreement with their less efficient utilization for growth. 
Similarly adenosine-S-phosphate was less inhibitory than adenosine. 
These results are in agreement with several others which indicate that the 

^ This mutant was kindly provided by Dr. H. K. Mitchell, Iverckliof! Laboratories 
of Biology, Califoraia Institute of Technology, Pasadena, California. 
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nucleosides may play a more central role in nucleic acid metabolism than 
either the free bases or their nucleotides. 

The absence of adenosine inhibition in the wild type organism is in 
keeping with other observations that no inhibition is produced by closely 
related structural analogues when the substance concerned is not required 
for growth (11). In the wild type Newros'pora an efficient mechanism may 
be present for the conversion of adenosine to adenine which later wms found 
in these experiments not to be inhibitory. An alternative explanation 
may be that pyrimidine synthesis can be stimulated to balance the in- 
creased amount of adenosine present. 

Of interest is the highly specific nature of the antagonism of the pyrim- 
idine nucleosides by adenosine and guanosine and the striking reversal 
of the adenosine-cytidine inhibition by uridine. Unlike most inhibitions 
by closely related structural analogues in which high antagonist-metabolite 
ratios are necessary to produce inhibition, growth on cytidine was com- 
pletely inhibited by an equimolar amount of adenosine. Similarl}’- such a 
completely inhibitory mixture in the presence of a molecular equivalent of 
uridine behaved as if no antagonist at all were present. These experiments 
demonstrate the pronounced effect of the purine and p 3 'Timidine nucleo- 
sides on growth in this strain of Neurospora and suggest a similar function 
in the control of grow^th in other organisms. 

SUMMARY 

The utilization of the pyrimidine ribonucleosides and ribonucleotides for 
growth by the p 3 U'‘imidine-defieient mutant of Neurospora No. 1298 can be 
completely inhibited by the addition of adenosine or adenosine-3-phosphate 
to the culture medium. Adenosine is the most active antagonist, adeno- 
sine-3-phosphate is somewhat less so, and adenine has no antagonistic 
effect when added in comparable concentrations. The nucleotides are more 
readily inhibited than the nucleosides, and cytidylic acid and cji^idine 
require less adenosine or adenosine-3-phosphate for inhibition than do* 
iiridylic acid or uridine. Guanosine and guanylic acid also inhibit the* 
utilization of the pyrimidine compounds, but somewhat larger amounts are- 
required. Guanine like adenine show’s no inhibitoiy action at moderate 
concentrations. 

The inhibition of cytidine by adenosine is strikingly reversed b}^ the 
addition of an amount of uridine equal to the c^i^idine present. Uridine, 
how'ever, is inhibited by the same concentration of adenosine regardless of 
whether or not an equimolar quantity^ of cydidine is present. These results 
suggest that at least two reactions may be involved in the inhibition, 
namely, the deamination of cytidine to uridine and^ the utilization of 
uridine itself for the synthesis of ribonucleic acid by the mold. 
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IL THE EFFECTS OF DIETARY METHIONINE, CYSTINE, AND 
CHOLINE IN THE YOUNG WHITE RAT 

By C. R. TREADWELL 

(From the Departments of Biochemistry , School of Medicine, George Washington 
University, IVashington, and Southwestern Medical College, Dallas) 

(Received for publication, June 12, 1948) 

In a previous study (1) it was shown that the total methionine require- 
ment of rats of approximately 170 gm. initial body weight receiving a 
choline-free basal diet was 1200 mg. per 100 gm. of diet. This total was 
differentiated into a growth requirement of 600 mg. and a lipotropic recpiire- 
meiit of 600 mg. The basal diet contained 100 mg. of cystine per 100 gm. ; 
additional cystine did not exhibit any effect on growth or any antilipotropic 
activit 3 ?'. When the basal diet was supplemented with 100 mg. of choline 
per 100 gm., there was a maximum lowering of liver fat with no increase 
in the growth rate. Womack and Rose (2), using different experimental 
conditions, reported that 500 mg. of methionine and 100 mg. of cystine per 
100 gm. of diet were adequate to support optimum growth in rats of an 
initial body weight of approximately 50 gm. Rats of this age are entering 
their most rapid growth period, during which it might be expected that the 
methionine requirement would be greater than that of 170 gm. rats which 
are growing at a slower rate, while our results suggested a somewhat higher 
growth requirement for methionine in the 170 gm. rats. In addition to the 
different experimental techniques, another factor which made our results 
difficult to correlate with those of Womack and Rose was the effect of 
choline, wdiich has been shovm by du Vigneaud and coAvorkers (3) to be 
present in the Autamin B complex used by W^omack and Rose. ^Yh.ile it 
has been reported (4, 5) that choline has a growth-stimulating effect, none 
was found in our study Avith 170 gm. rats. HoAAwer, it seemed possible 
that in 50 gm. rats there might be a methionine-sparing effect of choline as 
regards groAAffh. Thus it appeared desirable to extend our observations to 
rats of 50 gm. initial AA^eight. The data presented beloAV, Avhen considered 
in conjunction Avith the observations in 170 gm. rats and the Avork of Hom- 
ing and Eckstein (6) Avith adult male rats, indicate that under certain 
experimental conditions the needs of the AAhite rat for methionine, C3^stine, 
and choline and the metabolic interrelationship of these three substances 
change, at least quantitatively, Avith the age of the animal. 
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EXPERIMENTAL 

Young white rats weighing approximately 50 gm. (range 47 to 53 gm,) 
of the Sprague-Dawley strain were used. They were distributed among 
the dietary groups in a random manner, without regard to sex. The. care 
of the animals has been described previously (7). The basal diet (No. 26, 
Tables I to III) was composed of 15.4 per cent casein, 3.2 per cent arachin, 
5 per cent salt mixture (8), 2 per cent Cellu flour, 34.4 per cent glucose,^ and 
40 per cent lard. A commerical vitamin-free casein and arachin prepared 
from peanut flour‘d by the method of Johns and Jones (9) were used. The 
moisture content of the proteins was less than 1 per cent (1). The protein 
mixture in the basal diet provided 500 mg. of methionine and 100 mg. of 
cystine. The various dietary constitutents supplied a total of not more 
than 1 mg. of choline per 100 gm. of diet. When supplementary methi- 
onine, C 3 ’'stine, or choline was incorporated in the basal diet as indicated in 
Tables I to III, an equivalent amount of glucose was omitted. All rats 
received orally 0.1 cc. of U. S. P. XI cod liver oil and 0.1 cc. of a solution 
containing 25 y of thiamine, 20 y of riboflavin, 100 y of calcium panto- 
thenate, 100 y of nicotinic acid, and 20 y of pyridoxine per day. The experi- 
mental period was 21 days. The livers were removed from the animals 
under sodium amytal anesthesia and analyzed for total lipides (10). Appar- 
ent differences were analyzed for significance by the t method of Fisher 
(11), and only those showing a P value of less than 0.01 were considered 
significant. 

Results 

Table I summarizes the data obtained when Diet 26 was supplemented 
with increasing quantities of methionine. The response of the 50 gm. rats 
used in this study was markedly different from that observed in the 170 gm. 
rats used previously. First, some of the animals receiving the diets of 
lower methionine content (Diets 26, 27, 32) died between the 8th and 14th 
day of the experiment. Also a few of the animals which survived the ex- 
perimental period showed a weight plateau lasting 3 to 5 days and a 
decrease in the food intake during the same interval. At autopsy, in the 
animals dying during the experimental period, the hemorrhagic kidney 
condition described by Griffith and Wade (4) was found. Also when the 
remaining animals were sacrificed at the end of the experimental period, 
gross inspection indicated in some of the animals the healed hemorrhagic 
kidneys described by Griffith (12). The occurrence of healed hemorrhagic 
kidne 3 "s was closely correlated with the occurrence of the weight plateau 
and the decrease in food intake. These phenomena were not observed in 
the older rats receiving these diets (1). Thus there was considerable vari- 

^ Generously supplied by the Corn Products Refining Company, New York. 

2 Proflo brand, kindly furnished by the Traders Oil Mill Company, Fort Worth, 



C. K. TREADWELL 


1143 


atioii among the young rats fed Diets 26, 27, and 32. However, in most of 
the animals showing a weight plateau and decrease in food intake in the 
period from the Sth to the 14th day, there was, following this, a slightly 
greater food intake and rate of growth than were observed in the animals 
not exhibiting these signs, so that at the end of the experimental period 
there was less individual variation than would have been expected. All 
animals surviving the experimental period were included in the averages 
shown in Table 1. 

The second important difference found between the young and the older 
rats was in the methionine requirements for growth and lipotropism. At 
the loAver levels of methionine, no differentiation between the methionine 

Table I 

Meihionme Requirements for Growth and Lipotropism in Young Rats Receiving 

Choline-F ree Diets 


The animals received the diets for 21 da^^s. The average initial weights frjr the 
dietary groups ranged from 49 to 52 gin. The numbers in parentheses indicate the 
number of animals dying during the experimental period. 


Diet No. 

Meth- 

ionine 



Cystine 

No. of 
rats 

Food intake 
per day* 

Gain in weishti 

Liver lipides per lOO gm. 

Moist tissue 

Body weight 



m^. per 
100 gm. 
did 


gm. 

per cent 

gm. 

gm. 

26 

500 

100 

24 (6) 

5.3±0.1 

64.2 ±5.5 

24.1 ± 1.8 

2.00 ± 0.19 

27 

600 

100 

12 (1) 

5.5=b0.2 

85.1 ± 7.7 

18.3 ± 2.0 

1.35 ±0.15 

32 

800 

iOO 

10 (2) 

5.9±0.1 

i 115.1 ±7.1 

12.0 ± 1.0 

0.8S±0.05 

33 

1000 

100 

S 

6.5±0.2 

140.7 ±5.6 

9.8 ± 0.4 

0.61 ± 0.04 

4S 

1300 

100 

18 

6.3=h0.1 

132.7 ± 4.8 

8.3 ±0.4 

0.34 ±0.01 

49 

1500 

100 

8 

6.3 ±0.2 

135.0 ±5.9 

6.3 ±0.2 

0.2S± 0.02 


Including the standard error of the mean, calculated as follows: 's/'^d-fin “-1)/ 
"\/n, 

t The difference between the initial and final w’eights expressed as per cent of 
initial weight. 

requirements for growth and lipotropism was possible. Up to the level of 
1000 mg. per 100 gm. of diet, there tvas a progressive increase in the growth 
rate and a progressive decrease in the liver lipide content. These results 
indicate that in the young rat both growth and lipotropism participate in 
the utilization of the available supply of methionine up to a level of 1000 
mg. of methionine. Methionine in excess of 1000 mg. further lowered the 
liver fat without an effect on the grow^th rate; at the 1500 mg. level the liver 
fat content w^as the same as when the diet contained 500 mg. of methionine 
and 200 mg. of choline (Table III). 

The effect of supplementing Diet 26 with cystine is shown in Table IL 
The 100 mg. increase in cystine in Diet 29 produced a distinct increase in 
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tile level of liver fat. The apparent difference in the growth rate of the 
animals on Biets 2G and 29 is not statistically significant. Cystine at the 
400 mg. level in TJiet 50 produced death in 84.6 per cent of the animals 
between the 8th and 14th days. All of these animals died with the typical 
symptoms of hemorrhagic kidneys. It is apparent that the basal diet used 
in these experiments is ivell adapted for the demonstration of the effect of 
cystine in intensifying the development of hemorrhagic kidneys. Griffith 
(13) has suggested that the action of cystine in increasing the level of liver 
fat and intensifying the development of hemorrhagic kidneys is due to an 
improvement in the state of nutrition (growth); f.c., when dietary cystine 
increases the growth rate, there is a concomitant increase in the choline 
and methionine (labile methyl) requirements, thereby decreasing the 

Table II 

Effect of Cystine on Growth and Lipotropism in Young Eats Receiving 
Choline-Free Diets 


Tlie animals received the diets for 21 days. The average initial weights for the 
dietary groups ranged from 49.0 to 52.2 gm. The numbers in parentheses indicate 
the number of animals dying during the experimental period. 


1 

Diet No. 

1 

3.1eth- 

ionine 

iCj^stine 

No. o£ 

Food intake 
per day* 

Gain in weightf 

Liver lipides per 100 gm. 

rats 

Moist tissue 

Body weight 

26 

: mg. per 
li'O gm. 
diet 

1 500 

mg. per 
100 gm. 
diet 

100 

24 (0) 

gm. 

5.3=b0.1 

per cent 

64.2 ±5.5 

24.1 ± 1.8 

g?n. 

2.00 ± 0.19 

29 

1 500 

200 

15 (3) 

i 5.2 ±0.2 

69.5 ± 6.3 

30.5 ± 1.1 

2.73 ±0.10 

50 

; 500 

400 

13(11) 

1 5.4 

72.8 

32.9 

2.43 


* See Table I. 
t KSee Table I. 


amount available for lipotropic action and the prevention of hemorrhagic 
kidneys. Both of these effects of cystine are demonstrated in this experi- 
ment without a significant increase in the growth rate. In Paper III of 
this series Ave shall present further studies which show that the suggestion 
of Griffith does not explain the action of cystine on liver fat and the kidneys 
under all experimental conditions. 

The data obtained w’-hen the basal diet was supplemented with choline 
are summarized in Table III. The symptoms of hemorrhagic kidiieyKS 
were not observed in any of the animals receiving choline. The growth 
rate w^as increased by the choline supplements up to a level of 200 mg. per 
100 gm. of diet, while the liver fat was decreased to an essentially normal 
value at the 100 mg. level In our previous studies (1) with older animals, 
we have not observed a growth-promoting effect of choline. However, 
several other laboratories have reported this action of choline (14). 
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The results of the present study demonstrate some important differences 
in the response of 50 and 170 gm. rats to the same dietary regime. In 170 
gm. rats receiving the basal diet used in these studies, 600 mg. of methi- 
onine per 100 gm. of diet are required for optimum growth, and in the 
absence of choline, an additional 600 mg. of methionine are needed to 
maintain a normal level of liver fat. In these older animals, hemorrhagic 
kidneys did not occur even on the unsupplemented basal diet. There is 
no significant lowering of liver fat by methionine in such animals until the 
growth requirement is satisfied. On the basis of present knowledge regard- 
ing the metabolic interrelationships of methionine and choline, it may be 
assumed that in 50 gm. rats receiving choline-free diets methionine is 
needed for growth and that labile methyl groups derived from methionine 

Table III 

Choline Requirements for Growth and Lipoiropism in Young White Rats 


The animals received the diets for 21 days. The average initial weights for the 
•dietary groups ranged from 49.0 to 52.4 gm. The numbers in parentheses indicate 
the number of animals dying during the experimental period. 


Diet 

No. 

Meth- 

ionine 

Cystine 

Choline 

No. of 

Food intake 
per day* 

Gain in weight f 

Liver lipides per 100 gm. 

rats 

Moist tissue 

Body weight 

26 

mg. per 
100 gm. 
diet 

500 

mg. per 
100 gm. 
did 

100 

mg. per 
100 gm. 
diet 

0 

24(6)1 

gm. 

5.3db0.1 

per cent 

64.2 ± 5.5 

gm. 

24.1 ± l.S 

gm. 

2.00 ± 0.19 

34 I 

500 

lOO 

100 

s 1 

6.0 ±0.2 

i 88.0 ±5.1 

S.2 ± 0.4 

0.40 ± 0.04 

35 1 

i 500 

lOO i 

200 , 


5.7 ±0.1 

1 100.4 ±5.6 

6.6 ± 0.3 

0,29 ± 0.17 

51 i 

500 

lOO i 

300 

16 1 

6.4±0.1 

i 95.7 ±3.0 

7.2 ± 0.4 

10.32 ±0.01 


See Table I. 
t See Table I. 


are needed for lipotropism and for the prevention of hemorrhagic kidneys. 
The data in Table I suggest that these three requirements compete for the 
available supply of methionine, but that no one takes precedence over the 
others. For example, if one compares the results with Diet 32 to those 
with Diet 26, the 300 mg. of additional methionine in Diet 32 produced an 
increase in the growth rate, a lowering of the liver fat, and a decrease in the 
incidence of hemorrhagic kidneys. However, it is apparent that none of 
the three requirements was completely satisfied at this level of methionine. 
The further increase of 200 mg. of methionine in Diet 33 produced optimum 
growth, a complete absence of hemorrhagic kidneys, and a nearly normal 
level of liver fat. ^Tien the data in Tables I and III are compared, it can 
be concluded that the 500 mg. of methionine and 100 mg. of cystine are not 
sufficient to support optimum growth, for while supplementing the basal 
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diet with 200 mg. of choline (Diet 35) gave maximum loivering of the liver 
lipides., complete protection against hemorrhagic kidneys^ and maximiim 
stimulation of growth by choline, the growth rate was distinctly less than 
that found with the higher levels of methionine. Assuming that the choline 
in Diet 35 satisfied the requirements for lipotropism and prevention of 
liemoniiagic kidneys, then the 500 mg. of methionine which the diet con- 
tained were all available for growth. However, the 100 per cent increase 
ill weight is less than optimum, as is shown by the group fed Diet 33 ; there- 
fore the growth requirement for methionine in the 50 gm. rat is greater than 
500 mg. when 100 mg. of cystine are present. Thus, the grovrtii-stimiilat- 
ing effect of dietary choline in young rats, in contrast to the absence of 
such an effect in older animals, is most simply explained by a preferential 
utilization of methionine for growth in the older animals, so that the 
addition of choline does not decrease the demand on the available supply, 
whereas in the young animals, several metabolic processes are participat- 
ing in the over-all utilization of the amino acid, and the introduction of 
choline into the diet supplies the needed methyl groups for at least two 
of these processes, thereby sparing methionine for growth. 

SUMMARY 

Young white rats (50 gm. initial weight), receiving a choline-free diet 
containing 18.6 gm. of protein, 500 mg. of methionine, and 100 mg. of cys- 
tine per 100 gm., grew at a rate less than optimum and developed fatty 
livers and hemorrhagic kidneys. 

When the diet contained 1000 mg. of methionine, growth was optimum, 
there were no symptoms of hemorrhagic kidneys, and the level of liver fat 
was only slightly above normal. The total methionine requirement was 
between 1300 arid 1500 mg. per 100 gm. of diet. 

'\Wien the diet contained 200 mg. of cystine, there was a distinct aiitilipo- 
tropic effect without a significant increase in the groAvth rate. Cystine, at 
the 400 mg. level, produced death in 85 per cent of the animals within 14 
days. 

The greatest stimulation of groivth by choline was observed at the 200 
mg. level, which also produced a normal fat content in the liver. It is 
suggested that the growth-stimulating effect of choline may be attributed 
to a methionine-sparing action. 
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IIL THE EFFECT OF SUPPLEMENTARY CYSTINE, METHIONINE, AND 

CHOLINE IN LOW PROTEIN DIETS 

By C. R. TREADWELL 

{Fro7n the Beparirnent of Biochemistry, School of Medicine, George Washington 
University, Washington) 

(Received for publication, June 12, 1948) 

Since the initial observation by Beeston and Channon (1) of the anti- 
lipotropic effect of cystine, there has been no entirely satisfactory explana- 
tion of this effect of the amino acid. Griffith (2) has explained the anti- 
lipotropic effect of cystine on the basis that supplementary cystine raises 
the metabolic level and thus creates an increased demand for lipotropic 
factors. This suggestion is attractive in that it does not involve a direct 
metabolic antagonism between cystine and choline or choline precursors 
such as methionine. Stetten and Grail (3) have shown that the antilipo- 
tropic effect of cystine does not involve an antagonism between cystine and 
choline. The data of Treadwell, Groothuis, and Eckstein (4) have been 
interpreted (5) as indicating a direct antagonism between cystine and me- 
thionine. However, this interpretation was not suggested by Treadwell 
ei aL, and their data may be explained in other ways. 

In Paper I of this series (6), it was shown that in 170 gm. rats receiving 
a choline-free basal diet, containing 18.6 per cent protein, 600 mg. per cent 
of methionine, and 100 mg. per cent of cystine, supplementary cystine up to 
a level of 600 mg. did not exhibit an antilipotropic effect or increase the 
growth rate. In a subsequent study (7), 50 gm. rats on the same basal 
diet showed an increase in liver fat and in the incidence of hemorrhagic 
kidneys without a significant increase in growth rate when given supple- 
ments of cystine. 

In our studies of the various factors involved in the production and pre- 
vention of fatty livers, we have assumed that they will act either to increase 
or decrease the supply of methyl groups available for lipotropism. Wliile 
the results obtained in this laboratory with supplementary cystine were not 
in disagreement with the suggestion of Griffith (2), it seemed desirable to 
extend our studies on cystine. It %vas decided to change the experimental 
conditions from those previously used so that the action of cystine on 
growth and lipotropism might be more clearly defined. In this connection 
it seemed especiall}^ desirable to avoid the development of the hemorrhagic 
kidney condition. As will be showm belowq this was partly avoided by using 
animals of an initial Aveight of 100 gm. Rats of this weight, as shown by 
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Griffith. (8)3 are more resistant to the condition than 40 gm» animals. Also 
a basal diet modeled after the one used by Osborne and Mendel (9) in their 
classical studies on the growth-promoting effect of cystine seemed prefer- 
able to the high protein diet used in our previous studies. For purposes of 
comparison, methionine and choline supplements were included in addition 
to cystine. 

EXPERIMENTAL 

White rats, of both sexes, weighing approximately 100 gm. (range 97 to 
104 gmdj were used. Those used in Experiment A, Table I, were of the 
Carworth strain; in Experiments B, C, and D (Tables I and II) , the 
Sprague-Dawdey strain was used. The care of the animals was the same 
as described previously (10). Two basal diets were used. Diet 100 
(Table I) consisted of 5 per cent casein, 2 per cent Cellii flour, 5 per cent 
salt mixture (11), 48 per cent glucose,^ and 40 per cent lard. Diet 112 
(Table IF) wms like Diet 100 except that it contained 9 per cent casein and 
44 per cent glucose. The supplements shovm in Tables I and II were 
introduced at the expense of the glucose. The casein was a commercial 
vitamin-free product. The various dietary constitutents supplied a total 
of less than 1 mg. of choline per 100 gm. of diet. All rats received orally 
0.1 cc. of U. S. P. XI cod liver oil and 0.1 cc. of a solution containing 25 7 
of thiamine, 20 7 of riboflavin, 100 7 of calcium pantothenate, 100 7 of 
nicotinic acid, and 20 7 of pyridoxine per day. The experimental period 
was 21 days. The food intake wms determined daily and the weight changes 
“were recorded three times iveekl^n The livers were removed from the ani- 
mals under sodium amytal anesthesia and analyzed for total lipides (12). 
Apparent differences were evaluated by the t test of Fisher (13), and only 
those showing a P value of less than 0.01 W'cre considered significant. 

Results 

In Experiment A (Table I), the rats receiving Diet 100 lost 8.2 per cent 
of their initial body weight and developed fatty livers during the 21 day 
period. Diet 101 contained 100 mg. of supplementary cystine. With this 
diet the weight loss was the same as in those receiving the basal diet. The 
100 mg. of supplementaiy cystine exhibited a distinct antilipotropic effect, 
increasing the liver fat from 18.4 to 24.5 per cent. Thus, there was an 
antilipotropic effect of cj^stine in the absence of any stimulation of growth. 
Diet 102 contained 100 mg. of supplemental}:^ cystine and 100 ing. of cho- 
line. On this diet the animals also lost weight. However, due to the 
inclusion of choline, the liver fat was decreased from 24.5 to 15.1 per cent. 
Diet 105 contained 124 mg. of methionine, an amount of methionine equiv- 

^ Generously supplied by the Corn Products Refining Company, New York. 
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alent to 100 mg. of cystine on the basis of sulfur. There was no stimulation 
of growTh. Since the methionine was not used in growth, it was available 
for lipotropism, and there was a small decrease in the liver lipides. The 
100 mg. of choline in Diet 106 lowered the liver fat to the same extent as in 
Diet 107. The differences in the levels of liver lipides between groups on 
Diets 100 and 101 and between groups on Diets 107 and 102 demonstrate 

Table I 

Effect of Supplementary Cystine, Methionine, and Choline in Rais Receiving 5 Per Cent 

Casein {Choline-Free) Diets 

The animals received the diets for 21 days. The average initial weights for the 
dietary groups ranged from 99.2 to 101.1 gm. The composition of the basal diet is 
described in the text. 


Diet 

No. 

Supplements per 

100 gm. diets 

No. of 
rats 

Food intake 
per day* 

Change in weightf 

Liver lipide 

3 per iOO gm. 

Meth- 

ionine 

Cys- 

tine 

Cho- 

line 

Moist weight 

Body weight 

Experiment A 


mg. 

mg. 

mg. 


gm. 

per cent 

gm. 

gm. 

100 

0 

0 

0 

8 

5.3 ±0.3 

~S.2± 1.9 

18.4 ±0.7 

1.09 ± 0.09 

101 

0 

100 

0 

S 

5.3 ±0.3 

-7.6 ± 1.9 

24.5 ± 1.6 

1.81 ± 0.21 

102 

0 

100 

100 

8 

5.7 ± 0.2 

-3.1 ± 1.4 

15.1 ± 1.2 

0.77 ± 0.09 

105 

124 

0 

0 

7 

5.4 ± 0.2 

-8.1 ± 1.9 

16.3 ±0.7 

0.95 ±0.06 

106 

124 

0 

100 

6 

5.4±0.3 

-6.8 ± 2.3 

11.0 ± O.S 

0.59 ± 0.08 

107 

0 

0 

100 

6 

6.1 ± 0.2 

-9.4 ± 1.4 

11.0 ± 1.2 

0.50 ± 0.06 


Experiment B 


100 

0 

0 

0 

s 

4.3 ± 0.1 

-18.8 ± 2.0 

19.3 ±1.3 

1.10 ±0.13 

101 

0 

100 

0 

3 

4.4 

-21.2 

27.9 

1.70 

lOS 

0 

300 

0 

8 

4.6 ±0.2 

-14.6 ± 2.2 

27.9 ± 1.6 

i 2.02 ±0.20 

109 

372 

0 

0 

8 

4.5 ± 0.2 

-14.0 ± 1.3 

12,3 ± 1.2 

1 0.64 ± 0.10 


* Including the standard error of the mean, calculated as follows: \^Zd'^/(n — 1)/ 

t The difference between the initial and final weights expressed as per cent of 
initial weight. 

the antilipotropic action of cystine. Of some interest in connection with 
the antilipotropic effect of cystine is the lowering of liver fat by choline in 
the different diets. With Diet 102 the liver fat was decreased from 24.5 to 
15.1 per cent, a decrease of 9.4 per cent. With Diet 107 the lipides were 
decreased from 18.4 to 11.0 per cent, a lowering of 7.4 per cent. Thus, the 
effect of 100 mg. of choline was approximately the same in both diets. In 
the two diets containing cystine, the liver fat was at a higher level than in 
the corresponding diets without cystine. This may be interpreted as indi~ 
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eating that in both diets the effect of the supplementary cystine was to 
lower the total siippl}^ of lipotropic methyl groups. 

We had assumed on the basis of previous work (14, 15) that growth would 
be stimulated wheii Diet 100 w^'as supplemented with the sulfur amino acids. 
It appeared that there were two possible explanations for the failure 
of methionine and cystine to stimulate grow^th on this basal diet. Firsts 
the supplements were too small to demonstrate their effect, or secondly, 
in addition to a low sulfur content there was some other limiting factor 
operating. In Experiment B (Table I), the first possibility was investi- 
gated. The supplements were increased to 300 mg. of cystine and 372 mg. 
of methionine. The rats used in Experiment B were from our laboratory 
colony which is of the Sprague-Dawley strain. These animals exhibited 
a greater weight loss on the basal diet than the rats of the Carworth strain 
used in Experiment A. The results with Diets 108 and 109 show that the 
failure to produce a stimulation in growth with the smaller supplements 
was not related to the low level of the supplements. This experiment also 
confirms the finding in Experiment A that the antilipotropic effect of cystine 
may be demonstrated in the absence of any stimulation of growth. 

In Experiment C (Table II), the second possibility w^as investigated. 
The casein in the basal diet was increased to 9 per cent (Diet 112). On this 
diet rats from our colony lost weight slowly during the experimental period. 
Supplements of 100 mg. of ej’^stine or 124 mg. of methionine produced a 
stimulation of grovtli. The growth rate was of the same magnitude with 
both amino acids. With Diet 113 there was an antilipotropic effect of 
cystine, with an accompanying stimulation of growth. The choline supple- 
ment in Diet 115 lowered the liver lipides to an essentially normal level, 
with no effect on the grow^th rate. A further stimulation of growth occurred 
at the higher levels of supplementary cystine and methionine- The results 
with cystine suggest that the young rat can use more than 100 mg. of cystine 
to supply its sulfur amino acid requirement. Actually the 300 mg. of 
cystine were more effective in stimulating growth during the first 12 to 14 
da^^s of Experiment C than the data indicate. The growth and food intake 
of the animals on Diet 110 closely paralleled those of the rats receiving 
Diet 111 up to the i2tli and 14th day; then the food intake fell off and the 
body weight reached a plateau or decreased slightly. At autopsy there 
were no gross signs of hemorrhagic kidneys. These changes in food intake 
and growth were not -observed in the other dietary groups or in the animals 
receiving Diet 110 in Experiment D. 

The animals in Experiment D grew" at a greater rate than the animals 
of Experiment C on comparable diets. The difference in response in the 
tw"o experiments may have been due to the fact that the experiments were 
run at different seasons of the year or that because of unavoidable condi- 



C. R* TREADWELL 


1153 


tions the stock diet of our animal colony was changed in the interval be- 
tween Experiments C and D. However, qualitatively, the results confirm 
those of Experiment C. Salmon (16) has recently published data, obtained 
with weanling rats, on the physiological relationships of protein, fat, choline, 
methionine, cystine, nicotinic acid, and tryptophan. Comparison of the 
results of the present study with those of Salmon emphasize the importance 
of taking into consideration the age of the experimental animals in data 

Table II 

Effect of Suppl€?nentary Cystine, Methionine, and Choline in Rats Receiving 9 Per Cent 

Casein {Choline-Free) Diets 


The animals received the diets for 21 days. The average initial weights for the 
dietary groups ranged from 99.1 to 101.6 gm. The composition of the basal diet is 
described in the text. 


Diet 

No. 

Supplements per 

100 gm. diets 

No. of 
rats 

Food intake 
per day* 

Change in weightf 

Liver lipides per 100 gm. 

Metb- 

ioniiie 

Cys- 

tine 

Cho- 

line 

Moist weight 

Body weight 

Experiment C 


mg. 

mg. 

mg. 


gm. 

per cent 

gm. 

gm. 

112 

0 

0 

0 

8 

5.5±0.3 

-3.6 ± 2.7 

22.2 ± 1,8 

1.34 ±0.17 

113 

0 

100 

0 

8 

6.1 ±0.2 

+6.4 ± 1.3 

26.6 ± 1.9 

1.76 ±0.21 

114 

124 

0 

0 

9 

6.0 ±0.4 

+5.9 ± 2.8 

19.5 ±2.4 

1.02 ±0.15 

115 

0 

0 

100 

6 

5.5 ± 0.3 

-2.4 ± 2.1 

8.6 ±0.5 

0.36 ±0.03 

110 

0 

300 

0 

11 

6.0±0.2 

+10.4 ± 2.9 

27.9 ± 1.6 

2.24 ±0.20 

111 

372 

0 

0 

9 

7.0±0.3 

+18.4 ± 2.0 

14.5 ± 2.0 

0.75 ±0.15 

Experiment D 

no 

0 

300 

0 

6 

7.5±0.5 

+28.0 ± 5.7 

27.0 ±3.5 

2.03 ± 0.51 

111 

372 

0 

0 

6 

7.5±0.2 

+28. 3 ± 2.0 

12.9 ± 1.0 

0.56 ±0.06 

115 

0 

0 

100 

6 

5.8 ± 0.2 

+ 13,1 ±2,9 

7.6 ±0.3 

0.27 ± 0.01 

116 

0 

300 

100 

8 

6.6±0,2 

+24.9 ±2.2 

12.4 ± 1,0 

0.52 ± 0.07 

117 

372 

0 

100 

8 

7.1 ± 0.3 

+31.2 ±2.3 

12.3 ± 1.1 

0.45 ±0.03 


See Table L 
t See Table I. 


obtained in different laboratories. Salmon found that with weanling rats 
the primary deficiency in low casein diets was labile methyl groups, wMle 
in this study with 100 gm. rats, the primary deficiency was in sulfur amino 
acids. We have suggested previously (7) that the growth-stimulating 
effect of choline is most simply explained on the basis of a methionine- 
sparing action. 

The failure of methionine and cystine to stimulate growth in rats receiving 
5 per cent casein diets vras unexpected, inasmuch as a stimulation has often 
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been reported earlier (14, 15). A review of the earlier studies suggests that 
this difference may be related to the use of vitamin concentrates, while in 
the present stiid^^, pure vitamins were administered. The concentrates 
possibly supplied amino acids or other factors which are limiting in a piiri“ 
lied 5 per cent casein diet. A second possibility is that in the present study 
the diets contained 40 per cent fat, so that the daily food intake was less 
than with diets of low^er calorie content. 

The results of these experiments clearly show that the antilipotropic effect 
of cj^stine is not related to an increase in the nutritional level as suggested 
by Griffith (2). Tw’o other explanations of the antilipotropic effect may 
be cited. First, in the metabolism of cystine methyl groups may be required. 
Secondly, the addition of cystine may decrease the rate of removal^ of the 
methyl group from methionine by a mass action effect, for, as has been con- 
vincingly shown by du Vigneaud and cownrkers (17), the demethylation 
of methionine yields homocysteine which combines with serine to form 
cystathionine wffiich is then cleaved to liberate cystine. IVhen cystine is 
added, the concentration of the end-product of the above series of reactions 
is increased, which may decrease the rate of the reaction. 

SUMMARY 

Under the conditions of the present stiid}^ supplementary cystine and 
methionine did not stimulate growffh when added to a 5 per cent casein diet. 
Growffh was stimulated when these amino acids w^ere added to a 9 per cent 
casein diet. 

The magnitude of the growth response to supplements of cystine and 
methionine wms approximately the same for both amino acids, except during 
a period of decreased food intake by the cystine-fed animals in one experi- 
ment. Amounts of cystine greater than 100 mg. per 100 gm. of diet can be 
utilized by the rat for growth. 

Cystine can produce an antilipotropic effect without an accompanying 
increase in the nutritional level. 

Choline produces comparable decreases in the liver lipides in the presence 
or absence of cystine. 
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THE VITAMIN Be GROUP 


XIY. DISTRIBUTION OF PYRIDOXAL, PYRIDOXAiMINE, AND 
PYRIDOXINS IN SOME NATURAL PRODUCTS^ 

By JESSE C. RABINOWITZ and ESMOND E. SNELL 

{From ihe Department of Biochemistry, College of Agriculture, University of 
Wisconsin, Madison) 

(Received for publication, Julj^ 1, 1948) 

Although pyridoxal, pyridoxaiuine, and pyridoxine are all known, to occur 
naturally (1), almost no information concerning the distribution of these 
individual forms of vitamin Be is available. Use of three microorganisms 
for the individual detection of these three substances has been previously 
suggested (1, 2). Since Lactobacillus casei responds only to pyridoxal/ this 
substance could be determined directly. Both pyridoxamine and pjTi- 
doxal, but not pyridoxine, promote growth of Streptococcus faecalis;^ 
pyridoxamine was thus obtained as the difference between the value ob- 
tained with this organism and with Lactobacillus casei, corrected for the 
difference in activity of the two compounds for the former organism. Total 
vitamin Be was determined with Saccharomyces carlsbergensis 4228, w’hich 
responds to pyridoxal, pyridoxamine, and p 3 nidoxine. The difference 
betw^'cen the assay value obtained with Saccharomyces carlsbergensis and the 
sum of the values for pyridoxal and pyridoxamine w’-as considered to 
represent p^^uridoxine. 

Validity of this approach to the problem was questioned when it wms 
found that assay of yeast and liver extracts with Streptococcus faecalis gave 
higher values for their vitamin Be content than did assay with Saccharo- 
myces carlsbergensis (3). Subsequently this result w^'as showm to be due 
chiefly to the presence in natural materials of a ^ 'bound” form of vitamin 
Be, pyridoxamine phosphate, w-hich was inactive for Saccharomyces 
carlsbergensis but active for Streptococcus faecalis (4). Present availability 
of improved h 3 ^drolytic procedure for release of vitamin Be from tissues (5) 

Published with the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. Supported in part by a grant from the Research Committee of 
the Graduate School from funds supplied by the Wisconsin Alumni Research Founda- 
tion. 

^ At high levels, addition of either pyridoxine or pyridoxamine to the medium per- 
mits growth of Lactohadllus casei; they are less than 0.001 as active as pyridoxal for 
this organism, however, and their contribution to the analytical values found for 
natural materials is entirely negligible (2). Similarly, pyridoxine is less than 0.001 
as active as pyridoxamine or pyridoxal for Streptococcus faecalis, and its contribution 
to analytical values obtained with the latter organism is nil. 
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and of improved assay metlaods with Streptococcus faecalis (6) and Lacto- 
iacMus casei (7) permitted reexamination of the utility of a differential 
assay procedure for the various forms of vitamin Be. Results of this study 
are presented below. 


EXPERIMENTAL 

Assay Procedures — Pyridoxal was determined with (7); 

Sirepiococcm faecalis R- was used for determination of pyridoxal plus 
pyridoxamine (6). Saccliaromyces carlshergensis 4228 was used (Sj 8) for 


i 

I 

X 

Cc 


o 

Q: 

o 



PEP CENT INCIDENT LIGHT TRANSMITTED 

Fig. 1. The effect of Bicotinic acid on the determination of vitamin B® with Sac‘ 
ckaroniyces carlsherge?isis. Abscissa, per cent of incident light transmitted by a 20 
hour culture of Saccliaromyces carlshergensis grown in the presence of 20 m-y of pyri- 
doxamine dihydrochloride per 5 cc. Ordinate, vitamin content of a dried yeast 
sample calculated as micrograms of pyridoxamine dihydrochloride per gni. of yeast. 


the determination of total vitamin Be (pyridoxal, pyridoxaminej and pyri- 
doxine) . The basal medium used in the latter procedure has been criticized 
(9) for the omission of nicotinic acid. In a single experiment, no difference 
in the apparent vitamin Be content of a yeast sample was noted, whether or 
not nicotinic acid was added to the medium. However, a review of all 
assays conducted on this sample showed that, when nicotinic acid had been 
omitted from the medium, growth was less with siiboptimal levels of vita- 
min Be than when nicotinic acid was present in the medium. With heavier 
growth, assay values for vitamin Be tended to be lower. These results, 
summarized in Fig. 1, indicate that in some but not all assays nicotinic acid 
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does become a growth-limiting factor in the original assay medium (8), and 
that under such conditions values found for vitamin Be may be high. For 
these reasons, nicotinic acid was included in the assay medium at a level of 
0.5 mg. per 100 cc., as recommended by Hopkins and Pennington (9). 

l^Taenever natural materials were assayed, an amount of sample estimated 
to contain 2 y of vitamin Be was finely ground, placed in 180 cc. of 0.055 N 
hydrochloric acid, autoclaved for 5 hours at 20 pounds pressure (5), cooled, 
and neutralized with potassium hydroxide solution. Samples in which 
solid materials remained were filtered before assa}^. 

Assay of Known MixtuTes — Results of assay of mixtures of pyridoxal 
hydrochloride, pyridoxamine dihydrochloride, and pyridoxine hydro- 
chloride are shown in Table I. The method for calculating the amount of 

Table I 

Determination of Pyridoxal, Pyridoxamine, and Pyridoxine in Mixtures 
of Known Composition 


The values are expressed as milii micrograms per cc. 



Total assay value 








L. easel 

S. faecalis 

5. carlsbergensis 

Amount found 

Amount added 

Sample 

No. 

Standard used 







Pyri- 

doxal 

HCl 

(.4) 

Pyri- 

doxal 

HCl 

(5) 

Pyti- 

dox- 

amine 

2HCI 

CC) 

Pyridoxal 
HCl or 
pvridoxine 
HCl 

iD) 

Pyri- 

dox- 

amine 

2HCI 

iE) 

Pyri- 

do.xal 

HCl 

U) 

Pyri- 

dox- 

amine 

2HCI 

(F) 

Pyri- 

doxine 

HCl 

(G) 

Pyri- 

doxal 

HCl 

Pyri- 

dox- 

amine 

2HCI 

Pyri- 

doxine 

HCl 

1 

0.41 

0.88 

0.84 

1.20 

1.48 

0.41 

0.45 

\ 0.43 

0.40 

■ 

0.40 1 

0.40 

2 * 

0.91 

1.45 

l.SO 

1.68 

2.28 

0.91 

1 0.67 : 

; 0.27 i 

1 1 

0.90 

1 0.60 ^ 

0.30 


each component of the mixture from the assay values requires some expla- 
nation. The dose-response curves of Saccharoiiiyces carlsbergensis to 
pyridoxal and to pyridoxine are identical. However, the dose-response 
curves of both this organism and Streptococcus faecalis to pjwidoxal and to 
pyridoxamine were dissimilar; ix, the activity of pyridoxamine in terms of 
pyridoxal was not constant over the assay range used. Consequently", no 
constant factor for converting pyridoxal to its equivalent of pyridoxamine 
(or vice versa) could be used. To meet this situation, standard dose- 
response curves to each compound were obtained with each organism. The 
vitamin Be content of the samples was Jthen calculated in terms of each of 
these standards (Columns B to E, Table I). The value found in terms 
of pyridoxamine divided hj the value found in terms of pywidoxal thus gives 
a ratio which expresses the “average” activity of pyridoxal in terms of 
pyridoxamine over that portion of the curve used in calculating the results. 
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The individual components of the mixture are then calculated as follows: 

Pyridoxal hydrochloride — A ^ 

Pyridoxamiiie di hydrochloride ~ C — X A — F 

Pyridoxiiie hydrochloride ~ D — (A F X -f:;) — G 

where 1, B, etc., are the values found with the individual assay organisms 
against the appropriate standard, as indicated in Tables I to lY. The 
validity^ of this method is shovii by the results obtained in the analysis of 
the two mixtures (Table I). Recoveries of pyridoxal hydrochloride were 
102 and 102 per cent, of pyridoxamine dihydrocliloride 112 and 112 per cent, 
and of pyridoxine hydrochloride 90 and 108 per cent of the amounts added 
ill the two samples. 

The limitations of a differential assay procedure of this type should be 
emphasized. If one accepts dblO per cent as the approximate limits within 
wiiich values found by each of the three assay methods are reproducible 
(see below), then it is apparent that a variation of ±10 per cent of the total 
assay value found with Streptococcus faecalis (pyridoxal plus pyridoxamine) 
might be expected in the value calculated for pyridoxamine alone. Simi- 
larly, the variation encountered in the calculated value for pyridoxine will 
be ±10 per cent of the total assay value found with Saccharomyces carls- 
bergensis, w^hich responds to pyridoxal, pyridoxamine, and pyridoxine. It 
is thus clear that values for pyridoxal are relatively accurate, those for 
pyridoxamine less so, and those for pyridoxine are least so. The credibility 
of values for pyridoxine, for example, will depend upon the proportion of 
the total vitamin Be w’hich it represents. If this is only 10 per cent or less 
of the total assay value with Saccharomyces carlsbergensis, the value calcu- 
lated for it is clearly meaningless. 

A more accurate estimate of the validity of these assays may be gained 
from Table II. Here the results of six wholly independent analyses of a 
dried yeast are shown. The coefficients of error in the determination of 
vitamin Be with Lactobacillus casei, Streptococcus faecalis, and Saccharomyces 
carlsbergensis were 6.3, 8.0, and 4.2 per cent, respectively, of the mean 
value. The pyridoxal, pyridoxamine, and pyridoxine contents of the yeast 
and the probable error of each value were calculated from these average 
figures and their standard errors by the method previous^ described. 
From the tabulated results it is apparent that, while the values for pyridoxal 
and pyridoxamine are highly significant, those for pyridoxine are not, and 
it cannot be said with certainty whether or not any pyridoxine is present. 
It is certain, liowmver, that the amount of pyridoxine present, if any, is com- 
paratively small. 

The error of the mean value, calculated on the assumption that the total 
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assay value as determined with each organism is subject to 10 per cent error 
in either direction, is shown in the last line of Table II. Examination of 
the individual assay values shows that most, though not all of these, fall 
between these limits. Consequently, this procedure has been used in 
Tables III and IV to provide a rough measure of the probable degree of 
accuracy of the single assay values recorded. Although in some cases 
errors larger than those indicated can be expected, the satisfactory values 

Table II 

Vitamin Be Content of Dried Yeast 


The values are expressed in micrograms per gm. 


Trial No. 

L, casei 

Total assay value 

y. faecalis j S. carlshergensis 

Standard used 

Calculated content 

Pyridoxal 

HCl 

{A) 

Pyridoxal 

HCl 

(B) 

Pyridox- 

amine 

2HC1 

(C) 

Pyridoxal 
HCl or 
pyridox- 
ine HCl 

m 

Pyridox- 

amine 

2HC1 

(E) 

Pyridoxal 

HCl 

(A) 

Pyridox- 

amine 

2HCL 

(F) 

Pyri- 

doxine 

HCl 

(G) 

1 

4.9 

42 

41 

34 

41 

4.9 

36 

-0.8 

2 

6.1 

50 

49 

35 

43 

6.1 

43 

-6.3 

^ 1 

4.1 

56 

53 

37 

45 

4.1 

49 

-7.3 

4 ! 

5.1 

57 

46 

37 

45 

5.1 

42 

-2.9 

5 i 

6.0 

42 

42 

38 

46 

6.0 

36 

2,2 

6 

4.9 

54 

44 

40 

51 

4.9 

40 

3.7 

Average ± 8 . 6 . 111 .*“^. 

5.2 

50 

46 

38 

45 1 

5.2 

41 

-1.9 


±0.33 

±4.0 

±2.7 ; 

±1.4 

±1.9 

±0.33 

±2.9 

±1.9 

Average ±10% 









total assay value . 

5.2 


46 


45 

5.2 

41 

—2 


±0.5 


±4.6 


±4.5 

±0.5 

±5.0 

±4.5 


Standard error of mean — \/('2dl)/in(n — D) where da is the deviation of a 
particular observation from the arithmetic mean and n is the number of observa- 
tions (10). 


obtained in recovery experiments (Tables I and III) show that frequently 
the values obtained are much more accurate than indicated. 

Recoveries of Known Mixtures from Natural Smnfles — To test further the 
assay procedure, knovii mixtures of p3rridoxal, pyridoxamine, and pyri- 
doxine were added to natural materials which were then hydrolyzed as 
described above and assayed. Results were calculated as described earlier ^ 
and are given, together with their possible variation, in Table IIL With 
some exceptions, recoveries are surprisingly good, even when the amounts 
added are small in comparison to the total assay figure. In a few cases, 



Table III 


Recovery of Mixtures of Pyridoxal^ Pyridoxamine^ and Pyridoxine Added 

to Natural Products 


Sample 

Total assay value 

Content 

Amount recovered 

L. 

casei 

S. faecalis 

S. 

carl sber gens is 

Standard used 

Pyri- 

doxal 

HCl 

04) 

Pyri- 

doxal 

HCi 

(B) 

Pyri- 

dox- 

amine 

2HC1 

(C) 

Pyri- 

doxal 

HCl 

or 

pyri- 

doxine 

HCl 

(D) 

Pyri- 

dox- 

amine 

2HCI 

(E) 

Pyri- 

doxal 

HCl 

04) 

Pyri- 

dox- 

amine 

2HC1 

(F) 

Pyri- 

doxine 

HCl 

(C) 

Pyri- 

doxal 

HCl 

Pyri- 
dox- 
amine 
2 HCl 

Pyri- 

doxine 

HCl 


y_Per 

y per 

yjper 

y per 

y per 

y per 

y per 

7 per 

7 per 

7 per 

7 per 


gm. 

gni. 


gin- 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

Wilson 1:20 liver 

9.S 

46 

30 

48 

58 

9.8 

24 

IS 




powder 






±1.0 

±5 

±6 




Wilson 1:20 liver 

19 

148 

102 

221 

268 

19 

89 

128 

9 

65 

no 

powder + 






±2 

±15 

±27 

±2 

±15 

d=27 

added vitamin 












B, 












Added vitamin Be 









10 

60 

100 

Cerogras 

2.7 

7.3 

6.8 

12 

16 

2.7 

4.3 

6 










±0.3 

±0.7 

±2 




a ^ 

S.l 

26 

21 

54 

67 

8.1 

14 

35 

5.4 

10 

29 

added vitamin 






±0.8 

±3 

±7 

±0.8 

±3 

±7 

Be 












Added vitamin Be 









5 

10 

25 

Dried Yeast I 

5.1 

57 

46 

37 

45 

5.1 

42 

~3 










±1 

±6 

±5 




I -1- 

IS 

90 

69 

74 

88 

18 

55 

10 

13 

13 

10 

added vitamin 






±2 

±9 

±9 

±2 

±9 

±9 

Bo 












Added vitamin Bo 









12 

12 

12 

Dried Yeast II 

4.9 

54 

44 

40 

51 

4.9 

40 

4 










±0.5 

±5 

±5 




II 

9-. 7 

144 

121 

216 

278 

9.7 

113 

118 

4.6 

73 

114 

-f* added vita- 






±1 .0 

±14 

±28 

±1.0 

±l'l 

±28 

min Bg 












Added vitamin Bo 









5 

50 

100 

1 

my per 

my per 

my per 

7ny per 

my per 

my per 

my per 

jny per 

my per 

rny per 

my per 


cc. 

a cc. 

cc. 

cc. 

cc. 

cc. 

cc. 

cc. 

cc. 

cc. 

cc. 

Urine 

100 

293 

258 

190 

242 

100 

170 

-43 










±10 

±29 

±24 




-f added 

199 

678 

562 

772 

953 

199 

397 

253 

99 

227 

253 

vitamin Bo 






±20 

±68 

±95 

±20 

±68 

±95 

Added vitamin Bo 









100 

200 

400 
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e.g. pyridoxamine recovery from Dried Yeast II, recoveries were less accu- 
rate than were expected. 


Table IV 


Pijridoxal, Pyridoxamine^ and Pyridoxine Content of Some Natural Materials 


Sample 

Pyridoxal HCl 

Pyridoxamine 

2HC1 

Pyridoxine HCl 


7 P^r gm. 

7 per gm. 

7 per gm. 

Chick liver 

38 

± 4 

46 ±8 

0 

± 10 

“ heart 

8.0 

±0.8 

12 ±2 

-1 

± 2 

breast muscle 

37 

± 4 

1 ±4 

8 

± 6 

brain 

11 

± 1 

7 ±2 

3 

± 3 

kidney 

30 

±3 

26 ±6 

-3 

± 6 

Rat liver 

29 

±3 

9 ±4 

9 

± 5 

“ heart 

16 

± 2 

9 ±3 

1 

± 3 

breast muscle 

22 

±2 

-1 ±2 

5 

± 3 

brain 

9.2 

±0.9 

4 ±3 

4 

± 2 

“ kidney 

33 

± 3 

13 ±5 

10 

± 6 

“ spleen 

3.8 

±0.4 

0.7 ±0.4 

-0.4 

± 0.5 

“ sarcoma 

2.3 

± 0.2 

9 ±1 

3 

± 2 

Fresh beef liver 

7.0 

± 0.7 

31 ±4 

-3 

± 4 

Wilson 1 : 20 liver powder 

6.1 

± 0.6 

31 ±4 

15 

± 5 

Liver concentrate, Sharp and Dohme. 

16 

±2 

47 ±8 

6 

± 15 

Frozen fish 

10 

± 1 

22 ±3 

-1 

± 3 

Dried yeast, brewers’ 

4.9 

±0.5 

36 ±4 

-1 

± 4 

Fresh bakers’ 

7.5 

± 0.8 

11 ±2 

0 

± 2 

Dried Penicillium mycelium 

3.5 

±0.4 

9 ± 1 

4 

± 2 

Fresh whole milk, 7 per cc 

0.32 d= 0.03 

0.09 ±0.09 

- 0.02 ± 0.05 

egg white 

0.19 ±0.02 

0.14 ±0.03 

0.39 

± 0.08 

yolk 

11 

± 1 

4 ±2 

0 

± 2 

whole egg 

5.6 

±0.6 

1.2 ±0.7 

0 

± 0.9 

Cerogras 

4.1 

±0.4 

2.5 ±0.7 

4.0 

± 1.0 

Fresh celery 

7.8 

±0.8 

2.5 ±1.1 

9 

± 2 

“ leaf lettuce 

12 

± 1 

— 1 ±2 

9 

± 2 

green pepper 

8.2 

± 0.8 

53 ± 6 

20 

± S 

Whole lemon 

3.0 

± 0.3 

0.7 ±0.4 i 

10 

± 2 

Fresh carrot 

2.1 

±0.2 

0.3 ± 0.3 

1 

± 1 

Whole wheat 

1.9 

±0.2 

3.7 ±0.4 

9 

± 2 

Wheat germ 

0.87 ±0.09 

0.7 ±0.2 

3.1 

± 0.7 

Split peas 

0.47 

±0.05 

0.43 ±0.1 

1.3 

± 0.3 

Yellow corn -meal 

1.4 

±0.1 

1.1 ±0.2 

0 

± 0.3 

Vitab 

1.9 

±0.2 

10 ±2 

79 

± 11 


When the method was applied to human urine, a negative value for 
pyridoxine was found whose magnitude wus considerably greater than the 
expected error, even if it were assumed that no pyridoxine was present. 
In this case, recoveries of added pyridoxal and pyridoxamine w'ere within 
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experimental erroi^ while recovery of pyridoxine was low. These results 
indicate the presence in human urine of materials, toxic for Saccharomyces 
carlshergensis^ which suppress the growth response of this organism to 
vitamin Be, but which do not affect the responses of Streptococcus faecalis 
or Laciohacillus casei, 

Disiribiiimi of Pyridoxal, Pyridoxarnme, and Pyridoxine in Natural 
Materials — Results of assay of a variety of tissues and other natural mate- 
rials are given in Table IV. The vegetables, fish, meat, and dairy products 
were purchased in a local grocery. Chick and rat tissues were from experi- 
mental animals on stock rations, and were prepared for analysis immediately 
following death from decapitation or asphyxiation. Tissues from four to 
six animals were pooled for assay. After homogenization in the Waring 
blendor, separate samples were taken for hydrolysis and for dry weight 
determinations. Values are expressed in terms of micrograms per gm. of 
dry material. 

Over 80 per cent of the vitamin Be in all fresh animal tissues studied was 
present as pyridoxal and pyridoxamine. In most of these samples, pyri- 
doxal was the predominant form. In most cases, it was not possible to 
demonstrate the presence of any pyridoxine; if present at all, it constitutes 
only a minor fraction of the total vitamin Be of these tissues. With the 
exception of the fresh rat liver, pyridoxamine was the predominant form 
of the vitamin in all liver samples analyzed. Pyridoxal and pyridoxamine 
were also the predominant forms of vitamin Be in frozen fish, fresh and dried 
yeast, PenicilUum mycelium, milk, and eggs. Although pyridoxal and 
pyridoxamine were also prominent in the plant products tested, it was evi- 
dent that pyridoxine was also present to a very significant extent. In this 
respect, the contrast between plant and animal products is quite clear. 
Vitab, an extract of rice bran, is very high in pyridoxine and low in pyridoxal 
and pyridoxamine. It is significant, therefore, that the only procedures 
for isolation of pyridoxine which have been described in detail utilized rice 
bran as a starting material. 


DISCUSSION 

Aside from microbiological procedures, only two methods, both physico- 
chemical, have been suggested for determination of pyridoxal, pyridox- 
amine, and pyridoxine. Neither of these has been adapted to assay of 
natural materials. 

The reaction of pyridoxine with diazotized sulfanilic acid was first con- 
sidered as an analytical method for the determination of pyridoxine by 
Kuhn and Low (11). Oimsby, Fisher, and Schlenk (12) have shown that 
pyridoxal, pyridoxamine, and pyridoxine form derivatives mth this reagent 
of differing colors, which can be differentiated spectroscopically. This reac- 
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tioa was used to demonstrate presence of both pyridoxal and pyridoxamine 
in a purified preparation of transaminase. Hopkins and Pennington (9), 
however, noted that the colors produced with this reagent were transitory 
and lacked specificity. 

A method for determining pyxidoxine in the presence of pyridoxal and 
pyridoxamine has been developed by Melnick et al. (3). This method is 
based on a reaction, first noted by Stiller, Keresztesy, and Stevens (13), 
between pyridoxine and 2,6-dichloroquinone chloroimide, later modified 
by Scudi, Bastedo, and Webb (14). The reaction does not offer a means 
of differentiating p^widoxal from pyridoxanodne, however, and its specificity 
when applied to natural materials is not known. 

Although satisfactory in principle, the method described in this paper 
has severe limitations w’hich should be recognized. Since pyridoxamine 
and pyridoxine are not determined directly, but by difference, the error 
involved in their determination is largety dependent on the relative pro- 
portion of these substances to the total vitamin Be of the sample. With 
the present method, it is not possible to demonstrate with certainty the 
presence of pyridoxine in a sample W’hen less than 10 per cent of the total 
vitamin Be is pyridoxine, and errors are large even when more than this is 
present. This \vas the case with all animal tissues investigated. Likewise 
the present method does not allow’’ the determination of pyridoxamine in 
a sample in wiiich the pyridoxamine constitutes less than 10 per cent of the 
sum of the pyridoxal and p^nidoxamine of the sample. Since pyridoxal 
is determined directly, its determination is quite satisfactory.^ Unfortu- 
nately, no microorganisms are known w’hich respond specifically to p}Ti- 
doxamine or pyridoxine, so that their direct determination is not possible. 
A direct determination of pyridoxamine could be obtained, however, by 
quantitatively destroying p^widoxal with acetone and alkali (1) and assay- 
ing the resulting mixture for pyridoxamine wfith Streptococcus faecalis. 
Assay of the same mixture with yeast wmuld then provide a differential 
determination of pyridoxine involving only Uxo instead of three microor- 

- The loose condensation products (Schiff’s bases?), which pyridoxal forms with 
amino acids and other amines, and the thiazolidine derivative formed with cysteine 
(15, 16) may occur naturally. These products readily decompose to form pyridoxal, 
and like pyridoxal are fully active for Lactobacillus casei (15). It has been empha- 
sized (16) that the transamination reaction between pyridoxal and amino acids, pre- 
viously shown to occur when solutions containing these substances are heated (2, 
17), occurs also to some extent in the cold, and that figures for the pyridoxal content 
of natural materials may hence be of doubtful significance. Previous w'ork has showm 
(7), however, that this reaction does not, occur under the hydrolytic conditions em- 
ployed in this investigation. It is also minimized or completely avoided even at 
neutrality by use of dilute solutions. The analytical values given for fresh tissues, 
therefore, should reflect accurately the amount of pyridoxal actually present. 
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ganisms, wliicli should be somewhat more accurate than the method used 
here. This refinement of the present procedure has not been generally 
applied as yet. For reliable microbiological estimates of the small amoimfs 
of pj^ridoxine present in animal and some other tissues, however, some pro- 
cedure for its separation from pyridoxal and pyridoxamine, such as that 
recently suggested by Winsten and Eigen (16), will be required, so that it 
can be estimated separately. 

The present findings confirm and expand previous indicatioiiKS (1, G) that 
pyridoxine, if present at all, constitutes quantitatively a very minor portion 
of the vitamin Be of animal tissues and many other products. Despite this 
fact, and the fact that by no previously applied method of anatysis can 
the various forms of this vitamin be distinguished, numerous workers con- 
tinue to refer misleadingly and erroneously to the “pyridoxine'^ content of 
natural materials. If by pyridoxine is meant the specific chemical com- 
pound to which this name was given (18), it is evident that the pyridoxine 
content of such materials is unknown and is not determined by the methods 
used. If, on the other hand, pyridoxine is used as a group name to include 
all substances curative of vitamin Be deficiency in animals (including pyri- 
doxal and p 3 a‘idoxamine (2, 19, 20)), then it obviously should not be used 
also as the name for the specific compound, 2-methyl-3-h3^droxy-4,5-bis- 
(h3"drox3Tiieth3d)pyridine. 

The present confusion in nomenclature results from retention of the name 
“P 3 Tidoxine” as syiion 3 Tnous with “vitamin Be’’ and at the same time as a 
name for a specific compound. A more rational and less confusing notation 
would result if the term “pyridoxine” were reserved only for the specific 
compound and the term “vitamin Be” were used as a group name to include 
all three compounds. 

SUMMARY 

A method for the differential determination of pyridoxal, pyridoxamine, 
and p 3 uidoxine in natural products is described. This method takes ad- 
vantage of differences in the specificity of response of Lactohadllus casei^ 
Sireptococciis faecalis^ and Saccharomyces carlsbergemis to the different forms 
of vitamin Bg. Although the principle of this method was suggested pre- 
viously (2), its application to the analysis of natural materials was possible 
only after further development of the three individual assay procedures 
involved and a clarification of the hydrolytic procedures used in the libera- 
tion of the vitamins from natural materials, where they occur largely in 
more complex forms unavailable to the microorganisms. 

Anal 3 'sis of Imovm mixtures of the three compounds by the method de- 
scribed gave satisfactory results. With few exceptions, satisfactory recov- 
eries of the vitamins from natural materials were obtained. A significant 
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exception occurred in the case of the recovery from urine, in which the 
amoiint of pyridoxine recovered was lower than could be accounted for by 
analytical errors. Limitations common to differential methods of this Upe 
are discussed. It is shovm that the accuracy of the figures for pyridoxine 
depends upon the relative proportion of this substance to pyridoxal and 
pyridoxamiiie. "i'^Tien pyridoxine comprises less than 10 per cent of the 
total vitamin Be, it cannot be determined by this procedure. 

Analytical values for the pyridoxal, pyridoxamine, and pyridoxine con- 
tent of natural materials are given. Pyridoxal and pyridoxamine were the 
predominant forms of vitamin Be in hydrolyzed animal tissues and yeasts, 
with only slight indications or none at all of the presence of pyridoxine in 
these samples. Pyridoxine was more evident in plant materials, in which 
it occurred in amounts as large or larger than those of pyridoxal and pyri- 
doxamine. 
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A MICROBIOLOGICAL METHOD FOR THE DETERMINATION 

OF ADENINE* 

By jay V. BECK 

{From the Department oj Bacteriology^ Pennsylvania State College, State College) 
(Received for publicatioA, July 19, 1948) 

111 spite of marked advances and high interest in purine and nucleic acid 
biochemistry in recent years (7), adequate methods in quantitative purine 
chemistry are still not available. At present there is no method suitable 
for the accurate estimation of adenine in mixtures of purines; a similar situ- 
ation exists for the other common purines, with the exception of uric acid.^ 
The newly proposed chromatographic (9) and counter-current distribution 
(8) procedures, as well as the method of differential spectrophotometry (5), 
may prove valuable for the detennination of purines in mixtures, but their 
usefulness has not as yet been demonstrated. The proposed use of a 
mutant strain of Neurospora crassa has been shown to have little value for 
the estimation of purines in mixtures (6). Thus, the report that Clostridium, 
acidiurici is able to bring about a fairly complete decomposition of guanine,, 
xanthine, and hypoxanthine, but not of adenine (1), led to the suggestion 
that this highly specific bacterium may be useful for the quantitative esti- 
mation of this purine. 

This paper reports progress that has been made in developing a specific 
microbiological method for the estimation of adenine. It is shown that 
highly accurate adenine determinations in purine mixtures are possible by 
the use of Clostridium acid/iurici. The purine content of a commercial 
sample of yeast nucleic acid (ribonucleic acid) is also reported. 

Methods and Materials 

Heavy cell suspensions of Clostridium acidiurici (strain 9a) were pre- 
pared as previously described (1) wdth the exception that a medium con- 
taining 0.2 per cent uric acid and 0.02 per cent hypoxanthine was used for 
growdh of the organisms. Cells grown on this medium have a higher activ- 
ity to'wards hypoxanthine than those grown on uric acid alone. Substrate 
decompositions w^ere carried out in small evacuated reaction vessels or 

* Authorized for publication on July 12, 1948, as paper No. 1452 in the Journal 
Series of the Pennsylvania Agricultural Experiment Station. This work was sup- 
ported in part by a research grant from the National Cancer Institute of the National 
Institute of Health, United States Public Health Service. 

^ Since adequate methods for uric acid are available and also because it is readily 
removed from biological systems by action of uricase, it has not been considered in 
this paper. 
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Thunberg tubes. The total volume of cells plus substrate ranged from 4 to 
6 ml Blank determinations on the substrate and cell suspension incubated 
separately were carried out and the indicated corrections were made to the 
analytical data. 

Ammonia, acetic acid, and carbon dixoide were determined as previously 
outlined. Acetic acid was identified by Duclaux distillation. 

Yeast nucleic acid (YNA) was hydrolyzed by the method of Graff and 
Maciilla (2). It was found that complete liberation without decomposition 
of the purines was accomplished by heating at 100° with about 1 n HCl over 
a rather wide period of time (45 minutes to 2 hours). 1 gm. of YNA was 
dissolved in 10 ml. of 1 n HCl, heated to boiling for 1 hour, cooled, neu- 
tralized, and diluted to a volume of 100 ml. Aliquot portions of this solu- 
tion were taken for further work. 

Free purines were isolated by^ the method of Hitchings and Fiske (4). 
This method is fast, and quantitative recovery (98 to 100 per cent) of free 
purines, whether present singly or in mixtures, is regularly attained. 

The purines used were obtained from commercial sources and were found 
to contain 98 to 99 per cent of the theoretical N content. The yeast nucleic 
acid, also a commercial sample, had a nitrogen content of only 92 per cent 
of the theoretical value, based on the polytetranucleotide formula. No 
attempt was made to purify this material further. 

EXPERIMENTAL 

Clostridumi acidiurici (strain 9a) was sho\'\m (1) to be able to carry out a 
fairly complete decomposition of xanthine, guanine, and hypoxanthine, but 
to have little or no action on adenine. Work on these purine decomposi- 
tions has yielded data which are summarized in Table 1. ilmmonia, carbon 
dixoide, and acetic acid are shown to account for 91 to 97 per cent of the 
carbon and nitrogen of the purines decomposed. The values shown are 
averages of a number of determinations made over a period of several years. 
The range of values is given to indicate the variation which may be expected 
in these determinations. The experimental error in the ammonia deter- 
minations as carried out in this work is seen to be about ±2 per cent, for 
carbon dixoide about ±4 per cent, and somewhat larger, ±8 to 9 per cent, 
for acetic acid. The conversion of purine N to NtIrN is seen to vary from 
93 to 97 per cent, with an average of 95 per cent. 

Ammonia production from adenine has not been detected- in these experi- 
ments. There is some volatile acid produced from adenine; although no 
attempt has been made to identify this acid, it may be expected to consist 
of acetic acid. 

2 Reported NII 3 production from adenine (1) has not been found in these more 
recent experiments. 
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Since these experiments show a nearly complete and constant conversion 
of xanthine, guanine, or hypoxanthine nitrogen to NHs-N, while no such 
reaction occurs with adenine, ammonia production by Clostridium acidiurici 
from mixtures of purines may be expected only from the former three 

Table I 


Products Q-f Action of Cell Suspensions of Clostridium acidiurici on Purines 
The average values shown are from five or more analyses. 


Substrate* 

Production per 100 moles substrate 

Per cent recovery 

Acetic acid 

Carbon 

dioxide 

Ammonia 

Nitrogen 

Carbon 


moles 

moles 

moles 



Xanthine, average 

S9 

279 

380 

95 

91 

“ range 

SS-96 ! 

276-286 

368-384 

; 92-96 

90-95 

Guanine, average 

84 

286 

485 

97 

91 

range 

79-89 

279-303 

468-490 

95-98 

87-95 

Hypoxan thine, average 

116 

225 

371 

93 

i 91 

range 

111-120 

220-228 

360-376 

90-94 

88-94 

Adenine, average 

9t 

0 

0 




* Quantities of substrate varied from 0.5 to 3 mg. of purine N. 
t Not identified as acetic acid. 


Table II 

Determination of Adenine Content of Mixtures of Purines 
4 ml. of substrate, 1 ml. of cell suspension, 1 mi. of phosphate buffer, pH 7.2. 
Incubated 14 hours at 35° in evacuated Thunberg tube. 


Tube No. 

Purine nitrogen taken 

Ammonia N 
found* 

Adenine N, 
by difference 

Adenine 

recovered 

Xanthine 

Guanine 

Hypoxan- 

thine 

Adenine 


mg. 

mg. 

mg. 

mg. 


mg. 

per cent 

1 

0.439 

0.521 

0.395 

0.563 

1.356 

0.562 

100 

2 

0.439 

0.521 

0.395 

0.563 

1.345 

0.573 

102 

3 

0.439 

0.521 

0.395 

0 

1.358 

-0.003 


4 

0.439 

0 

0.395 

0.563 

0.S21 

0.576 

102 

5 

0 

0.521 1 

0.395 

^ 0.563 

0.914 

0.555 


6 

0.439 i 

0.521 I 

0.790 1 

0 

1.760 

-0.010 



* Corrected for average of 95 per cent recovery from purines. 


purines. A number of experiments have been carried on which demon- 
strate this to be the case. 

The results of one such experiment are summarized in Table II. A cell 
suspension of Clostridium acidiurici "was allowed to act on a solution con- 
taining the indicated mixture of purines at pH 7.2 for 14 hours at 35°. 
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Ammonia production was then determined. The ammonia production 
shown is a corrected value obtained by dividing the actual ammonia found 
by the factor 0.95, which is the average value for conversion of purine N 
shown in Table L This introduces some slight error in those cases in which 
the decomposable purines are not present in approximately equal amounts. 
Adenine N is then calculated .by subtracting the corrected NHrN from the 
total purine N, which is loiowm in this experiment, or which may be deter- 
mined experimentally as will be shovm later. The data show that the 
adenine content of the mixtures as calculated from analytical values agrees 
satisfactorily with the loiovn amount of adenine taken. The percentage 
recovery in the data presented here is 98 to 102 per cent, which is about the 
experimental error for the ammonia determination sho\m in Table I. 
Other data indicate that an accuracy of ±3 per cent may be expected. 

Table III 

Analysis of Purine Content of Yeast Nucleic Acid 


The values are per cent of yeast nucleic acid. 



Total N 

Purine N 

Guanine N (non-adenine 
purine N) 

Adenine N, 
by difference 


Purines not 
isolated 

Purines 

isolated 

Theoretical values 

16.55 

: 1 

10.06* 1 

5.03* 

5.03* 

5.03* 

Determined 

15.09 

9.94 

5.06 

4.95 

4.99 



* Based on yeast nucleic acid N content of 15.09 per cent. 


It is obvious that application of this procedure to complex biological 
material depends on a separation of the purines from other nitrogenous 
substances in order to arrive at a true value of the purine iS . A separation 
is necessar}^ also because it has been shown that glycine and perhaps other 
nitrogenous compounds are decomposed by Clostridimn acidmrici with 
ammonia production in the presence of purines (1). The method of Hitcli- 
ings and Fiske has been found to be a satisfactory means of separating free 
purines and of producing a solution of the purines suitable for decomposition 
by cell suspensions of CloBtridimn acidmrici. 

The data presented in Table III illustrate the use of cell suspensions of 
Clostridium acidiurici in the determination of the purine content of yeast 
nucleic acid. Total N was determined on an aliquot of the unhydrolyzed 
.sample. Free purines were isolated from the hj^drolyzed sample, and sub- 
jected to total N determination and to action of cell suspensions of Clos- 
tridium acidiurici. The hydrolyzed sample was also treated with cell 
suspensions before isolation of the free purines. Ammonia N was deter- 
mined on the samples subjected to action of the bacterial cells. 
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The results show that the purine N is very nearly that expected from 
consideration of the total N content of 15.09 per cent and the theoretical 
polytetranucleotide formula for yeast nucleic (ribonucleic) acid. The total 
purine N deterniined on the isolated purine fraction is found to be 9.94 per 
cent, as compared with a theoretical value of 10.06 per cent. The adenine 
N content measured by the non-decomposable purine N is shown to be 
4.99 per cent as compared with a theoretical value of 5.03 per cent. The 
decomposable purine N, presumably guanine as will be shown later, is 
4.95 per cent, theoretical value 5.03 per cent. A similar value for guanine 
'N in the hydrolyzed but not separated purine fraction is seen to be 5.06 per 
cent. The series of values reported in Table III are from a single analysis. 
How’ever, ahiiost identical values have been obtained in three additional 
complete analyses as well as several other partially complete analyses. 

Table IV 


Identification of Decomposable Portion of Yeast Nucleic Acid 
The values are averages of five or more analyses; the range of values is showm in 
parentheses. 


Substrate 

Carbon dioxide 
produced* 

Acetic acid 
produced* 

Hydrolyzed YNA-f purines not isolated 

57 (53-62) 
56 (55-57) 
59 

19 (18-21) 

16 (15-17) 

17 

Purines isolated from YNA 

Guaninef 

Xanthinef 

73 

23 

Hypoxanthinef 

61 

31 


* Based on NHg production as 100. 
t Calculated from average values shown in Table I. 


Identification of the decomposable purine fraction is made possible by 
consideration of the quantities of acetic acid and carbon dioxide formed 
during the dissimilation process. The values for acetic acid and carbon 
dioxide production from laiowm samples of the three labile purines are 
shown in Table IV calculated to the basis of ammonia production equal to 
100 from the data in Table I. These values may be compared with similar 
values found on analy^sis of fermented purines from yeast nucleic acid. 
The values for the decomposable portion of the purines of yeast nucleic acid 
are slightly lownr than the values for pure guanine, but are widely different 
from the values for xanthine or for hypoxanthine. 

Some preliminaiy work has been done to determine the effect on ana- 
lytical results of additions of purines to YNA before hydrolysis. Quanti- 
tative recoveries of such added purines in the purine N fractions have been 
achieved. Indications are that quantities of added purine N w’^hich are 



1174 


DETEEMINATION OF ADENINE 


less than 5 per cent of the total purine N in the sample will not affect the 
acetic acid and carbon dioxide values enough to be detected. Presence of 
added hypoxaiithine is most easily detected due to the greater relative acid 
product ion 5 as seen in Table IV. 

DISCUSSION 

The specificity of Clostridium acidiurid makes possible a quantitative 
separation of adenine from other commonly occurring purines. A method 
for the estimation of adenine has been developed in which the non-decom- 
posabie purine N is assumed to be adenine N. This assumption is valid 
in most instances because most biological systems contain only common 
purines (uric acid, xanthine, guanine, hypoxanthine, and adenine). How- 
ever, in some cases, large amounts of purines or purine derivatives are 
present which are precipitable as cuprous complexes and which are non- 
decomposable by Clostridium addiurid. Therefore, general specificity of 
the method for adenine cannot be claimed. In spite of this, it is believed 
that the method has value in purine chemistry. Further work is being 
done on chemical and microbiological means for the identification of 
adenine in the non-decomposable fraction of purine mixtures. 

Identification of decomposable purines when present singly or in binary 
mixtures with adenine is made possible by determination of the ratios of 
ammonia, carbon dioxide, and acetic acid produced. The ammonia pro- 
duction is a measure of the quantity of such purine decomposition. 
Attempts have been made to estimate amounts and identities of three 
decomposable purines in mixtures by use of simultaneous equations. But 
the magnitude of experimental errors shown in Table I is too large for such 
a method to be successfully employed. The existence of mixtures of decom- 
posable purines can be detected if appreciable quantities of all components 
are present, but the identification of the individual purines is not yet 
possible. 

Giilland (3) has found the ratio of purine N to pyrimidine N in ribo- 
nucleic acid to be 1.86 instead of 2.00 which is predicted by the tetraiiucleo- 
tide formula. From the data given in Table III the purine N to pyrimidine 
W ratio of the yeast nucleic acid studied may be calculated to be L93. 
However, since any loss of purine N increases the value for pyrimidine N, 
it is believed that the difference in ratio between 1.93 and 2.00 is well within 
the experimental error for this determination. The quantities of guanine 
IST and non-decomposable purine N (presumabl}^ adenine) are also equal 
within experimental error. The data thus support the polytetranucleotide 
formula for yemt nucleic (ribonucleic) acid. 

^ Pyrimidine N calculated as the difference between total N and purine N, 
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SUMMARY 

1. A microbiological method for the estimation of adenine in the presence 
of other commonly occurring purines is presented. The method is based 
on the specificity of Clostridium acidiurid. 

2. Determination and identification of other common purines in binary 
mixtures with adenine is possible by this procedure. 

3. The purine content of a commercial sample of yeast nucleic acid is 
found to agree very well with the polytetranucleotide formula* 
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Apart from physical and chemical data, there is immunological evidence 
for the presence of several globulins in animal and human sera (1-3). 
Kendall (3) isolated from human serum, by salt precipitation, a globulin 
fraction which satisfied the immunological criteria for a homogeneous pro- 
tein. Other globulin fractions could not be shown to be immunologicaliy 
homogeneous, although they differed antigenically from the homogeneous 
fraction which is now loiovn to be y-globulin (4). 

Determination of the protein content of the precipitate produced by 
addition of varying amounts of homogeneous antigen to a constant quantity 
of homologous antiserum permits construction of a curve from which the 
antigen present in an unknovm solution may be estimated from the protein 
content of the antigen-antibody precipitate (5). With an antiserum specific 
to 7 -globulin, Kendall (3) and Kabat, Glusman, and Knaub ( 6 ) have 
determined the amount of reactive antigen present in normal and abnormal 
human serum and other body fluids. 

We have examined highly purified 7 -globulin fractions 11-1,2 and II-3 
as to immunological homogeneity and immunological equivalence. The 
quantity of reactive antigen precipitated b^^ the 7 -globulin antiserum was 
measured in normal and abnormal human sera. The values obtained with 
tliis immunological technique have been compared with electrophoretic 
estimations of 7 -globiilin in the same sera. Some electrophoretic and 
ultracentrifiigal observations on human 7 -globulins are also presented. 

Electrophoretic and Ultracentrifugal Observations 

The 7 -globuliiis used in this study w^ere prepared by Method 9 of Oa- 
cley et al. (7) and are the same lyophilized preparations which have been 
previously analyzed for carbohydrate and various amino acids ( 8 ). These 
preparations are 114,2, Squibb 324-329, and II-3, Squibb 341, 

The proteins were studied electrophoretically in a Tiselius apparatus 

TMs investigation was supported by grants from the Life Insurance Medical 
Research Bund and the United States Public Health Service. 
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equipped with the Longsworth schlieren scanning device with univalent 
buffers at an ionic strength of 0.1. Most of the observations were made 
at a protein concentration of about 1 per cent except in the region of the 



Fig. 1. Descending patterns obtained on electrophoresis of human 7 -g!obnlins. 
The protein concentration was about 1.0 per cent, except for B (0.3 per cent) and D 
(0.4 per cent). The photographs were taken at 250 minutes, with the exception of 
B, which was taken at 167 minutes. The II-3 globulin is shown in A, veronal buffer, 
pH S..5S; in B, cacodylate, pH 7.25; in C, acetate, pH 5.14; and in D, acetate, pH S.is! 
The 11-1,2 globulin is shown in E, veronal, pH 8.47; in F, cacodylate, pH 6.79; in G, 
acetate, pH 4.15; and in H, acetate, pH 3.44. 

isoelectiie point of the II-3 globulin, where its insolubility necessitated the 
use of lower concentrations. Some of the patterns which were obtained 
are shoTO in Fig. L 



JA.GER, SMITH, NICKERSON, AND BROWN 


1179 


We were unable to detect the presence of any other serum proteins in 
these preparations. However, some of the patterns show greater S3111- 
metrical spreading than would be expected for electrophoretically homo- 
geneous particles. It is also evident that the patterns obtained at acid pH 
values are not s^^mmetrical, giving further indication of the inhomogeneity 
of these 7 -giobiilins. The electrophoretic properties of human 7-globiilins 
have also been recently studied by Alberty (9). 

In Fig. 2 the electrophoretic mobilities are shovm as a function of pH for 
both of the y-globiilins as obtained from descending migrations at an ionic 
strength of 0.1. The apparent isoelectric point of the II-l ,2 fraction is at 



Fig. 2. Electrophoretic mobility as a function of pH for human 7 -globulins II-h2 
and II-3. All of the measurements were determined from descending migrations at 
1° in univalent buffers at an ionic strength of 0.1. The pH measurements were made 
with a glass electrode at 25°. 

pH 7.3 and of the II-3 fraction at pH 6.85. These values are consistent 
with the previous!}" recorded differences in the basic amino acid content 
of these proteins ( 8 ). 

Human y-globulins prepared by alcohol fractionation methods have been 
found to be inhomogeneous in the ultracentrifuge (10). We have made 
some studies with the preparations used in this investigation and have 
obtained results that are in agreement with previous observations. The 
11-1,2 and II-3 preparations contain about 75 per cent of a component 
with S20 about 6.5 to 7.0 Svedberg units, and 25 per cent of heterogeneous 
heavier material wiiieh sediments over a range of about 9 to 17 Svedberg 
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units. No material lighter than the principal component was found in 
either preparation. Observations were made on 1 per cent protein solu- 
tions in 0.15 M NaCl at pH 7.0 or in 0.1 m veronal buffer at pH S.5. The 
instrument was the electrically driven ultraceiitrifiige manufactured by 
the Specialized Instruments Corporation of Belmont, California. 

Immunological Observations 

Material and Aleihods — Female rabbits were immunized with alum- 
precipitated suspensions of 7 -globulin fractions 11 - 1,2 and II-3. The 
animals received 0.5 to 2.0 mg. of antigen intravenously four times a week 
for 4 to 6 weeks. For the quantitative precipitin determinations, 0.5 mb 
of heat-inactivated antisera (56° for 30 minutes) was placed in a 10 ml. 
centrifuge tube. Antigen in 0.5 ml. of 0.15 m NaCl was then added, the 
fluid was mixed thoroughly, and kept at 4° for 48 hours. The precipitate 
was centrifuged for 30 minutes at 2000 r.p.m. with a maximum temperature 
of 7° in the tube. The sediment was drained and'^then washed with 3.0 ml. 
of chilled 0.15 M NaCl. This was immediately centrifuged and again 
drained.^ The protein content of the precipitate was determined by the 
tyrosine method described by Heidelberger and MacPherson ( 11 ). The 
standard tyi'osine curve was constructed from spectropliotometric measure- 
ments of 7 -globulin 11 - 1,2 in laiown quantities, as determined by a micro- 
Kjeldalil technique. Values for antigen are expressed as mg. of protein 
per ml. of fluid. The protein content of the precipitate, in mg., represents 
the quantity produced by addition of 1 ml. of antiserum to 1 ml. of antigen. 
For estimation of the 7 -globulin content of human serum by the immuno- 
logical technique, it w-as necessary to dilute the serum 1:30 to 1:250 before 
addition of the standardized antiserum. The supernatants always con- 
tained an excess of antibody. Duplicate determinations of the protein 
content of the precipitate \vere performed. 

Immunological Homogeneity of y-Globulins — In Table I the quantitative 
estimation of the precipitate formed by addition of varying quantities of 
fractions 11-1,2 and II-3 to their homologous antisera is presented. The 
supernatant fluid was examined for presence of excess of antigen by addi- 
tion of antiserum and for excess of antibody by addition of antigen. Table 
I also includes the calculated values for the antibody expected from the 
quantity of antigen added, with Equations 3 and 6 of Heidelberger and, 
Kendall (5). Equation 3 may be expressed: (Ab/An) = {2R - i2VA(in)) 

^ We have found that a single washing of the precipitate ivS sufficient to remove the 
proteins of the supernatant fluid under the conditions specified when the volume of 
wash fluid is extremely high as compared to the minute quantity of precipitate. In 
tests "where an additional washing was performed, only a negligible color reaction was 
given by the wash fluid. 
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i;\'liere Ah is antibody and An is antigen in mg. -4. represents tlie total 
units of reactive antibody in the system and R represents the value for 
Ab/An at the zone of equivalence, where there is no free antigen or antibody 
in the system. By plotting the experimentally observed values for Ah /An 
against ilii, a straight line is obtained for pure antigens. The intercept of 
the line on the ordinate equals 2R and the slope is represented by —R^/A. 
From these values, it is possible to calculate the amount of antibody which 
may be obtained by the addition of a known quantity of antigen. 

Table I 


Quantitative Precipitation Data with Homologous Antigen and Aiitibody of Human 

y -Globulin 


Antigen 

No. 

Amount of 
antigen 

Total ppt. 

Antibody 

Antibody 

Supernatant 

Observed 

Calcu- 

lated 

(Equation 

3) 

Calcu- 

lated 

(Equation 

6) 

Antigen 

Antibody 

antigen 

observed 


mg . 

mg . 

mg . 

mg . 

mg. 




11 - 1,2 

0.10 

1.0 

0.9 

0.9 

0.9 

8.7 

4 + 



0.30 

2.5 

2.2 

2.3 

2.3 

7.3 

4 + 

_ 


0.50 

4.1 

3.6 

3.5 

3.4 

7.2 

4 + 

— 


0.60 

4.4 

3.8 

3.9 

3.8 

6.3 

4 + 



0.75 

0.7 

4.9 

4.5 

4.4 

6.4 

4 -f 



0 . S 5 

5.7 

4.9 


4,8 

5.7 

+ 

-- 


0.95 1 

5.9 

4.9 


4.9 

5.2 

— 

— 


1.05 ^ 

5.6 

4.6 





4 

II -3 

0.10 ^ 

1,0 

0.9 

0.9 

0.9 

9.0 

4 + 

: — 


0.20 

1.7 

1.5 

1.6 

1.6 

7.6 

4 + 

1 — 


0.30 

2.3 

2.0 

2.2 

2.1 

6.7 

4 “ f ‘ 



0.40 

3.0 

2.6 1 

2.6 

2.6 

6.5 

44 - 



0.50 

3.6 

3.1 

3.0 

2.9 

6.2 , 

4-4- i 

— 


0.60 

1 3 .S 

3.2 

3.2 

3.2 

5.3 

j_ 1 

' i 

— 


0 . 60 '^ 

4.0 

3,4 

3.2 

3.2 

5.7 

4 



0 . 70 -'' 

4.4 

I 3.7 


3.4 

5.2 


— 


0 . 80 =^= 

4.8 

4.0 




— 

4 


^ Serum + antigen stood 96 hours instead of 48 hours in the cold. 


Equation 6 is expressed as follows: Ah/ An == di?'' — 

The sjmibols have the same meaning as in the previous equation. Equa- 
tions 3 and 6 are valid only in the region of antibody excess. It will be 
observed that the calculated values obtained from these equations are 
consistent with the observed values for both the 11-1,2 and II-3 globulins 
with the homologous antisera (Table I). The same results were obtained 
with four different antisera to 11-1,2 globulin and three antisera to II-3 
globulin. 
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It should be noted that, with both antigens, the supernatant did not 
contain antigen and antibody simultaneously. This constitutes one 
criterion for iminimological homogeneity (12). In Fig. 3 are presented 
examples of findings w’hen ''antibody /antigen'' is plotted against antigen. 
Within the limits of the experimental error, straight lines were obtained. 
These results offer further evidence that the antigens behave as imimiiiolog- 
icall3^ homogeneous proteins. 

Immunological Equivalence of y-Globulins II-l ^2 and 11-3 — When 
antiserum to fraction 114,2 was treated with an excess of fraction II-3, 



ANTIGEN m MG. PER ML. 

Fig. 3. The ratio of antibody to antigen as a function of antigen added. These 
data are presented with solid lines expected from theory for homogeneous proteins. 
The values on the left are for an antiserum to the 11-1,2 globulin, and those on the 
right for an antiserum to the 11-3 globulin, O, 11-1,2 antigen, •, II-3 antigen, for 
both experiments; the solid lines are drawn to fit the values for the homologous an- 
tigen; the dash lines give the total precipitates obtained with different amounts of 
antigen; the ordinate values are given on the extreme right. 

it failed to react with 11-1,2, the homologous autigea. The same finding 
was obtained with antiserum to fraction II-3 when it was absorbed with 
II-l ,2 antigen. In Table II quantitative comparative studies of the anti- 
gens are given. The amounts of precipitate recovered by addition of equal 
quantities of 11-1,2 and II-3 antigens to 11-1,2 antiserum are presented. 
Within the limits of experimental error, the precipitates in the region of 
antibody excess w^ere equivalent. The addition of both antigens to II-3 
antiserum gave similar results. 

In Table III are presented the quantities of antigen in several human 
sera Avhich precipitated with various rabbit antisera to fractions 11-1,2 
and II-3. A curve was constructed for each antiserum by adding known 
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quantities of homologous antigen and determining the total precipitate 
formed. Greatly diluted human sera were added to the standardized 
antisera. The amount of reactive antigen in the human sera, within the 
zone of antibody excess, was then calculated from the curves. Within the 


Table II 


Quantity of Precipitate Obtained with 11-1,2 and 11-3 Antigens Added to Homol- 
ogous and Heterologous Antisera 


Antiserum No. 

Animal No. 

Antigen added 

Quantity of ppt. 

Antigen 11-1,2 

Antigen II-3 

11-1,2 

W-4 

mg. per ml. 

0.10 

mg. per ml. 

0.8 

, 

mg. per nil, 

0.7 

11-1,2 

W-4 

0.15 

1.0 

1.0 

11-1,2 

W-4 

0.25 

1.6 

1.7 

II-3 

: W-7-I 

0.10 

1.0 

0.8 

II-3 

I W-7-I 

0.15 

1,5 

1.5 

II-3 

I W-7-I 

0.25 

2.0 

1.7 

II-3 

1 W-7-II 

0.10 

1.0 

i 1.0 

II-3 

W-7-II 

0.20 

1.9 

1.7 

II-3 

W-7-II 

0.30 

2.6 ' 

2.3 

II-3 

w-7-n 

0.40 

3.3 

3.0 


Table III 

Estimation of Immunological y-Glohulin by Using Various Antisera ivUh Human 

Serum As Antigen 

The amount of precipitate is given as gm. of protein per 100 ml. of human serum. 
The various antisera are differentiated by the rabbit identification numbers and the 
antigen in parentheses used for immunization. 


Human serum 

-/-Globulin calculated in ppt. 

No. 

Rabbit W-16-I 

Rabbit W'-16-n 

Rabbit 'W-l 

Rabbit W-7-I 

Rabbit 


(11-1,2) 

(11-1,2) 

(n-1,2) 

(11-3) 

(n-3) 

1 

2.4 

2.7 

2.4 

2.S 

2.5 

2 

2.3 

2.5 


2.2 

2.1 

3 


1.0 

1.0 

1.1 


4 

! 1 

0.8 


1.1 


5 

i 

2.1 

2.2 

2.0 

2.0 


limits of error which were necessarily great because of the enormous di- 
lutions of the human serum antigens, the values with various 11-1,2 and 
II-3 antisera appear comparable. 

Immunological Esiimation of j-GlobuUn in Human Sera — ^By using the 
technique just described above, the total quantity of reactive antigen to 
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7 -giobiiliii antisemm was estimated for fifteen normal liiiman sera» The 
values ranged from 1.02 to 2.29 gm, per 100 ml. of sera (13 to 32 per cent of 
the total serum protein). The mean value was 1.74 gm. or 24 per cent 
of the total serum protein. The corresponding electrophoretic values for 
the total Y-globulin in the fifteen sera ranged from 0.30 to 1.25 gm, per 



in per cent 

Fig. 4, Electrophoretic estimation of serum Y-globulin as compared with the im- 
munological values. The results are expressed as per cent of the total serum, protein; 
Of abnormal sera, normal sera. The line indicates the theoretical expectation 
if the two methods give concordant results. The electrophoretic estimations were 
made at 1,5 per cent protein concentration from descending migrations in veronal 
buffer at pH 8.4 to S .6 for 250 minutes. The values are the sum of both 71 and 72 
components. 

100 ml. of serum (4 to 17 per cent of the total serum protein). The mean 
value was 13 per cent or 0.90 gm. per 100 ml. In Fig. 4, comparative 
iminuiiological and electrophoretic estimations for 7-globulin, expressed as 
per cent of total serum protein, are given for fifteen normal sera and for 
nine abnormal sera. It will be noted that the results for 7-globulin ob- 
tained imm unologically are considerably higher than the electrophoreti- 
caily determined values for 7-globulin. In fact, there appears to be 
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roughly 10 per cent additional serum protein which reacts immunologically 
as 7 -globiiliin 

DISCUSSION 

The immunological homogeneity of the two 7 -globulin fractions 11-1,2 
and II-3 is somewhat surprising, since both preparations are inhomogeneous 
with respect to electrical charge and size, and since they are known to 
contain a mixture of antibodies ( 13 ). However, the globulin fraction 
isolated by Kendall (3) was also found to be homogeneous immunologically. 
The immunological homogeneity^' of the two preparations provides further 
evidence that the particles of different size observed in the ultracentrifuge 
truly represent 7 -globulins and not unrelated extraneous proteins ( 10 ). 
Somewhat more unexpected is the apparent immunological equivalence of 
the two preparations in spite of their differences in solubility, electropho- 
retic mobility, and chemical composition. 

It should be emphasized that, in our study, the amounts of antigen 
emplo 3 ^ed for production of antisera w^ere small and the antibody titers 
were low. With larger quantities of antigen for immunization, less specific 
antibodies be formed. Also, slight impurities present in the immuniz- 
ing antigen give rise to other antibodies. For example, Deutsch et aL 
(14) found that rabbit antiserum prepared by three intraperitoneal injec- 
tions of 100 mg. of 7 -globulin also reacts with human albumin. Ko such 
cross-reaction occurred with our antisera. Kabat and Heidelberger (15) 
found that antiserum to crj^stalline horse serum albumin reacts with 
homologous antibod^^ as a pure antigen only when the rabbit antiserum is 
prepared with small quantities of immunizing antigen. 

Our finding of 1.02 to 2.29 gm. of 7 -globulin per 100 mi. of human serum 
as estimated immunologically is in excellent agreement wdth KendalFs 
values (3) of 1.1 to 2.1 gm. b^" using antisera to his globulin. This agree- 
ment is particularly noteworthy- since KendalFs globulin was prepared by 
salt fractionation, whereas the proteins used in our study yvere isolated by 
an alcohol precipitation method (7). The immunological values are con- 
siderabl}^ in excess of the electrophoretic estimations (Fig. 4), although 
we have included in our electrophoretic 7 -globulin values the sum of the 
7 i and 72 components identified in normal human serum by Deutsch, 
Alberty, and Gosting (16). The yrglobulin is generally obscured by the 
fibrinogen peak in plasma. 

It is eyddent that the antibody’' to 7 -globulin reacts not only with the 
7 -globulin which is estimated electrophoretically, but with an additional 
serum constituent. Obviousl 37 immunological evaluation of 7 -globuIin 
will give higher results than the electrophoretic estimations. Nevertheless, 
the immunological determinations may be useful in selected instances for 
the study of abnormal sera and other body fluids ( 6 ). 
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Altliougli the material which eross-reacts immiiiielogicall)" vvit.ii 7- 
globulin is still iinkiiOAvn, certain of its charac^tcristics caii be di^serilxML 
It is not albumin since our antiseia did not react with human niliuniiii. 
Therefore, the substance must be present in one of the globulin firiclioiis, 
111 some of the sera, it is present in larger amounts than the e!c;(ji;ro|')lmr(iti~ 
cally estimated 7 -globuliii, and must constitute a large part of the a- or 
/^-globulins. 

The apparent cross-reaction between 7 -globulin antisera and some mother 
component of human serum is not the first instance in which tills has lieen 
found. Treffers, Moore, and Heidelberger (17) demonstrated tlnit horse 
iS-globulin can react with antisera to horse 7 -globiilin. Although the 
human 7 -globulins apparently contain most of the known antibodies to 
disease (13), there is evidence that the T- and 7 -globiilins of the horse (18) 
and the cow- do not possess all of the antibody activities found in the sera 
of hyperimmunized animals of these species. Our finding tliat protein 
immunologically related to 7 -globulin occurs in the a- or |3-globiilms suggests 
that this related protein also may be capable of possessing antibody ac- 
tivity in the human. 


SUMMARY 

1 . The human 7 -globulin fractions 11-1,2 and H-3 possess isoelectric 
points at pH 7.3 and 6.85, respectively. Although no other serum con- 
stituents could be detected electrophoretically in these fractions, both 
show some evidence of electrical inhomogeneity. Likewise, neither fraction 
is homogeneous in the ultracentrifuge. 

2. Both 7 -globulins (11-1,2 and II-3) behave as homogeneous antigens 
towards rabbit antisera, thus providing additional evidence that the par- 
ticles of different electrophoretic mobility and size are truly 7-globulins. 
The two fractions appear to be immunologically equivalent in spite of their 
knovrii differences in other properties. 

3. Antisera to human 7 -globulin react with some additional, a/nd as yet 
unidentified, globulin component of human serum. This yields abnormally 
high values for immunologically determined 7 -globulin when compared 
with the electrophoretic estimations. 
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In determining the nutritional value of various protein preparations in 
the infant in terms of nitrogen balance and growth response, it occurred 
to us that these results would gain in significance if the nature of the fecal 
proteins excreted under the various regimens were known. Although it is 
clear from the literature that the amount and composition of the fecal fat 
are to a large extent independent of the dietary fat (1), we were unable to 
find any clear evidence on the effect of dietary proteins on the composition 
of the fecal proteins (2). The attempt to assess the nature of this relation- 
ship raised the problem (a) of finding a suitable method for the quantita- 
tive determination of fecal proteins and (6) of isolating suitable quantities 
of these proteins for amino acid analysis. Heretofore only qualitative or 
indirect quantitative (3) procedures have been employed for the estimation 
of fecal proteins. 

After a number of preliminary experiments we found that the fecal pro- 
tein could be determined quantitatively by a micro-Kjeldahl analysis of 
the proteins precipitated isoelectrically at pH 6.0 from an alkaline ethanol 
extract of an aqueous homogenate of the feces. The analytical adequacy 
of this technique was further demonstrated by recovery tests and by its 
failure to measure proteins of the intestinal flora. Application of the 
method to the stools of ten infants on various diets for periods ranging from 
1 to 10 weeks revealed that an average of 22.4 per cent of the fecal N arises 
from the protein moiety and that fluctuations from this mean value are 
spontaneous and not related to the diet. 

Analyses of fecal proteins isolated by a modification of the an alytical pro- 
cedure from the stools of these infants disclosed that the amino acid com- 
position of these products was unaffected by the use of whole milk proteins, 
casein-, tryptophan-, isoleucine-, or lysine-deficient preparations as the 
nitrogen component of the diet. This observation, the absence of bacterial 
bodies from the protein fraction, and the uniformity of amino acid pattern 
of the different fecal protein specimens suggest that this stool fraction is 
not derived from residues of the dietary N or from the bodies of the intes- 
tinal bacteria, but from definite intestinal secretions. 

1189 
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EXPERIMENTAL 

Exploratory tests divsclosed that the fecal protein could he isrK}t’-}ctricaJly 
precipitated from the alkaline alcoholic extracts l\y adjiistinefil:. ol: tlic' pil 
to 6*0 ± 01 with HCl, H 2 SO 4 , or trichloroacetic ac*i(l. Tiie isoeltM'.iric. 
point of this protein is to be compared with that of casein, 4ii, lac. in. h 
biiminj 4.5 to 5.5 ( 4 ). The protein can also be precipitiited lu'* f!.‘dl satura- 
tion of the extract at pH 7.0 with ammonium sultate. Tlie ne^'aJJvc^ l&toip 
biuret, and trichloroacetic acid tests, given by filtrates from the isoelectric 
or salt precipitation of the protein, indicated that either of tlies(^ two iiro- 
cednres could he employed in the quantitative measurement (4‘ the fecal 
protein N. 

Determination of Fecal Protein N — 24 hour stools were collec'iicd in w^ide 
mouth preserving jars containing 40 cc. of 70 per cent ethyl alcoiioL Prior 
to removing samples for analysis the volume of the mixture w:i,s arijusted 
to 200 cc. with water and homogenized with a mechanical stirnnx (5 da,y 
pools were collected in 200 cc. of 70 per cent ethanol and made to 1 liter 
wdtli water before analysis.) To duplicate 10 cc. alicpiots of tlie homog- 
enate, which "Were transferred into 40 cc. graduated centrifuge iiiil)es by 
means of a wide tipped IMohr pipette, were added 1 cc. of 10 per (^ent NaOJI 
and 95 per cent ethanol to the 20 cc. mark. These specimeD.s were tlien 
stirred mechanically for 5 minutes with an air-driven stirrer and centri- 
fuged for 10 minutes at 3000 r.p.m. A clear supernatant fluid was usually 
obtained; if it remained cloudy it was clarified by filtering through fluted 
Whatman paper ISTo. 12 . To 10 cc. aliquots of the clear fluid in 15 cc. 
centrifuge tubes were added 5 drops of brom-cresol purple indicator (0.02 
per cent alcoholic solution) and the pH adjusted to 6.0 with 40 per cent 
trichloroacetic acid (about 0.7 cc, is required). The reaction mixture was 
stored in the refrigerator for 30 minutes and then centrifuged. The super- 
natant fluid was discarded and the precipitated proiicin was washed by 
resuspension in 5 cc. of cold 5 per cent trichloroacetic acid, centrifugation, 
and decantation of the supernatant fluid. The washed protein precipitates 
were then transferred quantitatively to 100 cc. Kjeldahl flasks 'with the 
aid of a minimum amount of water and the nitrogen content weis deter- 
mined by the niicro-Kjeldahl procedure of Meeker and Wagner ( 5 ). The 
analytical adequacy of the single extraction was demonstrated l)y the ab- 
sence of protein in a second alkaline alcohol extract of the first extraction 
residues. The total N of the stool suspension was determined by direct 
micro-Kjeldahl analysis of 10 cc. aliquots of the homogenate. 

Isolation and Analysis of Fecal Protein — In order to avoid contamina- 
tion of the fecal protein by residues of a previous dietary regimen, the 
various diets -were fed for 2 or more successive weeks and the fecal proteins 
isolated fxmi the feces collected during the last week of the diet period. 
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Aliquots of the 5 day pools of two or three infants, sufficient to make a 
total volume of 2 liters, were emplojmd for each preparation. These sam- 
ples were combined in a 5 liter round bottom flask and treated as described 
above with a proportionate increase of all the reagents. The final reaction 
mixture was stored overnight in a refrigerator at 4°. The precipitated 
protein was collected by decantation of the supernatant liquid, purified by 
electrodialysis, collected by centrifugation, and granulated by successive 
suspension in 50, 75, and 95 per cent acetone. This product was dried 
in a stream of compressed air and then in a 37° oven for 24 hours. The 
total N, moisture, and ash contents of each sample were determined. 

Subsequently acid and alkaline hydrolysates of these proteins were pre- 
pared. The alkaline hydrolysate was employed for the determination 
of tryptophan by the procedure described by Albanese and Frankston (6). 
The other amino acids were determined in hydrolysates prepared by re- 
fluxing 1.5 gm. of the proteins with 10 cc. of 6 n HCl for 24 hours. The 
total N content of the hydrolysate was determined directly by micro- 
Kjeldahl analysis; then the excess of acid was removed by concentration 
in vacuo and the humin was separated by filtration. The volume of this 
filtrate was adjusted to 50 cc. and appropriate samples were removed for 
the various amino acid analyses. 

Metabolisin Experhnents — The fecal specimens employed in this study 
were collected from normal healthy male infants who were given the 
various diets in five feedings daily at the rate of approximately 100 calories 
per kilo of body weight and 500 mg. of ascorbic acid together with 15 drops 
of oleum percomorpliiim daily. The diet periods were of 7 days duration 
and consecutive, but excreta collections were omitted on week-ends to 
avoid complications which might arise from the continued use of restraints. 
The subjects were immobilized by abdominal restraints which were also 
designed to hold the urinary adapters in place. 24 hour urine specimens 
were collected in bottles containing 10 cc, of 15 per cent (by volume) IICI 
and 1 cc. 'of 10 per cent alcoholic thymol. 

The feces were collected in 19 cm, porcelain evaporating dishes which 
were held in place l)y a properly shaped e.xcavation in the mattress and the 
daily stools were accumulated under refrigeration for each, period in jars 
containing 200 cc. of 70 per cent ethanol. The sii!)jects were weighed 
daily during the course of the investigation. 

The synthetic diets fed in this experiment contained approximately 100 
calories per 100 gm., the percentage caloric distribution in all instances 
being as follows: protein 14, fat 36, carbohydrate 50. The composition of 
the synthetic diets is shown in Table I. The evaporated milk formula em- 
ployed in the control experiments (Table IV) had the following composi- 
tion: evaporated milk 40 cc, (55.3 calories), corn syrup 6 cc. (17.7 calories), 
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water 54 cc. This supplied approximately 73 calorics per 100 ec. ami the 
nitrogen content of each batch was controlled by micro-Kjetdaid analysis. 

The data on nitrogen retention were calculated from the results of nitro- 
gen determinations of the 24 hour urine collections, anal.ysis ot tlu; pooled 
feces for each period, and from computation of the daily' nitrogen intake 


Table I 


Composition of Diets 

All diets were fed at the rate of 100 calories and 3.5 gm. of protein (N” X 0.25) per 
kilo of body weight. 



Casein 

Gluten 

Piets 

TH 

CTH 

BHb 


gtn. 

m- 

gm. 

gm 


gm. 

Casein (Sheffield) 

3.5 

0 

0 

0 


0 

Gluten (Interchemical) 

0 

3.5 

0 

0 


0 

Acid-hydrolyzed casein’*' 

0 

0 

3.5 

3 

4 

0 

“ beef hemoglobin 

0 

0 

0 

0 


3.4 

L-Tryptophan 

0 

0 

0 

0 

06 

0.06 

L-Cystine 

0 

0 

0 

0 

04 

0.04 

Brewers’ yeast 

1,0 

1.0 

1.0 

1 

0 

1.0 

Olive oil ... 

4.0 

4.0 

4.0 

4 

0 

4.0 

Dextri -Maltose No. 2t 

9.6 

9.6 

9.6 

9 

6 

9.6 

Arrowroot starch 

2.3 

2.3 

2.3 

2 

3 

2.3 

Salt mixture^ 

1.6 

1.6 

, 1.6 

1, 

.6 

1.6 

Water 

78.0 

78.0 

1 

78.0 

78. 

.0 

78.0 

Total 

100,0 

100.0 

100.0 

100.0 

100.0 

Estimated content of deficient amino acid 

wig. 

52 

6 

mg. 

59 

mg. 

36 


* N X 6,25 ~ gm. of protein, 
t Kindly supplied by Mead Johnson and Company. 

J The salt mixture employed had the following composition (measured in gm.): 
FeS 04 0.9, KaCl 6 , calcium gluconate 48, Ca(OH) 2 12 , KH 2 FO 4 7 , KOI 6 , MgO 0 . 1 . 

based on food consumption records and the known nitrogen content of the 
diets. 


Results 

The efficacy of the analytical procedure described previously was evalu- 
ated by recovery tests in which various biological products were added to 
the fecal homogenates. It is clear from these experiments (Table II) 
that the quantitative isoelectric precipitation of fecal protein is not influ- 
enced by the presence of the proteins of cow’s milk or human plasma, 
non-protein nitrogenous substances, or the nitrogen of bacterial bodies. 
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The cultures of Escherichia coli employed in these tests were grown in 
the medium defined by Sayhun (7), dialyzed free of all unorganized N, and 
concentrated 5-fold by centrifugation. Quite apart from the present pur- 
pose, it is of interest to note that micro-Kjeldahl analysis of the three frac- 
tions derived by the application of our procedure to fecal homogenates 
gave the following percentage nitrogen distribution: protein 27.5, protein- 
free extract 31.3, and residue (consisting in part of bacterial bodies) 41.2. 

Effect of Diet on Fecal Protein Output- — The data obtained by the appli- 
cation of the method to the stools of infants fed a Dextri-Maltose-modified 
evaporated mill^ formula are shown in Table III. Examination of these' 
data reveals that the amount of protein occux'ring in the feces is subject to 
considerable individual variation. By the use of the protein factor (N X 
6.25) it appears that 0.4 to 1.2 gm. of fecal protein are excreted daily and 


Table II 

Recovery of Fecal Proteins from Infant Stools in Presence of Added Biological 

Products 


Fecal sample and protein N 
content 

Source of added N 

Nitrogen 

added 

Total 

protein 

N found 

Recovery 
o£ added N 

10 cc. Feces A, 1.25 mg. 

i 

Cow’s milk 

mg. 

1 . 16 *^ 

mg. 

1.26 

cent 

0.0 

10 “ “ B, 0.37 “ 

Human plasma 

2 . 18 * 

0.37 

0,0 

10 “ “ C, 3.20 “ 

Urine 

1.78 

3.20 

0.0 

10 “ “ C, 3.20 “ 

Amigen 

2.09 

3.20 

0.0 

5 » “ D,2.55 “ 

E. coli culture 

0.62 

2.55 

0.0 


These values were obtained by micro-Kjeldahl analysis of the protein pre- 
cipitated by trichloroacetic acid treatment of the biological fluids tested. 


that the amount excreted is unrelated to the N retention or body weight of 
the infant. 

The results of determinations of the fecal protein output of infants fed 
various synthetic diets are given in Table IV. These data reveal that the 
amount of fecal protein is not greatly influenced by the dietary N. In- 
deed the formation and excretion of the protein in normal amounts on diets 
lacking in tiyptophan or isoleucine lead one to the conclusion that the fecal 
protein of the infant is an endogenous metabolite and not a dietary residue. 

Effect of Diet on Composition of Fecal Protein — In order to inquire fur- 
ther into the nature of the fecal protein it was isolated from the stools col- 
lected during the various diet periods as described above. The yield of 
purified protein varied from 1.05 to 3.46 gm. per liter of homogenate. 
All of the protein samples analyzed were obtained by isoelectric precipita- 
tion at pH 6.0 db 0.1. These were uniformly insoluble in water, but readily 
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soluble in 10 per cent NaOH, 95 per cent formic acid, and 40 per cent urea 
solution, and contained no carbohydrate component. Moreover, all puri- 
fied specimens of the isolated protein showed no proteolytic activity t owards 


TABI.B III 

Fecal Protein Nitrogen Output of Male Infantn Fed Kvagoralcd Milk 
All the results are expressed as daily averages. 





Period I 

Period n, 

Subject 

Age 

Body 

weight 

Nitro- 
gen re- 
tained 

Total 

fecal 

N 

Fecal 

protein 

N 

Fecal 
protein 
Nof 
total N 

Fecal 
protein 
N of 
retained 
N 

Nitro- 
gen re- 
tained 

Total 

fecal 

N 

Fecal 

protein 

N 

I'ccal 
lirotciii 
N oi 
total N 

Feca! 
protein 
N of 
retained 
N 


■ 

ks. 

mg. 

mg. 

mg. 

per cent 

per cent 

wg. 

wg. 

mg. 

per cent 

per cent 

Be. 

1 3 

4.6 

790 

400 

72 

is.o 

9.1 

870 

350 

61 

17.5 

7.0 

Ja. 

4 

4.0 

520 

400 

69 

17.3 

13.3 

690 

470 

98 

‘.ii.i 

14.2 

Ma. 

S 

8.5 

1000 

560 

180 

32.4 

18.0 

m 

640 

208 

32 . 2 

24.8 

8h. 

2 

3.3 

1050 

450 

111 

24. S 

10.6 

840 

‘100 1 

87 

21.9 

10.4 

Od. 

1 ^ 

8.5 

1030 

440 

70 

15.7 

' 6.8 

1380 

280 

77 

21.6 

5.6 

Sm, 

1 4 

1 1 

3.6 

860 

' 320 

75 

23.2 

8.7 

950 

300 ! 

61 

20.1 

G.O 


Table IV 


Effect of Various Diets on Fecal Protein Nitrogen Output of Male Mant 
All the results are e.xpressed as daily averages. 


Subject 

Age 

Body 

weight 

Diet 

Nitrogen 

retained 

Total 
fecal N 

Fecal 
protein N 
of total 
fecal N 

Fecal pro- 
tein N 
of retained 
N 


mos. 

kg. 


mg. 

mg. 

per cent 

per cent 

Sa. 

7.5 

6.3 

Casein 

1090 

143 

23.5 

3.1 

Go. 

14.0 

6.8 

it 

530 

151 

44.5 

12.6 

Ge. 

25.7 

9.6 

a 

2360 

2()‘l 

28.8 

2.5 

Sa. 

9.5 

7.1 

CTH 

1890 

IIH) 

19.7 

1.6 

Go. 

16.0 

7.3 

i i 

470 

230 

17.1 

8.3 

Ge. . 

27.7 

9.9 

t ( 

1150 

301 

36.7 

9.6 

Go. 

16.5 

1 7.4 

TH 

260 

412 

15.8 

25.0 

Ge. 

28.2 

10,0 

: < ‘ 

320 

301 

1 12.7 

1 1.0 

Od. : 

11.0 

8.2 

; Bill) 

550 

314 

20.7 

11.8 

Ja. j 

1 7.2 

6.0 

iC 

420 

416 

■ 23.6 

23.0 

Ca. I 

' 3.0 

6.5 

tt 

320 

202 

23.3 

21.0 

De. 1 

7.0 

5.6 

Gluten 

560 

340 

38.8 

23 . 2 

Ja. 

4.2 

4.8 

a 

540 

418 

35.3 

27.4 


casein (8) and no arginase activity towards D-arginine (9) . The results of 
amino acid analysis of the various specimens of the protein are collected in 
Table V. On the basis of the agreement of the values for ten of the amino 
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acids and previously mentioned characteristics, it would seem reasonable 
to assume that the different samples represent a single protein. The pos- 
sibility of a dissimilarity of pattern for the remaining amino acids, of course, 
exists, but this possibility is contraindicated by the uniformity of the or- 
ganic acid: amino N ratios found for the different samples. The lysine 
content of the protein, 12.2 per cent, is uncommonly high (21). Finally, 
the presence of tryptophan, isoleucine, and lysine in the fecal protein iso- 
lated from the stools of infants fed hydrolysates deficient in these amino 

Table V 

Analysis of Fecal Protein Isolated from Feces of Infants Fed Various Diels 
The amino acid values are given as per cent amino acid N of total N. 


Diet 



Evap- 

orated 

milk 

Casein 

CTH 

TH 

i BHb 

Gluten 

Moisture content, % 

7.63 

7.27 

7.55 

8.88 

7.27 

3.85 

Ash content, % 

0.15 

0.14 

0.19 

0.17 

0.17 

0.11 

Corrected N content, % 

14.65 

14.72 

14.52 

14.43 

14.59 

14.67 

Ratio, organic acid (10)* to amino Nf 

Amino N (11) 

0.65 

80.6 

0.67 

81.90 

0.69 

82.2 

0.69 

81.3 

0.69 

82.5 

0.67 
SI. 6 

Threonine (12) 

6.0 

6.1 

5.8 

5.9 

5.8 

5.7 

Arginine (13) 

12.7 

12.9 

12.7 

12.7 

12.6 

12.8 

Histidine (14) 

5.4 

5.6 

5.2 

5.2 

5.7 

5.7 

Lvsine (15) 

16.4 

16.0 

16.3 

16.6 

16.2 

16.1 

Cystine (16) 

1.3 

1.2 

1.3 

1.2 

1.4 

1.3 

Methionine (17) 

1.9 

2.0 

1.8 

1.9 ' 

1.9 

1.8 

Isoleuciiie (IS) 

4.6 

4.7 : 

4.6 

4.4 

4.3 

4.2 

Phenylalanine (19) 

2.9 

3.0 

3.1 

3.3 

3.1 

2.8 

Tyrosine (20) 

2.1 

2.3 

2,0 

2.3 

2.2 

2.0 

Tryptophan (6) 

3.1 

3.2 

3.3 

3.4 

3.3 

3.4 



* The figures in parentheses represent bibliographic references, 
t This ratio was obtained by dividing the acid titer (expressed as cc. of 0.1 N* 
HCl) by mg. of amino N of the sample. 


acids should dispel any further doubts regarding the dietary origin of the 
fecal protein. 


Comments 

In 1892 Voit (21) found that the excretion of substances from an iso- 
lated loop of the intestine of dogs produced a mass similar in constitution 
and nitrogen content to that produced in the normal intestine of the same 
animal through which meat and fat were passing. He therefore concluded 
that the feces are derived principally from the substances excreted through 
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the wall of the intestine and that the nitrogen so excreted is as iiuicli to be 
considered a product of protein metabolism as is the nitrogen of urea. He 
expressed regret at that time that very little was known rega,rdiiig tln3 
chemistry of these nitrogenous compounds excreted into the iiitestiiKo 

Subseciuently Schneider (22) was able to show^ dcaily two distiinh'. 
fractions of metabolic nitrogen exist in the feces. One friiction is eon- 
■stant for each animal but varies among different animals roughly in firo- 
portion to size. This is the truly excretory component and would he !‘epre- 
•sented by the fecal material produced during fast. The other fraction 
varies in proportion to the intake of dry matter. This cornporKUit is a 
true digestive waste. In MitchelFs opinion (23) tlie excretory fraction 
of the metabolic nitrogen is so small that on amounts of food permitting 
maintenance of weight or growth its effect on the ratio of total mctaJioIic 
nitrogen to diy matter consumed is negligil.)le. In a litter publication 
Schneider (24) reported that “contrary to results on rats and |)igs, the 
results on human subjects indicate that all of the metabolic nitrogen of 
human feces is proportional to food intake.” 'Tliis viewpoint is in contra- 
diction to the conclusions of Tiiomas (25) and Martin iind Robison (20), 
who considered, all of the metabolic nitrogen of human feces to lie constant. 

Obviously, the existence and nature of the metabolic fecal nitrogen are a 
matter of considerable significance in the determination of tlie l,)iologicaI 
value of dietar}" proteins. It would appear from the observation reported 
here that in the infant one of the components of the metaliolic fecal nitro- 
gen is a protein. The evidence presented indicates that tlie amount and 
amino acid composition of this excreted protein do not seem to be influ- 
enced by the quantity or quality of the diet. 

These findings strongly suggest that the protein which we have described 
is an endogenous excretory product which might l)e appropriately named 
fecanin. Attention is called to the fact, however, tliat the occurrence of 
proteins in tlie stools of infants and adults has been previously reported by 
other investigators who generally attributed tlie origin of tliesc proteins to 
exogenous sources, e.g. food residues, end-products of internal hemorrhage, 
pathological exudates, and bacterial bodies (3, 27). Ilowevcu^ since no 
attempt was made to isolate or characterize the fecal proteins in these pre- 
vious studies, the erroneous conclusions drawn regarding the origin of the 
proteins are easily understandable. Moreover, the presence of dietary 
protein residues in the isolated protein fraction could not be excluded be- 
yond a doubt in the present study except by the substitution of protein 
hydrolysates for the protein moiety of the diet. It is obvious that w’'heii 
poorly assimilated proteins are present in the diet or conditions of poor 
assimilation prevail in the organism, the differentiation of the metabolic 
and waste proteins in the feces may prove a difficult, if not impossible task. 
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'The isolation and proof of identity of the metabolic fecal protein in the 
•adult could probably be achieved under conditions of starvation or arti- 
ficial alimentation. Apparently under conditions of prolonged fasting such 
as reported by Benedict (28) and Baton and Stockman (29) this excretion 
did not occur, or was so reduced in quantity as to escape measurement. 

It is clear from the foregoing that the nitrogen lost in the feces in the form 
■of fecal protein constitutes a loss of anabolic N. Although this loss consti- 
tutes an average of only 11.9 per cent of the retained N, the high content 
•of essential amino acids of this fraction greatly augments its significance. 
This is particularly true when poor quality or deficient diets are fed. 
Furthermore, since the formation of the proteins involves a considerable 
biosynthetic effort on the part of the organism, the loss must affect the 
nitrogen economy of the organism far more than the N content of the pro- 
tein would indicate. These considerations would seem to make a study 
of the factors concerned in the formation of the fecal protein and of its 
physiological functions worth while. 

SUMMARY 

In infants fed experimental diets it has been found that an average of 22.4 
per cent of the fecal N arises from the presence of a protein w’’hich failed to 
reflect in its amino acid composition and other properties the dietary 
changes imposed on the organism from which it was derived. It is believed 
that this protein constitutes a moiety of the excretory or metabolic fecal 
N and its implications on the calculations of the biological value of dietary 
proteins are discussed. 

We are gratefully indebted to Dr. Selma E. Snyderman for the medical 
care of the subjects. 
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THE AMMONIA AND GLUTAMINE CONTENT OF THE BRAIN 

By DEREK RICHTER and REX M. C. DAWSON 
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The values given in the literature for the ammonia content of the brain 
show wide variation (1-3). Most of these values are of doubtful relia- 
bility, since the methods of estimation have not generally taken into ac- 
count the presence of labile acid amides such as glutamine, which are now 
known to occur in the brain and which easily liberate ammonia on treat- 
ment with alkalies under the conditions commonly used for the estimation 
of ammonia (4, 5). Interest in the brain ammonia level centers around the 
fact that ammonia is a powerful cerebral irritant; the administration of 
ammonium salts causes convulsions and it has long been thought that 
ammonia may play a part in the precipitation of epileptic seizures (3-6). 
It would appear that the brain ammonia level is closely related to the 
glutamic acid-glutaminase system, which can remove ammonia by combi- 
nation with glutamic acid to form glutamine (7). The report that glutamic 
acid inhibits ammonium chloride convulsions (8) may be significant in this 
connection, since it is known to reduce the incidence of attacks of petit 
mal in epileptics (9). 

The present paper reports an attempt to obtain reliable values for the 
ammonia content of rat brain with a method by which the free ammonia 
can be distinguished from the labile acid amide ammonia. At the same 
time a study has been made of the effect on the brain ammonia level of 
convulsant drugs and other factors which might affect it, 

EXPERIMENTAL 

Ammionia Estimation— kmmomdi. was estimated by Conway’s method 
(10) of microdiffusion analysis. The acid used was 0.0004 n HCl con- 
taining Tashiro’s indicator, prepared as described by him (11). The baryta 
solution (0.0015 n) was delivered from an Agla micrometer syringe (12), 
which was capable of delivering as little as 0.0001 ml. or considerably less 
than the error inherent in detecting the indicator change at these dilutions. 
The stock baryta solution was kept in a rubber-capped bottle of the type 
used for keeping sterile solutions for injection, which gave a convenient 
method of refilling the syringe without contamination by CO 2 in the air; 
the solution was restandardized each day. Preliminary tests with pure 
crystalline glutamine showed that the rate of liberation of ammonia by 

1199 
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hyclrolj^sis was 0.001 mg. of ammonia per mg. of glutamine per lioiir in 
contact with 50 per cent-saturated K 2 CO 3 at 20° under the experimental 
conditions of the Comvay method. The glutamine in the brain liitixitc was 
determined separately and a correction was calculated on this hrisis tor tlie 
brain ammonia figures. The magnitude of the correction wtis ki"|)t low 
by using a diffusion time of 1 hour. Glutamine is relatively stu.blc at 
neutral pH at 0°, but it "was found to hydrolyze at an appreeiai:)le ratej 
0.00042 mg. of NH 3 per mg. of glutamine per hour being liberated at a 
room temperature of 18° in contact with 10 per cent trichloroacetic acid, 
which was used at approximately this strength in the brain filtrates; the 
error due to this cause was reduced to a negligible figure by carrying out the 
ammonia estimations without delay and keeping the solution at 0° witli 
ice. An estimation on a standard solution of ammonium cixloride was 
included in each series. 

Glutamine Estimation — Glutamine was estimated by the method of Harris 

(13) , which depends on estimating the ammonia liberated on hydrolysis 
under standard conditions with 10 per cent trichloroacetic acid at 70° for 
75 minutes. Preliminary tests confirmed the observation of Harris that 
under these conditions a solution containing 50 mg. per cent of pure glu- 
tamine was hydrolyzed approximately 100 per cent; under the same con- 
ditions asparagine was hydrolyzed 11 per cent, acetamide 69 per cent, and 
nicotinamide 4 per cent. There was no appreciable liberation of ammo- 
nia from n-arginine, guanidine, guanine, adenine, creatine, glutamic acid, or 
metrazol, but urea liberated 0.002 mg. of NH 3 per mg. under these condi- 
tions. Although crystalline glutamine has been isolated from horse brain 

(14) , it was not known to what extent other labile acid amides might be 
present in the brain. To obtain further evidence on this point, measure- 
ments were made of the rates of hydrolysis of the labile acid amides of the 
brain filtrates and the figures were compared with the rates of hydrolysis 
of pure glutamine solutions under the same conditions. Four experiments 
in %vhich a comparison was made of the amount of ammonia liberated from 
the brain filtrate and from an equivalent amount of pure glutamine on 
hydrolysis by 50 per cent-saturated K2CO3 at 20 ° are summarized inTable L 

Hydrolysis curves for brain filtrates under acid conditions, carried out as 
described by Harris (13), also showed good agreement with the curves for 
pure glutamine, the specific reaction rate k being 7.7 X 10““^ in each case. 
This gave evidence that the labile acid amide of the brain is mainly, if 
not 'wholly, glutamine, and the results are therefore expressed in terms of 
this substance. 

Experimental Animals— In most of the work, young Wistar albino rats 
•weighing 25 to 40 gm. were used. They were killed by being dropped into 
liquid air, which froze them solid in a few seconds and produced a rapid 
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fixation of the metabolites in the brain. The frozen brain was rapidly 
removed j crushed to a powder in a cooled steel crusher, and transferred to* 
a previously weighed centrifuge tube containing 4 ml. of 12 per cent tri™” 
cliloroacetic acid at The mixture was centrifuged and the estimations- 
were carried out on the supernatant solution. An allowance was made 
ill the calculations for the water content of the brain, which was taken m- 
80 per cent of the weight of the fresh tissue. 

In the experiments in which figures for the blood ammonia content were- 
required, larger rats of 200 to 300 gm. were used and were killed by decapi- 
tation. The heads were dropped into liquid air and treated in the same^ 
way as for the young rats, while blood samples of 0.5 to 1 ml. were pipetted 
from the carotid artery. The method of killing by decapitation was not 
entirely satisfactory, for it was found that the stimulus of decapitation was 
sufficient in itself to cause a rise in the brain ammonia content; but this 


Table I 

Comparison of Anunonia Liberated from Brain Filtrate and from Equivalent Ajnoimt 

of Pure Glutamine 


Rat No. 

Brain ammonia 

1 

Brain glutamine 

Time of 
hydrolysis 

Ammonia from 
brain filtrate 

Ammonia from 
pure glutamine 


mg, per cent 

mg, per cent 

hrs. 

mg, per cent 

mg. per cent 

1 

0.59 

89 

2 

0.16 

0.18* 

1 

0.59 

89 

5 

0.47 

0.45^ 

2 

0.54 

91 

2 

0.18 

o.is; 

2 

0.59 

91 

5 1 

0.45 

0.46’ 


was the best way in which a blood sample large enough for the ammonia 
determination could be obtained at the time of fixation of the brain. The 
rise in the brain ammonia after decapitation continued for about 5 seconds,, 
but by allowing exactly 1 second (timed with a stop-watch) from the mo- 
ment of decapitation to the commencement of freezing in liquid air, fairly 
consistent figures could be obtained. In this way changes in the braini 
ammonia content due to other factors could be demonstrated. Immersion? 
in liquid air must also act as a cerebral stimulus, for it takes several seconds, 
for the brain to freeze right through,^ but there is evidence that freezing: 
of the intact brain in liquid air is a less violent stimulus than decapitation 
(15, 16). 

Results 

The values obtained for the ammonia and glutamine content of the 
brain of normal rats are listed in Table II. The mean figure of 0.28 mg,. 

' Richter, D., and Dawson, R. M. C., Am. J. Physiol., in press. 
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per cent for the ammonia content was considerably lower than the value 
2,2 mg. per cent of N previously reported by Billow and Holmes (1) for 
the mouse brain. The lower figure obtained in the present work may !)C 
attributed partl}^' to the improved method of fixing in liquid air and partly 
to the correction for ammonia present as glutamine. The mean figure of 
79 mg. per cent of glutamine is close to the value of 64 mg. per cent re- 
ported by Hamilton (5) for the dog brain. 

Emotional Excite7nent — ^The recent observation that the brain lactic acid 
content is increased in emotional excitement (17) suggested that there may 
also be a liberation of ammonia under these conditions. A series of nine 
rats was excited by removing their support and allowing them to drop 
from side to side in a glass beaker for 4 minutes. The method has been 


Table II 

Ammonia and Glutamine Content of Rat Brain 
The rats were killed by immersion in liquid air. 


■Rat No. 

Weight 

Ammonia 

Glutamine 


gtn. 

tng. per cent 

mg, per cent 

1 

35 

0.28 

02 

2 

25 

0.02 

73 

3 

25 

0.34 


4 

30 

0.14 


5 

30 

0.35 

86 

6 

35 

0,42 

81 

7 

35 

0.32 

85 

S 

40 

0.25 

88 

9 

30 

0.37 


Mean 

32 

0.28 

79 


described more fully elsewhere.^ The results, which are listed in Table III, 
showed a mean ammonia content of 0.22 mg. per cent, which was not sig- 
nificantly different from the normal. There w^as also no change in the 
glutamine content. 

Piemtoxin Cofivulsions — Rats killed after convulsions induced by injec- 
tion of picrotoxin gave a mean value of 0,47 mg. per cent of ammonia, 
Avhich was 74 per cent above the normal. The difference was statistically 
significant (P < 0.05 when tested by Fisher’s t test). There was no sig- 
nificant change in the glutamine level. 

Effect of DecapitaMon — Rats killed by decapitation gave a higher am- 
monia content than those killed by immersion in liquid air; this was true 
for young rats of 30 to 40 gm. as Tvell as for adult rats of 200 to 300 gm. 
(Table IV) . The rise in the brain ammonia occurred in the first few seconds 
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Table III 

Ejj'cct of (a) Eniolloml Exciteuienl and (b) Picrotoxin Co7ivulsions on Afmnoma and 
Glutamine Content of Rat Brain 

The niis weighed 35 to 40 gin. (a) The rats were excited for 4 minutes. (5) Pic- 
rotoxin convulsions w^ere produced by intraperitoneal injection of 0.25 ml. of a 
solution containing 3 mg. per ml. of picrotoxin in 10 per cent alcohol. All the 
rats were killed by immersion in liquid air. 


Emotional excitement 

Picroto.xin convulsions 

Rat No. 

Ammonia 

Glutamine 

Rat No. 

Duration of 
convulsions 

Ammonia 

Glutamine 


mg. per cent 

mg, per cejii 


min. 

mg. Per cent 

mg. Per cent 

1 

0.23 

70 

10 

8 

0.57 

72 

2 

0.26 

75 

11 

10 

0.44 

93 

3 

0.20 


12 

5 

0.39 

68 

4 

0.14 


13 

5 

0.46 

65. 

5 

0.22 


14 

3 

0.52 

62' 

6 

0.22 


15 

3.5 

0.60 

1 SSi 

7 


78 

16 

3 

0.31 

80 

8 


82 





9 

0.27 

92 





Mean 

0 . 22 

79 



0.47 

77 


Table IV 

Effect of Decapitation on Ammonia Content of Blood and Brain in (a) Young 

Rais and (6) Adult Rats 


Freezing of the heads in liquid air commenced 1 second after decapitation, (a) 
The young rats weighed 30 to 40 gm. (6) The adult rats weighed 200 to 300 gm. 


Young rats 

Adult rats 

Rat No. 

Brain ammonia 

. 

Blood ammonia 

Rat No. 

Brain ammonia 

Blood ammonia 


mg. per cent 

mg. per cent 


mg. per cent 

mg. per cent 

1 

0.54 

0.35 

0 


0.19 

2 


0.23 

10 


0.19 

3 

0.35 


11 

0.57 


4 

0.50 

0.19 

12 

0.5S 


5 

0.60 

0.19 

13 

0.53 


6 

0.53 


14 

0.46 


7 


0.32 

15 

0.33 

0.13 

8 

0.29 


16 

0.33 


Mean 

0.47 

0,26 


0.47 

0.17 


after decapitation. Analyses carried out on a series of six rats examined 
from 4 to 30 seconds after decapitation gave figures ranging from 0.76 to 
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1.05 mg. per cent of ammonia with a mean of 0.93 mg, per cent^ but l)y 
reducing the interval between decapitation and fixing in liquid air lower 
values were obtained (Table V). With an interval of 1 second between 
decapitation and freezing in liquid air a mean value of 0.47 mg. per cent 
of ammonia was obtained and this was adopted as a standard procedure 
in the experiments with adult rats, which were always killed by decapita-- 
tion. 


Table V 

Ammonia Content of Rat Brain (a) after Aiioxia in Vivo and (b) at Various Times 

after Decapitation 

111 series (a) young rats of 30 to 40 gni. wore rendered anoxic by keeping tlicm for 
1 minute in nitrogen containing 5 per cent CO 2 ; they were killed by decapitation and 
tlie beads were frozen after 1 second. The brain ammonia figures should lie com- 
pared with the mean of 0.47 mg. per cent for normal, decapitated rats. In series 
(6) the heads of rats of 200 to 300 gin. were transferred to liquid air a,t varying 
times after decapitation. The heads were kept at 37°. 



Anoxia 

Change after decapitation 

Rat No. 

Brain 

ammonia 

Blood 

ammonia 

Remarks 

Rat No. 

Time 
after de- 
capitation 

Brain 

ammonia 


mg. fer cent 

mg. per cent 




mg. per cent 

1 

0.64 

0.46 

Strong convulsions 

0 

a 

•C 

0.29 

2 

0.96 

0.80 

Slight tremors 

7 

1 

0.33 

3 

0.74 


Brief convulsion 

S 

u 

0.62 

4 

0.54 

0.65 

Preconvulsive 

9 

2 

0.80 

5 

1.18 

0.16 

<c 

10 

3 

0.77 





11 

4 

0.76 





12 

4 

1.05 





13 

5 

0.92 





14 

10 

0.94 





15 

15 

0.92 





16 

30 

l.Oi 

Mean.. 

0.81 

0.52 






Efect of Anoxia — Rats kept for 1 minute in a desiccator containing ni- 
trogen with 5 per cent CO 2 showed a marked increase in the brain ammonia 
content (Table V) ; this was observed in animals which had convulsions 
and also in rats which had not had convulsions but were in the precon- 
vulsive state. It is known that anoxia causes an increase in the blood am- 
monia level (18) and this may account for a part of the ammonia found in 
anoxia in the brain; but it is likely that the blood ammonia comes from 
the brain and other tissues rather than that the tissue ammonia comes 
from the blood. 
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Effect of Narcosis — Rats anesthetized for 30 minutes or longer with nem- 
butal showed a marked fall in the brain ammonia content, the mean level 
for young rats killed by immersion in liquid air being 0.06 mg, per cent of 
ammonia. The figures, which are listed in Table VI, give evidence that 
the brain ammonia depends on the duration of the narcosis, for Uyo ani- 
mals anesthetized for shorter periods of 10 and 17 minutes showed no sig- 
nificant change from the normal. This may be the explanation of the 

Table VI 

Effect of Nembutal Narcosis on Ammonia and Glutamine Content of Rat Brain 


The brain ammonia figures should be compared with the mean of 0.47 mg. per cent 
for normal, decapitated rats and 0.28 mg. per cent for normal rats killed by immersion 
in liquid air. 


Rat No. 

Weight of rat 

Method of killing 

Duration of 
narcosis 

Brain 

ammonia 

Brain 

glutamine 


sm- 


min. 

mg. per cent 

mg. per cent 

1 

200-300 

Decapitation 

30 

0.15 

86 

2 

200-300 

ti 

30 

0.26 

84 

3 

200-300 

it 

55 

0.13 

79 

4 

200-300 


65 

0.23 

83 

Mean 

0.19 

83 

5 

35-40 

Liquid air 

30 

0.05 

80 

6 

35-40 

a a 

45 

1 0.06 


7 

35-40 

it a 

70 

0.15 


8 

35-40 

it it 

80 

0.02 


9 

35-40 

a a 

90 

0.01 


Mean 

0.06 


10 

35-40 

Liquid air 

1 10 

0.29 

72 

11 

35-40 

it it 

1 17 

1 

0.23 

95 

1 


negative findings of Billow and Holmes (1), who found that narcosis had 
no effect on the brain ammonia level. 

Effect of Electrical Stimulation — Electrical stimulation of the brain was 
carried out with stainless steel electrodes of 0.25 sq. cm. area, which were 
applied to the scalp 0.5 cm. posterior to the eyes. Contact was obtained 
by cutting the fur in this region with sharp scissors and applying electrode 
jelly. The current used was 50 cycles a.c. at 40 volts. Stimulation for 
1 to 3 seconds produced a satisfactory convulsion after the usual latent 
period of about 10 seconds. The procedure was similar to that used in 
the ^^electroshock” treatment of psychiatric patients. In the experiments 
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listed in Table VII the rats were sacrificed while undergoiag strong con- 
vulsions and the figures showed a brain ammonia content above t!ic iioriiiaL 
Brain Ammmia in Freconvulsive State — The experiments on st/iiniilatioii 
by anoxia showed a rise in the brain ammonia level in tlie p recoil viilsivc^ 
state, before the onset of convulsions, which suggested that tlie rise in 
brain ammonia might be associated with the increased cerebral irritaliility 
rather than with the actual convulsions. The further experiments given 
in Table VIII confirmed this impression, showing a clear rise in the brain 

Table VII 

A'mmonia Coritent of Rat Brain during Convulsions Induced (a) by Electrical 
Siiimdaiion and (b) by Injection of Ammonium Chloritie 
The rats were killed by immersion in liquid air or d(‘.caplt,ation cm (.lie first strong 
convulsion. The heads of decapitated rats werci transferred to liciuid air in 1 second. 
The ammonia content of controls killed by liquid air wnivS 0.27 and killed by decapita- 
tion 0.47 mg. per cent. Ammonium chloride convulsions were induced by intra- 
peritoneal injection of 1.2 ml. of 20 per cent NH4CI. 


Convulsions 

Rat 

No. 

Weight 
of rat 

Method of killing 

1 Duration 
of shock 

Brain 

ammunia 

Brain 

glutamine 

Blood 

ammonia 



gm. 


sec. 

mg. 

per cent 

mg. 

per cent 

mg. 

per cent 

Electric shock 

1 

35-40 

Liquid air 

2 

0.40 

86 



2 

35-40 

Cl cc 

3 

0.49 

76 



3 

200-300 

Decapitation 

1 

0.5S 

70 



4 

200-300 

<£ 

1 

0.75 

82 



5 

200-300 


3 

0.78 


1,42 


6 

200-300 

ic 

3 

0.94 


0.69 

Mean, decaDitated rats onlv 

0.76 










Ammonium 

1 ^ 

! / 

200-300 

1 

Decapitation 


8.0 

70 

8.3 

chloride 

8 

200-300 

IC 


9.5 

93 

9.8 


9 

200-300 

It 


9.2 

101 

10.0 


ammonia level in animals sacrificed 1 second after electrical stimulation 
and therefore several seconds before the onset of convulsions. Estima- 
tions of blood ammonia carried out on blood from the carotid arteries of rats 
killed by decapitation showed a rise in the blood ammonia during electri™ 
cally induced convulsions; this was to be expected, since it is known that 
ammonia is liberated in the muscles and enters the blood during severe 
muscular activity (18). Determinations of blood ammonia on rats in the 
preconvulsive state gave values which were generally in the normal range, 
but in a few cases the figures were high; this might be due to the diffusion 
into the blood of ammonia liberated in the muscles through the tonic miis™ 
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ciilar spasm produced by the electrical stimulation. The wide disparity 
between the ammonia levels in the blood and the brain observed in these 
and in other experiments gave evidence that the brain ammonia was formed 
ill the brain itself and could not be attributed as a rule to ammonia entering 
the brain from the blood. 

Since the brain ammonia content was raised in the preconviilsive state^ 
it appeared of interest to find out how far the cerebral irritability in this 


Table VIII 

Ammonia Content of Rat Blood and Brain in Preconviilsive State after (a) Piero- 
toxin Administration and (h) Electrical Slimulaiion 


The rats were killed before the onset of convulsions. Other conditions as in Table 
VII; picrotoxin dose, 1 ml. of 3 per cent solution. 



Rat No. 

Weight 
of rat 

Method of killing 

Duration 
of shock 

Brain 

ammonia 

Blood 

ammonia 



gm. 


sec. 

nig. per cent 

mg. per cent 

Picrotoxin 

1 

200-300 

Decapitation 


0.65 

0.11 


2 

200-300 


\ 

0.49 

0.42 

Electric shock 

3 

35-40 

Liquid air 

1 

0.40 



4 

35-40 

H it 

1 1 

0.73 



5 

35-40 

li ii 

1 

0.44 



6 

35-40 

11 

1 

0.41 : 


Mean, rats killed by liquid air only 

0.49 



7 

200-300 

Decapitation 

2 

0.71 

0.38 


8 

200-300 


3 

0.83 

0.13 


9 

200-300 

1 

4 

1.04 1 

0.22 


10 

200-300 

( ( 

3 

1.10 1 

0.93 


11 

200-300 

u 

2 

0.92 

0,32 


12 

200-300 

ii 

3 

0.92 

0.70 


13 

200-300 

ii 

2 

1.10 

0.17 


14 

200-300 

ii 

2 

0.93 

0.20 

Mean 

0.94 

0.38 


state could be attributed to the toxic action of the free ammonia. It was 
found that, when ammonium chloride was administered by intraperitoneal 
injection, convulsions occurred at the time when the brain ammonia level 
was approximately 9 mg, per cent, or about 10 times the level in the pre- 
con vulsive state (Table VII). The brain glutamine content appeared to 
be raised after ammonium chloride administration, but accurate figures 
could not be obtained in this series, owing to the large amount of free 
ammonia present. In contrast to the figures on ammonia, the brain glu- 
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tamine values showed little variation with the various experimental pro- 
cedures which were tried. 


BISCUSSION 

It was found that the ammonia content of the rat brain, analyzed after 
rapid fixation by freezing in liquid air, was not constant but depended on 
the state of activity of the brain at the time of fixation. Values obtained 
on anesthetized animals were significantly lower than those for normal 
controls, while much higher values were obtained in animals taken during 
convulsions produced by convulsant drugs or by other methods of stimii™ 
lation. The brain ammonia content during electrically induced convulsions 
was more than eight times that found in anesthetized animals. Unless it 
is believed that these changes occurred during the brief period of freezing 
with liquid air, it must be concluded that they represent changes oc- 
curring in vivo. This view is supported by the work of Tashiro (11), who 
showed that free ammonia is liberated by the isolated frog nerve and 
that the amount liberated is increased on stimulation. The observations 
on the frog nerve were confirmed by Winterstein and Hirshberg (19). 

The present work showed that the brain contains some source which 
can liberate up to about 1 mg. per cent of ammonia within 5 seconds upon 
stimulation. The source of this ammonia is not yet clear, but the brain 
glutamine content showed little variation, which made it unlikely that glu- 
tamine was the source. It might come from the deamination of nucleo- 
tides; this has generally been regarded as a relatively slow process (20), 
but recent work has shown that the simultaneous dephosphorylation and 
deamination of adenosine diphosphate can proceed with considerable ra- 
pidity in muscle preparations (21). It is noteworthy that the liberation 
of ammonia did not run parallel to the formation of lactic acid in the brain 
by glycolysis. The brain ammonia and lactic acid are both incrca.sed by 
convulsants and decreased by anesthetics, but there was no liberation of 
ammonia corresponding to the rise in lactic acid in the brain in cmiotional 
excitement.^ The rapid liberation of ammonia after decapitation came to 
an end in a few seconds, while the lactic acid formation by postmortem 
glycolysis continues for a much longer time. Again, the fall in the ammonia 
content of the brain in anesthesia appeared to follow some time after the 
decrease in the lactic acid level. 

The rise in the brain ammonia content in electrical convulsions was not 
due to the convulsions themselves, for it could be shown that the liberation 
of ammonia in the brain occurred in the preconvulsive stage of cerebral 
irritability before the start of the convulsions. This raised the question 
of whether the convulsions could be attributed directly to the toxic action 
of the ammonia. This suggestion was previously made for epileptic con- 
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vulsioiis by Pdebeliiig (3) and Briihl (22), who reported that the ammonia 
content of the cerebrospinal fluid was increased in epileptics after seizures. 
Richter, Dawson, and Rees^ were unable to confirm that observation but 
that did not disprove their hypothesis, for it is not likely that the cere- 
brospinal fluid would give an accurate reflection of the rapid changes oc- 
curring in the brain. The view that epileptic seizures be attributable 
to the toxic action of ammonia is attractive, as it can explain a number of 
the experimentally observed facts; these include (a) the precipitation of 
seizures by anoxia, which has been shovm to liberate ammonia in the brain, 
(6) the autocatalytic spread of the discharge, as ammonia liberated at one 
point stimulates the neighboring regions of the brain, and (c) the specific 
effect of glutamic acid in inhibiting certain types of seizures, in which the 
rate of detoxication of ammonia might be the limiting factor. 

Further experiments designed to test this hypothesis showed that the 
ammonia liberated in the rat brain on stimulation reached about a tenth 
of the concentration required to produce convulsions in a normal animal. 
The figure for the convulsant level was obtained by injecting ammonium 
chloride and determining the brain ammonia content after the convulsions 
had started. Under these conditions the ammonia would be fairly evenly 
distributed throughout the vascular bed and substance of the brain, while 
it might be expected that the ammonia liberated on stimulation would be 
formed mainly in the metabolically active regions, where local concentra- 
tions higher than the average for the whole brain would be found. The 
apparent discrepancy between the ammonia level after stimulation and the 
convulsant level may therefore be less in fact than these experiments would 
appear to indicate. The present investigation gives evidence that am- 
monia is liberated in the brain on stimulation and shows that the brain 
ammonia concentration can approach the toxic range; it suggests that in 
conditions such as epilepsy, in which the brain is abnormally irritable, the 
toxic action of ammonia may play a significant part. 

SUMMARY 

Values are reported for the ammonia and glutamine content of the rat 
brain. The normal ammonia content, determined by a method which 
avoided the error due to the decomposition of labile acid amides, was 0.28 
mg. per cent and the glutamine content was 79 mg. per cent. A study of 
the factors affecting the brain ammonia level showed that it was decreased 
by prolonged nembutal narcosis and markedly increased by direct stimu- 
lation of the brain or by procedures which increase cerebral irritability. 
The ammonia level was increased to 0.47 mg. per cent by picrotoxin ad- 

^ Richter, D., Dawson, R. M. C., and Rees, L., /. Ment, 8c., in press. 
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ministration and 0„81 mg. per cent by anoxia. Electrical stimulation 
caused a rapid increase in the ammonia level in 1 to 2 seconds and it was 
also raised by the stimulus of decapitation. The brain ammonia, was not 
affected by emotional excitement and the glutamine content was not sig- 
nificantly affected by any of the factors which were tested. Injection of 
ammonium chloride in the rat caused convulsions when the brain ammonia 
level had risen to 9 mg. per cent. The significance of these data in relation 
to the mechanism of epileptic seizures is discussed. 

The authors thank the Medical Research Council for a personal grant 
to one of us (R. M. C. D.) and for a grant for expenses; they thank the 
Rockefeller Foundation and the Royal Society for grants for equipment. 
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Recent work has shown that certain microorganisms can under appro- 
priate conditions dispense with biotin if they are supplied with oleic 
acid or other related materials (1-5). Moreover, an oil from hydrolyzed 
plasma, as well as a partially purified fraction obtained from it, has been 
found to have biotin-like activity when injected into young chicks fed a 
diet high in egg white (2, 6). Oleic acid did not have such activity (6). 
It seemed of interest to investigate the relationship between biotin and 
fat-soluble biotin-active substances in the nutrition of an organism entirely 
different from either bacteria or vertebrates. The yellow fever mosquito 
Aedes aegijpii was chosen for this purpose for several reasons. It is among 
the few insects concerning the nutritional requirements of which consider- 
able information is already available (7). It can easily be maintained in 
large numbers under laboratory conditions. Its larvae develop rapidly 
so that definite effects on growth can be discerned within a period of 1 or 
2 weeks. The larvae are adapted to life in a liquid medium and can utilize 
both solid foods and nutrients in solution (8). Finally, Aedes aegypti 
larvae can readily be reared free from microorganisms (9). 

This last point cannot be too strongly emphasized. It has become in- 
creasingly apparent that some effects of diet may be produced only second- 
arily via an effect on the synthetic activities of the intestinal bacteria 
(10-13). Since in nature mosquito larvae feed on microorganisms, nothing 
whatever can be discovered about their nutritional requirements if living 
microorganisms are present. Even a slight contamination can permit 
development in a medium otherwise entirely unsuitable. Hence complete 
bacterial sterility has been a necessary condition of the experiments. It 
has at the same time added to the general significance of the results ob- 
tained, since in their interpretation there is no need to be concerned with 
the possible synthetic activities of a microflora either of the intestine or 
of the environment. 


Methods 

Colony of Aedes aegypti— This species of mosquito is so adaptable to 
laboratory conditions that the methods for rearing a stock colony can be 
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varied widely. For the present work the methods were those outlined in a 
previous paper (14), The schedule of blood meals on a guinea pig was 
timed in such a manner as to provide twice a weelv a. large of eggs 

known to be less than 24 hours old. These eggs "were used to provide 
bacteria-free larvae for the experiments. 

Sterilizatmi of Eggs and Tnoadation of Experimental T'uhes-—'T}mHO aims 
w^ere accomplished by the methods previously described (15). Counted 
numbers (usually three, but sometimes four) of the washed bacteria-free 
larvae w-ere inoculated into each of the experimental tubes. 

Culture Medium and Preparation of Experimental Tubes — Since studies 
with biotin w^ere contemplated and since biotin is present in most natural 
foodstuffs, it ivas necessary to have an essentially synthetic nutrient 
medium. Previous work had shown that Aedes aegypti requires for its 
larval development thiamine, riboflavin, pantothenic acid, pyridoxine, 
glutathione, nicotinic acid, choline, and yeast nucleic acid, as well as other 
unknown factors (7). One of the latter has been found to be folic acid 
(16), and a requirement for cholesterol has been demonstrated (17). On 
the basis of these facts it seemed highly probable that a synthetic medium 
recently developed for the related insect, the fruit fly Drosophila melam- 
gaster (18, 19), would also support the growth of Aedes aegypti. Such has 
been found to be the case. Dr. Schultz very kindly supplied me with a 
description (then not published) of the medium used by him and his co- 
workers for their studies on the nutrition of Drosophila. This medium has 
been modified in the following two ways. Firstly, whole vitamin-free 
casein has been used instead of casein hydrolysate plus tryptophan, since 
the latter supported only very slow growth in a medium in which the former 
supported growth at a nearly normal rate. Secondly, pyridoxamine 
as well as pyridoxine and niacin as well as niacinamide were included in tlie 
medium. The final biotin-free medium which was added to vitaniin-free 
casein (General Biochemicals, Inc.) had the composition shown in Table 
I. This medium may be prepared by any of several methods. The follow- 
ing has been routinely used for the present investigation. Tlie cholestei‘ol 
was prepared as a separate suspension. 300 mg. of cholesterol were dis- 
solved in 20 ml. of 95 per cent ethyl alcohol. This solution was added in 
1 ml. amounts to tubes containing 9 ml. of distilled water, giving a uniform 
white suspension. The tubes were autoclaved 20 minutes at 15 pounds to 
sterilize them and to drive off the alcohol, leaving a volume of approxi- 
mately 8 to 9 ml. in each. They were stored in a refrigerator. For use, 
0.1 ml. of suspension was added aseptically to each tube which was to 
contain 6 ml. of final medium. Some indication was obtained that the 
cholesterol suspension began to lose its effectiveness after more than 2 
months of storage in the refrigerator. 
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Tlie remainder of the medium was prepared at twice its final concentra- 
tion. The required amount of cystine was dissolved in a minimal volipae 
of hot 6 N hydrochloric acid and was added to a suspension of the nucleic 
acid in a volume of water half that of the desired amount of double strength 
medium. 2 n sodium hydroxide was added to dissolve the nucleic acid and 
bring the pH to 6.8 to 6.9. The sucrose was then dissolved. The salts 
and the growth factors were added from concentrated stock solutions kept 
under toluene in the refrigerator, except for the calcium chloride, niacin- 
amide, glutathione, choline, and inositol, which were added from freshly 
prepared more concentrated solutions. The pH was readjusted if necessary 
to 6.8, to 6.9, and the medium was diluted to the appropriate volume. It 


Table I 

Composition of Synthetic Medium for Aedes aegypti Exclusive of Biotin and Casein 


Material 

Concentra- 

tion 

Material 

Concentra- 

tion 

KH 2 PO 4 

mg. per ml. 

0.60 

Pyridoxamine dihydrochloride 

7 per ml, 

0.02 

K 2 HPO .1 

0.60 

Pyridoxine hydrochloride 

4.0 

FeSO-rTHsO 

0.012 

Riboflavin 

2.0 

MnS04 *44120 

0.012 

Thiamine hydrochloride 

2.0 

NaCl 

0.012 

Niacin 

2.0 

MgS 04 *71120 

0.20 

Calcium pantothenate 

6.0 

CaCh 

0.012 

Pteroylglutamic acid 

0.6 

Ribose nucleic acid 

1.0 

p-Aminobenzoic acid 

2.0 

L-Cystine 

0.2 

Niacinamide 

10.0 

Cholesterol 

0.03 

Glutathione 

10.0 

a -Inositol 

0.04 

Choline chloride 

20.0 

Sucrose 

2.0 




was sterilized, in batches of 200 ml,, by filtration through a Selas 03 porce- 
lain filter, since preliminary experiments had shown that growth on this 
medium sterilized by autoclaving was inferior to that on the same medium 
sterilized by filtration. The sterile medium W'as stored in a refrigerator 
and used usually within less than 1 week after preparation. 

It was found convenient to supply the casein in solid form (8) rather than 
in solution. In this way the larvae, which are bottom feeders, were pro- 
vided with some particulate food at the bottom of the tube. A small 
spatula which delivered 30 to 40 mg. of the dry powdered casein was used to 
measure this material into each tube of a group of 18 X 160 mm. test-tubes. 
The tubes were plugged with non-absorbent cotton and were sterilized by 
dry heat in an automatic electric oven at 160-170“^ for 2 hours. This treat- 
ment slightly darkened the surface of the casein but did not otherwise af- 
fect it. 
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For any one experiment, all the tubes were prepared at the same time 
and _ all received the same batch of double strength medium and of cho- 
lesteroL Duplicate tubes were usually prepared for each factor being 
tested, although sometimes three or even five tubes of each were used. 
Each experiment included control tubes to which no biotin was added, as 
well as tubes with various known concentrations of biotin. The biotin 
was added from an autoclaved solution standardized by microbiological 
assay and stored in the refrigerator. Water-soluble materials to be tested 
for biotin activity were similarly added from autoclaved stock solutions. 
Materials insoluble in water, such as oleic acid and the biotin-active oil from 
hydrolyzed horse plasma (hereafter designated FSF), were emulsified by 
means of ethyl alcohol. The emulsions were prepared as follows. To 
0.95 ml. of warm 95 per cent alcohol in a sterile tube was added 0,05 ml. of 
the oil, previously autoclaved, 9 ml. of sterile distilled water were then 
run in with shaking. A milky emulsion formed with some free oil droplets 
which floated to the surface and were avoided in making the subsequent 
dilutions. Usually 1 ml. of emulsion was diluted in 9 ml. of sterile water, 
and the dilute uniform emulsion was added to the experimental tubes in 
amounts up to 1 ml. The maximal concentration of alcohol was hence only 
about 0.15 per cent, which was not found to have any effect on growth in 
the synthetic medium supplemented with biotin. The concentration 
of active material in the final dilute emulsions was determined by micro- 
biological assay. 

In the preparation of an experimental series, the appropriate quantity 
of sterile distilled water (enough to give a final volume of 6 ml.) was first 
pipetted into each sterile tube containing casein. This was followed by 3 
ml. of the double strength medium and 0.1 ml, of the cholesterol suspension. 
The biotin or other supplements were then added and the tubes were 
inoculated with the washed first instar larvae. The usual precautions to 
insure sterility were observed. The tubes were kept in an incubator at 
28-29'^, except for a brief period each day when they were removed for 
examination. 

Micfohiological Asmys — Biotin and the biotin activity of lipide materials 
were assayed with Lactobacillus casei with the method of Landy and Dicken 
(20) slightly modified (2). 

Sterility Tests — Since most of the media used were clear, nearly colorless 
liquids, contamination could often be detected by the appearance of 
cloudiness. All tubes after about 7 days of incubation were submitted to a 
routine sterility test. This consisted of streaking a loopful of material 
from each tube onto a plate of dextrose nutrient agar. All tubes which 
showed some new effect, or the results of which would be especially signifi- 
cant, were later submitted to additional sterility tests in nutrient broth, 
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yc'asi. t‘xl rRci^ iigai*, and cooked meat medium. Contaminations were dc- 
t(‘ete(l iii about ! p(‘r (‘.ent of the tubes. As soon as an experimental tul)e 
showed (oddcauH^ of beina; c.ontaminated it was dis(*ardcd and the results 
previously ol)taiii(.ul \vith it, were not used. 

QiiauMdlwe Expvv^don of Developmental Rate — The larvae of Aedes 
acgupti und(M‘g;o ihrea^ molts between hatching from the egg and pupation. 
I:Ien(‘.e there' arc' four laiaxd instars. These provide the basis for a simple 
metliod for following the rat(‘ of development. One needs only to examine 
each tube daily and to note the number of larvae in each instar. Although 



Fig. 1. Aedes (umypti larvao 7 days after their inoculation as first instar larvae into 
(from left to right) (a) (lie basal medium without added biotin (all in the second 
iustar); {h) the basal nuulium plus 4.2 my of biotin per ml. (all in the tliird instar); 
(r) t he basal medium plus iny of biotin per ml. (all in the fourtli instar). Photo- 
grajih by J. A. Carlilo. 

tlu^ larvae grow in body h'ngfii b(daveen molts, their head and anal siphon 
show a discontinuous growth with a marked increase in size immediately 
following eat'h molt, dliis facd, makes it p(>ssit)le to recognize at a glance 
wliether a larva is in the first, se(H)nd, third, or fourth iiistar (see Fig. 1). 
This method of following growth was used in tlie early work on the iiiitri- 
tion of mosquito larvae (15). At that time a growth index was described 
which was obtained from the expression N X (l/T)? in which N is the per- 
centage of larvae reacdiing the fourth instar within a chosen period of time 
and T is the average time in days required by them to do so. The choice 
of the time period does not materially affect the relative results. A longer 
period permits a larger percentage to reach the fourth instar in the less 
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iK.Tirly aile(iua.U'-in(MrKi, hu\, llu'V liiko loB.i»;('r to do so, i lu^ fuiiil rosult 
is blit little (*haii!ii>'ed. Id)r the pii'scMit work a tiini' of 1, i days was ehos(ai, 
siiiee in ibis pca-iod vcay thw or iioiu' of the' larvao in tln^ iiKMliiun without 
added biotin naielu'd the fourth iiisiar, wlu'.n'us in ih<' presenec^ of suflitacait 
biotin all kticIkhI tiie fourth iiistar. 'riien^fore tdl tiilx'S wcu’e (^xainiiHMl 
daily for the first 14 days in ordca* to secaire tlie data for tlu^ (aalculation of 
N X 0/T). They were then (axainiiUMl every other day for a,n additional 
14 days in order to follow einergetiee of adults and tn (‘heek on the 
possibility of an unusual delayed .i>T()wth. 


Table It 


Effect of A(t(li I ion of DiJfcroU Concentraliom^ of Biotin, to ftunthetic ilfeilinni on 
Growth and Developntenl of Acde.^ aegijpti 


C'oncenlra- 
tion of added 
biotin 

No. of larvae from 
Kfoui'i of (), 

rearhina: within 1-1 days 



A< lulls 

.Average time to 


3rd instar 

4th instar 

I’emale 

Male 

.b'd instar 

4th in, star 

Adult 

my per ml. 





days 

days 

days 

0 

5 

0 

0 

0 

10.2 



6.7 

6 

6 

1 

2 

5.2 

10.3 

20 

10.0 

6 

6 


3 

4.3 

S.O 

18 

13.3 

6 

6 

1 

1 

3.3 

8.2 

14 

16.7 

6 

6 

2 

4 

3.5 

6.3 

14 

33.3 

6 

5 

2 

3 

3.5 

6.4 

14 

66.7 

6 

6 

3 

3 

3.3 

4.S 

10 

166.7 

5 

5 


3 

4.4 

7.0 

11 


X X ^ 


0 

9.7 

12.5 

12.2 

15.9 
KTO 
20.8 

11.9 


In this and the following tables iV X (1/70 is an expression of tln^ over-all rale of 
larval development in which iV i.s the percentage of larvae reaching the fourth insUir 
within 14 days and T is the average time in days required by th(\se larvae' to reatch 
the fourth instar. Undcir optimal conditions (15) all tlu^ larvae' reuich the' fourlli 
instar on the 4th (lay, so that the maximal value for A' X (1/7') is 25. Unless otln'r- 
wise stated, each value is 1)ase(l on the growth of six larvae, thn'c' ('a,ch in iw<» l ubes. 


Residls 

Bioiin and Pimelic Acid — In the s.ynthetiu medium in, tlu' n.bsc'iua' of 
added biotin few or none of the larvae attaiiual the foiu'th instar within 2 
weeks and none ever pupated. Biotin concentrations as low as O.b my 
per mi. had a distinct etfect on larval growth, and the value of N X (l/T) 
became progressively higher with increasing concentrations of biotin, until 
it reached a maximum of 20 in the presence of ()f).7 my per ml. (Tables H 
and III ; Fig. 1 ) . The poorer growth obtained with a still higlun* (‘oncent, ra- 
tion of biotin (166.7 my per ml., Table II) suggests the possibilii.y of a, 
toxic effect of too much biotin, which has been previously reported for tlu' 
flour beetle (21). Too few trials have lieen made at this high hvc\ tn 
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permit a definite statement. While a biotin concentration of 50 my per 
ml. or somewhat more was required to give the optimal growth obtainable 
under the conditions of these experiments, in the presence of only about 20 
my per ml most of the larvae metamorphosed into adult mosquitoes, and 


Table III 


Replacement of Biotin in Larval Growth of Aedes aegypti hy Oleic Acid^ FSF, 
and Two Partially Purified Fractions from FSFj Tween 80 and Tween 40 


Supplement 

Concentration per ml. 

1 * 

Nxi 

Actual m'y 

As my biotin activ- 
ity for L. casei 

None 

0 

0 

o.s 

Biotin 

0.6 

0.6 

2.5 


2.1 

2.1 

1.9 


6.2 

6.2 

6.9 


21.0 

21.0 

14.3 

Oleic acid 

2,400 

0.02 

3.6 


4,800 

0.04 

4.2 


7,200 

0.06 

i 4.6 

FSF 

3,500 

0.007 

1 4.0 


7,000 

0.014 

6.3 


10,500 

0.021 

1 6.4 

Cold alcohol-soluble fraction from 

3,750 

0.015 

1.5 

FSF 

5,000 

0.02 

3.5 


6,250 

0.025 

1 3.3 

Ammoniacal eluate from aluminum 

1,200 

0.01 

2.6 

oxide adsorption of FSF 

1,800 

0.015 

1 8.5 


2,400 

0.02 

1 4.4 

Tween 80 

67,000 

0.067 

4.3 


134,000 

0.134 

4.7 


333,000 

0.333 

2.5 

** 40 

50,000 

0.001 

0 


100,000 

0.002 

0 


200,000 

0.004 

4.3 


400,000 

0.008 

6.1 


* The figures for no supplement, biotin, oleic acid, and FSF are each based on 
nine larvae, while those for the other supplements are each based on six larvae. 


even with as little as 5 to 6 my per ml. a few succeeded in reaching the 
adult stage. With lower concentrations of biotin the larvae failed to 
pupate. 

Table II shows the adequacy of the single number N X (l/T) as an index 
of larval development. A similar figure could be calculated for the third 
instar and the same relative values would be obtained in most instances. 
All larvae reached the second instar on the 2nd or 3rd day regardless of the 
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presence of added biotin or other supplements unless inhibitory substances 
were present, in which case they might remain in the first iiistar for a week 
or longer before dying. It is also evident from Table II that the value of 
N X (1/r) gives some indication of the extent of metamorphosis to the 
adult stage. In general, with N X (1/T) values of about 15 most of the 
larvae became adults in about 2 weeks. With N X (1/T) values around 
20, which is the highest yet observed in the synthetic medium and is close 
to the maximal possible value of 25, all or most of the larvae became adults 
in 10 to 12 days. "l^Tien N X (1/T) was 10 or less, only a few or none of the 
larvae succeeded in reaching the adult stage within the observation period 
of 4 weeks. A longer period of observation would have been of little value, 
for larvae which reached the fourth instar but failed to pupate within 4 
weeks usually began to show signs of weakness at about that time. 

Pimelic acid can apparently replace biotin in the nutrition of the flour 
beetle Tnbolmm confiisim (22), serving presumably as a precursor of biotin 
(23-*-25). Since Tribolium is the only multicellular animal which has 
been reported as capable of converting pimelic acid to biotin, an attempt 
was made to discover whether Aedes aegypti could also do this. The results 
of several experiments have been negative. For example, the same experi- 
ment in which the results with biotin are given in Table II included the 
testing of two different samples of pimelic acid, each at concentrations of 
3.3, 6.7, 10.0, 13.3, 16.7, 33.3, 66.7, and 166.7 m7 per ml. N X (l/D was 
0, except in the highest concentration of one sample, for which it was 1.5. 
There was no significant acceleration of growth over that observed in the 
tubes without any supplement. It must be concluded that either 2Vi- 
holitim has greater synthetic powers than Aedes^ or its ability to utilize 
pimelic acid depended on the synthetic activities of microorganisms present 
in the intestine of the beetle or in the diet, since the experiments with 
Tribolium were not carried on under aseptic conditions. 

Eeplacejueiit of Biotin by Oleic Acid, FSF, and Related Suhsta7ices—Botli 
oleic acid and the oil from hydrolyzed plasma (FSF), when added in place 
of biotin, had a definite effect on larval growth (Table III). It was 
important to choose an appropriate range of concentrations. Growth 
stimulation failed to occur if the concentration was either too low or too 
high. In the latter case, the materials probably exerted a toxic effect, for 
with the somewhat higher concentrations most of the larvae remained in 
the first instar and with still higher concentrations they were killed within 1 
day. The range of effectiveness of oleic acid was smaller than that of FSF 
and the maximal value of iST X (l/T) obtained in all the experiments in 
which the two, materials were compared was smaller for oleic acid than for 
FSF. With FSF itself and some active fractions derived from it, values 
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for N X (1/r) of up to 10 to 11 have been frequently obtained^ but the 
highest ever observed for oleic acid was 6.8, and this in only one experi- 
ment. Both oleic acid and FSF, if measured in terms of their microbiologi- 
cal biotin, activity, would seem to be much more active for mosquito larvae 
than biotin itself (see, for example, Table III). They are of course much 
less active if measured in terms of their actual concentration. 

Several partially purified fractions which were obtained from FSF (6) 
and which had biotin activity for Lactobacillus casei also had biotin activity 
for Aedes aegypii larvae. The data obtained with two such fractions are 
given in Table III. The results with the ammoniacal eluate are of special 
interest, since this material has also been found to have biotin-like activity 
when injected into chicks on an egg white diet and to have almost as high a 
specific activity for Lactobacillus casei as has oleic acid (6). 

A variety of synthetic detergents, chiefly non-ionic esters of fatty acids, 
has been found to function as growth factors for certain bacteria (26, 5) 
and to be capable, like oleic acid and FSF, of replacing biotin in the nutri- 
tion of lactic acid bacteria (4). Two of these materials, Tween 80 (a 
polyoxyethylene derivative of sorbitan monooleate) and Tween 40 (a 
similar monopalmitate), have been tested and found to have some activity 
for the growth of Aedes aegypti when added to a biotin-free medium (Table 
III). 

As might have been expected, lecithin can replace oleic acid for those 
bacteria for which the latter substance has a growth-promoting effect (5). 
It can similarly replace biotin in the growth of Aedes aegypti (Table IV), 
At concentrations higher than those shown in Table IV animal lecithin 
became progressively more and more inhibitory, although even at very 
high concentrations it did not kill the larvae, which lived for a week or 2 
in the first or second instar. Like oleic acid and FSF, lecithin, when used 
in place of biotin, had a much greater effect on the growth of A. aegypii 
larvae than would be expected from its biotin activity for Lactobacillus casei. 
Thus a concentration (15 7 per ml.) with a biotin activity for L. casei of 
only 0.023 mj per ml. gave as high a value for iV X (l/T) as was usually 
obtained with biotin concentrations of 4 to 6 my per ml. This same fact is 
illustrated by the activity of lecithin when added as a supplement to a 
low concentration of biotin (Table IV). The addition of 5 7 per ml. of 
lecithin, which theoretically increased the biotin activity for L. casei from 
only 4.2 to 4.208 my per ml, raised the N X (1/T) value from 7 to 15 and 
permitted the emergence of some adults. The higher concentrations of 
lecithin, when added to this low concentration of biotin, had less effect, 
which was the reverse of the situation with lecithin alone. . Other experi- 
ments have similarly indicated the possibility of an optimal ratio between 
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biotin and lecithin but more work will have to be clone to establish this* 
It is interesting that lecithin was very early found to affect the growth of 
Drosophila under sterile conditions (27). 

In the many experimental tubes with different concentrations of oleic 
acid and FSF, pupation has never occurred. Among the comparatively 
fewer tubes containing lecithin at a suitable concentration a viable pupa 
has been noted in two diffez’ent experiments. Both pupae died without 
completing transformation to the adult stage. Since complete tests of 
the sterility of the tubes did not reveal any contamination, it seems likely 


Table IV 

Effect of Lecithin in Absence of Biotin and in Presence of Low Concentration of 
Biotin on Growth of Aedes aegypii 


Supplement 

Concentration 


Adults 


Female 

i Male 

None 

my per ml. 

0 

2.6 

0 

0 

Lecithin* 

5,000 

5.2 

0 

0 


15,000 

9.0 

0 

ot 


30,000 

12.1 

0 

0 

Biotin 

4.2 

7.2 

0 

0 

Biotint -f lecithin 

5,000 

16.0 

3 

1 ^ 


15,000 

13.4 

0 

1 


30,000 

8.3 

2 

1 


* Tbe lecithin used had a biotin activity for Lactobacillus casei of 1.5 m 7 per 
mg. or 0.0075 my per 5000 my. 

t Each tube contained biotin at 4.2 hit per ml. + the indicated concentration 
of lecithin. 

t One larva pupated on the 26th day but failed to emerge as an adult. 

that lecithin or some impurity in it is a more suitable source of lipide to 
replace biotin than either oleic acid or FSF. 

DISCUSSION 

Aedes aegypii is now the second insect, and also only the second multi- 
cellular animal, to be reared from egg to adult in the absence of micro- 
organisms and on a diet of essentially known composition, Drosophila 
melanogaster having been the first (18). For Aedes as for Drosophila, the 
synthetic medium is not quite adequate. More rapid growth and more 
vigorous adults are regularly observed in sterile media containing certain 
natural foodstuffs. The unknown factor for both Drosophila (18) and 
Aedes (17) is present in the water-insoluble fraction of yeast, and that for 
Drosophila at least is also present in water-soluble form in yeast autolysate 
(28). 
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The growth of Aedes aegypti in the complete synthetic medium is never- 
theless sufficiently good to permit the evaluation of the role of individual 
metabolites in the growth of this insect. It has been possible to show that 
biotin is essential for the development of A. aegypti, as it is for other insects 
(21 5 29), and to determine quantitatively the requirements of this insect 
for biotin. For Tribolium confumm the optimal concentration of biotin 
was found to be 100 per gm. of diet, with as little as 6 my per gm. pro- 
ducing detectable effects (21). For A. aegypti the optimal concentration 
lies around 50 m 7 per ml. of liquid medium, with detectable effects at con- 
centrations down to 0.6 mv per ml. 

In the presence of casein, sucrose, nucleic acid, and all the known B 
vitamins, including biotin, Aedes aegypti does not require any fat-soluble 
growth factor other than cholesterol. In this respect it resembles Dro- 
sophila and several species of beetles (7) and differs from the moths of the 
genus Ephestia, which require linoleic acid even on a diet containing yeast 
(30). The growth-stimulating effects, in a medium essentially free from 
biotin, of oleic acid, FSF, lecithin, and related compounds on the larvae of 
A. aegypti may be taken to indicate that biotin functions in the synthesis 
of such fatty compounds. If suitable lipides are present in the diet, biotin 
may be largely dispensed with. Such an explanation has been suggested 
for the ability of some lactic acid bacteria to dispense with biotin in the 
presence of oleic acid (5) and has been discussed in relation to the biotin- 
like activity in chicks of the neutral oil from plasma (6). The best larval 
growth of A. aegypti which has been obtained with oleic acid in place of 
biotin has not been as good as that supported by the lowest concentration 
of biotin which sufficed for the metamorphosis of some of the larvae to the 
adult stage. However, with FSF and fractions derived from it, and with 
lecithin, at appropriate concentrations the rate of larval development has 
been about as great as the minimum which, in the presence of low concen- 
trations of biotin, was compatible with the occasional emergence of adults. 
And yet no metamorphosis occurred, with the exception of the two pupae 
observed in tubes containing lecithin. It may be merely that the lipides, 
because of their toxic effects, cannot be provided in the nutrient medium 
at a concentration high enough to carry the larvae through into meta- 
morphosis. Or it may be that biotin is essential also for the synthesis of 
some particular lipide or other type of compound which has not been pro- 
vided in the experiments reported here and which is required for meta- 
morphosis but not for larval growth. 

SUMMARY 

The yellow fever mosquito Aedes aegypti has been grown from the egg 
to the adult stage in a medium free from microorganisms and of essentially 
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inown composition. If biotin was omitted from the medium^ larval 
growth, was very slow and metamorphosis to the adult stage did not occur. 
Optimal growth on the synthetic medium was slightly inferior to that ob- 
served in liver extract plus heat-killed yeast and -was ol)tained in the pres- 
ence of about 50 m 7 of biotin per ml. of medium. With lower concentra- 
tions of biotin growth was progressively slower, and with less than about 5 
ni 7 per ml. metamorphosis to the adult stage did not take place, although 
clearly recognizable effects on larval growth were produced by concentra- 
tions as low as 0.6 m 7 per ml. Biotin could not be replaced by pimelic acid. 

Relatively low concentrations of oleic acid, an oil from hydrolyzed 
plasma (FSF), lecithin, and related compounds, when used in place of 
biotin, supported larval growth as good as that obtained with the lower 
effective concentrations of biotin. 

For the mosquito Aedes aegypti, as well as for some bacteria and for 
chicks, certain lipide compounds can at least partially replace biotin, sug- 
gesting that biotin must be of general importance in the synthesis of these 
lipides. 

It is a pleasure to acknowledge the faithful and efficient technical assist- 
ance of Miss Marion Orcutt and Mrs. Anne Baldino. 
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TISSUE PROTEINS AND CARCINOGENESIS 
I, THE EFFECT OF CARCINOGENIC AZO DYES ON LIVER PROTEINS 

By a. CLARK GRIFFIN, WILLIAM N. NYE, LAFAYETTE NODA, 

AND J. MURRAY LUCK 

(From the Department of Chemistry j Stanford University ^ California) 
(Received for publication, August 11, 1948) 

Certain constituents of the liver undergo changes which accompany the 
feeding of the carcinogenic azo dyes. Hoch-Ligeti (1) noted that the ac- 
tivity of the enzyme, succinoxidase, is reduced in livers of rats fed p- 
dimethylaminoazobenzene. Liver tumors induced by this carcinogen have 
lower cytochrome oxidase and succinoxidase activities than normal liver (2). 
The azo dyes also lower liver riboflavin in proportion to the carcinogenic 
activity of the dye (3-5). Recently Miller and Miller (6) demonstrated a 
firm binding of azo dye to liver proteins before actual tumor formation. 
Other workers (7, 8) have observed that hepatomas induced by the azo 
dyes contain more desoxyribonucleic acid than normal tissues, while the 
ribonucleic acid remains normal or is slightly reduced. Of equal impor- 
tance are the observations of Price, Miller, and Miller (9) and Masayama 
and Yokoyama (10) that the precancerous livers of rats fed diets containing 
p-dimethylaminoazobenzene exhibit increased levels of desoxyribonucleic 
acid. Opie (11) found definite changes in the cytoplasmic ribonucleic 
acids of liver cells when tumors were produced by the feeding of p-dimethyl- 
aminoazobenzene. 

In the present study livers of rats were fractionated in order to isolate the 
desoxyribonucleoproteins, ribonucleoproteins, albumins, and globulins. 
Analyses were made for these components as well as for nitrogen, phos- 
phorus, and riboflavin in the various fractions obtained. The fractionation 
and analytical studies were carried out on normal rat liver, precancerous 
liver, and hepatomas resulting from the feeding of diets containing m'- 
methyl-p-dimethylaminoazobenzene; this is one of the most active car- 
cinogens of the azo dye group (12). 

Methods 

Male albino rats,^ weighing approximately 200 to 250 gm., vrere fed 
diets containing 0.06 per cent m'-methyl-p-dimethylaminoazobenzene 
(m'Me-DAB) ad libitum, for periods up to 10 weeks. The purified basal 
diet was similar to that used by the Wisconsin group (13), and contained 

^ Holtzman, Sprague -D awl ey strain. 
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casein 18 per centj glucose monohydrate 73 per cent, corn oil (Mazda) 
5 per cent, salts mixture^ 4 per cent. To each kilo of the diet so prepared 
were added thiamine hydrochloride 3.0 mg., riboflavin 2.0 mg., calcium 
pantothenate 7.0 mg., pyiidoxine hydrochloride 2.5 mg., and choline 0.5 
gm. Each animal was given 2 to 3 drops of halibut liver oil by a dropper 
at 2 week inten^als. 

The animals were anesthetized with ether and the livers perfused in situ 
with cold 0.14 M NaCl. The livers from five to six rats usually constituted 
one group for the fractionation and analytical procedures. The excised 
livers were rapidly weighed and samples removed for moisture determina- 
tions. To the remaining liver were added 3.5 parts by weight of neutral 
0.4 M NaCl and the mixture was homogenized for 2 minutes in a Waring 
blendor. After 10 to 15 minutes of stirring, this homogenate was centri- 
fuged for 15 minutes at 4000 r.p.m. (International centrifuge No. 2, conical 
head) . The supernatant fluid was removed and the residue again extracted 
with a volume of 0.4 m NaCl equal to that of the above supernatant fluid. 
Follo\ving this extraction the remaining residue was stirred with 1.5 vol- 
umes of 1.0 M NaCl and centrifuged for 1 hour at 4000 r.p.m. as above. The 
total homogenate, the first and second extracts with 0.4 m NaCl, the 1.0 
M NaCl extract, and the final residue were all analyzed for desoxyribonu- 
cleoproteins (DNP) and ribonucleoproteins (RNP) by the hot trichloro- 
acetic acid method of Schneider (14), for nitrogen (15), phosphorus (16), 
and riboflavin (17, 18). 

Albumin and globulin values were determined by analysis of the initial 
0.4 M NaCl extract. The extract was reduced to pH 5.0, allowed to stand 
for 1 hour, and was then centrifuged for 1 hour at 4000 r.p.m. The super- 
natant fluid containing the globulins and albumin was dialyzed overnight 
with running distilled water in a rocking dialyzer. The precipitated globu- 
lin was centrifuged off and combined with the globulin fraction obtained 
by precipitation in 2.3 M ammonium sulfate at pH 7.0. The further addi- 
tion of solid ammonium sulfate to 4.6 m and adjustment of the pH to 6.5 
precipitated the albumin fraction. Analysis for the fractions designated as 
globulin and albumin was made by a modification of the biuret method of 
Robinson and Hogden (19) by using the linear relationship of optical dens- 
ity to concentration as obtained from crystalline bovine seram albumin. 
The entire fractionation procedure was carried out in a room maintained 
at 1°. Special precautions were taken to maintain this temperature during 
homogenization, centrifugation, etc. 

2 Salts mixture (parts by weight): NaCl 1470, Ca3(P04)2 2086, MgS 04 * 7 H 20 588, 
KCl 1680, CaCOs 2940, FeP04*4H20 206, KH 2 PO 4 4340, MgCO® 672, MnSOvR^O 
3.2, K2Al2(S04)2, I 2 H 2 O 1.2, CuSOi-SHsO 6.4, NaF 7.4, and KI 1.2. 
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Results 

Fractionation of Normal Rat Liver — The initial fractionations were car- 
ried out by successive extractions of homogenized rat liver with 0,14 m 
NaCI as described by Mirsky and Pollister (20). It was difficult, however, 
to remove more than 40 per cent of the total RNP with this concentration 
of NaCL Various combinations of extractions were carried out to improve 
the method. Three successive extractions with 0.4 m, 0.28 m, and 0.14 
M NaCl removed 85 per cent of the total RNP and 8 per cent of the total 
DNP. It was noted, however, that most of the RNP appeared in the ini- 
tial 0.4 M NaCl extract. When the extractions were carried out with NaCl 


Table I 

Liver Fractionation 
Mg. per 100 gm. of fresh liver.* 


Liver fraction 

Nitrogen 

Phosphorus 

DNPt 

RNPt 

Riboflavin 


mg. 

per 

cent 

per 

mg. 

cent 

Per 

mg. 

per 

cent 

per 

mg. 

per 

cent 

per 


Per 


cent 

of 

total 

cent 

total 

cent 

1 

total 

cent 

of 

total 

y per 
cent 

cent 
i of 
total 

Total homogenate 

2520 


280 


266 


150 


2466 


1st extraction, 0.4 m NaCl 

1400 

56 

164 1 

58 

19 1 

7 

98 

65 

1007 

41 

2nd “ 0.4 M NaCl 

258 

10 

27 1 

10 

8 

3 

18 

12 

182 

7 

Extraction, 1.0 m NaCl 

250 

10 

39 i 

14 

176 

66 

15 

10 

206 

8 

Final residue 

602 

24 

52 

18 

61 

23 

20 

13 

1134 

46 


* The values expressed are the averages of six fractionations, five or more rats 
per group. Bats maintained on the basal purified diet 4 weeks. Liver moisture, 
74 to 76 per cent. Average daily food intake, 18 gm. per rat; average liver weight, 
10.0 gm. 

t Desoxyribonucleoprotein as desoxyribonucleic acid. 

t Ribonucleoprotein as ribose. 

solutions of a higher concentration than 0.4 m (i.e., 0.5 to 0.6), slightly more 
RNP was removed but increasing amounts of the DNP were extracted. 
The viscosity of the homogenate increased at salt concentrations above 
0.4 M, and at 0.6 m the mixture was extremely viscous, indicating solvation 
of the DNP. From histological data it was apparent that the nuclei, which 
contain most of the DNP, remained relatively intact up to NaCl concen- 
trations of 0.4 M. These observations, along with analytical data, prompted 
the use of 0.4 m NaCl for the initial extractions. The complete method has 
already been described. The values obtained for the different components 
in the various fractions are presented in Table I. 

The initial extraction with 0.4 m NaCl removed over 50 per cent of the 
total nitrogen and phosphorus, 41 per cent of the total riboflavin, 7 per cent 
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of the DNP, and 65 per cent of the RNP. All of the soluble globulin and 
albumin appeared in this extract. Subsequent extraction with 1.0 m 
N aCl resulted in a fraction containing 66 per cent or more of the liver DNPj 
14 per cent of the total phosphorus, and approximately 10 per cent of the 
total RNP, riboflavin, and nitrogen. The final residue contained 23 per 
cent of the DNP. This can be removed, if desired, by exhaustive extrac- 
tion with 1 M NaCl. Riboflavin also appeared to concentrate in this 
fraction, presumably in combination with the sodium chloride-insoluble 
protein fraction. 

Table II 

Effect of Carcinogenic Azo Dye on Liver Proteins 


Purified basal diet + 0,06 per cent m'-methyl-p-dimethLylaminoazobenzene. 


Component 

Control 

basal 

diet 

Time rats were fed diet 
containing azo dye 

Hepato- 

mas 


2 wks. 

4 wks. 

6 wks. 

8 wks. 


Nitrogen, mg, % 

2520 

2470 

2470 

2500 

2465 

2040 

Phosphorus, mg. % 

280 

316 

316 

308 

326 

272 

Desoxyriboniicleoprotein, as desoxyribo- 
nucleic acid, mg. % 

266 

396 

440 

490 

506 

756 

Ribonucleoprotein, as ribose, mg. % 

150 

122 

146 

140 

126 

139 

Riboflavin, y % 

2466 

1967 

1740 

1395 

1278 

Albumin, % 

1.3 

1.1 

1.2' 

1.1 

1.1 


Globulin, % 

1.3 

2.1 

2.0 

2.2 

2.2 


Non-protein nitrogen, mg. % 

180 

181 

213 

205 

230 


“ phosphorus, mg. % 

81 

98 

|l04 

108 

108 





The values are expressed on a fresh liver basis and are averages of three or more 
groups per period, four to six rats per group. Cirrhosis was evident after 4 weeks and 
at 8 weeks most of the livers were extremely cirrhotic. Liver moisture, 75 to 78 per 
cent. Food intake while on diet containing azo dye, 13.5 to 15 gm. per rat per day. 
Average liver weight, 9.7 gm. per rat (range 7.2 to 13.5). 

It is apparent that this procedure provides only crude fractions, fl'lic 
methods employed to concentrate and purify certain of the components 
will be described later. 

Effect of Azo Dyes on Liver Cornpouents — The feeding of diets containing 
m'Me-DAB appeared to induce some pronounced changes in certain 
of the liver components (Table II). The total liver moisture remained 
relatively constant (75 to 78 per cent) over the 8 week feeding period, as 
did the total nitrogen. The non-protein nitrogen, however, increased 
somewhat as a result of feeding the azo dye. An increase was observed 
in the total phosphorus of the liver which could be accounted for by the 
increase in the nucleic acid fractions. Of all the components determined, 
the DNP exhibited the greatest change as a result of administration of the 
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carcinogen. There was a progressive increase, and at 8 weeks this com™ 
ponent was almost double that observed in the normal rat liver (266 versus 
506 mg. per cent). Cirrhosis and other liver damage progressed as the 
azo dye was fed, and there appeared to be some correlation between in- 
creasing liver DNP and cirrhosis. The high liver DNP, after feeding of the 
carcinogenic diet for 8 weeks, actually approached that observed in hepa- 
tomas. It should be noted that the estimation of DNP and also of RNP 
depends on the colorimetric action of desoxyribose and ribose bound to 
purine bases after the nucleic acids have been liberated from the protein 



Fig. 1. The protein phosphorus content plotted against the total nucleic acid 
content of various NaCi extracts of liver, indicating that increases in the amounts of 
nucleic acids are accompanied by an increased phosphorus content. O , corresponds 
to the 0.4 M NaCl extract (mostly ribonucleic acid); 0, corresponds to 1.0 M NaCl 
extracts (mostly desoxyribonucleic acid). The lines are calculated by the method 
of least squares. 

by hot trichloroacetic acid (method of Schneider (14)). An increase in 
other components that react with the Dische reagent, for example, would 
result in apparent high values for DNP. It appears improbable that this 
was responsible for the high values observed in the livers of rats fed the diet 
containing azo dye, since an actual increase in the quantity of the DNP 
fraction could be observed visually when this nucleoprotein complex was 
precipitated by reducing the NaCl concentration in the 1.0 m extract to 
approximately 0.14 m. Phosphorus data also support this conclusion. 
The total of nucleic acids as determined colorimetrically in the initial 
fraction obtained by extraction with 0.4 m NaCl has been plotted against 
the protein phosphorus content of this fraction for each of the twenty-two 
runs (Fig. 1). It may be observed that an increase in nucleic acids is cor- 
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related with an increase in protein phosphorus. Similariy, the phosphorus 
content of the 1.0 m extract, which contains most of the DNP, was plotted 
against nucleic acid content. Here again it is evident, from the line of 
least squares, that increases in nucleic acids are accompanied by an in- 
creased pliosphorus content. This provided further evidence that the in- 
crease in the liver DNP accompanying the feeding of the azo dye is real 
and not a result of other substances that may react with the Dische reagent. 

At present it is difficult to assign any significance to changes in the RNP 
content (Table II). There was an initial decrease in this component ac- 
companying the feeding of diets containing the azo dye. After feeding the 
dye for 4 to 6 weeks, however, there was some increase. These observations 
appear to be in agreement with those of Opie ( 11 ), although his studies 
were on a cytological basis and involved the feeding of the less active car- 
cinogen, p-dimethylaminoazobenzene. 

The riboflavin content decreased progressively in the liver; after 8 weeks 
of feeding the diet containing the m'Me-DAB, it was approximately 50 
per cent of that observed in the livers of rats fed the dye-free basal diet 
(2466 versus 1278 y per cent). These findings are in agreement with those 
of other investigators (5, 9). Normal rat liver contains 1.3 per cent 
globulin and almost the same percentage of albumin. The albumin re- 
mained at approximately this level throughout the period of azo dye feed- 
ing. An increase was noted, however, in the globulin fraction. This 
increase appeared within 2 weeks and the globulin content remained at 
approximately 2 per cent throughout the precanceroiis period. 

In a corresponding study on the effect of azo dye carcinogenesis on serum 
proteins, it was observed that the serum 7 -globulin concentration increased 
with the feeding of the m'Me-DAB.® Globulin and albumin were not 
determined in the liver tumors because of the small amounts of suitable 
tissue available. 

In order to ascertain whether the increase in DNP was specific for the 
carcinogenic azo dyes or whether this was perhaps a response to azo com- 
pounds in general, rats were fed diets that contained the relatively non- 
careinogenic compound, azobenzene, at a level of 0.05 per cent (Table III). 
In this series, the total liver nitrogen and phosphorus contents were some- 
what higher than were observed for the basal control diets (Table I). 
Riboflavin, DNP, and RNP concentrations were essentially normal after 
the diet containing the azobenzene was fed for either 2 or 4 weeks, indicat- 
ing that the increase in the DNP content noted in the animals fed the m'Me- 
DAB -was associated with carcinogenesis and was not due to azo compounds 
in general. 

® Cook, H., Griffin, A. C., and Luck, J. M., J*. Biol. Chem., in press. 
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Purification of Liver Nucleoproteins — Extraction of liver with. 0.4 m 
N aCl resulted in a fraction containing 65 per cent of the total liver RNP 
and approximately 7 per cent of the DNP. The 1.0 m extract contained 
66 per cent of the total DNP and 10 per cent of the RNP (Table I) . Al- 
most all of the RNP present in the initial NaCl extract may be sedimented 
out by adjusting the pH to 5.0 and centrifuging. If this precipitate was 
stirred in water and the pH adjusted to 8.0, the RNP was dissolved. By 
repeating this process several times, it was possible to obtain a fraction con- 
taining over 50 per cent of the RNP originally present in the liver and 
from 2 to 5 per cent of the total DNP. This fraction was also free of the 
more soluble liver components; i.e., albumins, globulins, non-protein nitro- 
gen, and phosphorus. By centrifuging the initial NaCl extract for 4 hours 


Table III 

Effect of Azobemene on Liver Components 
Purified basal diet + 0.05 per cent azobenzene. 


Componeat 

2 wks. 

4 wks. 

Nitrogen, ma. % 

2900 

2850 

Phosphorus, mg. % 

342 

332 

Desoxyribonucleoprotein, as desoxyribonucleic acid, mg. % 

Ribonucleoprotein, as xibose, mg, % 

318 

153 

273 

170 

Riboflavin, y % 

2330 

2278 

Non-protein nitrogen, mg. % 

200 

199 

“ phosphorus, mg. % 

100 

102 



The values are on a fresh tissue basis, two groups per period, four to six rats per 
group. Livers appeared normal at the 2 and 4 week periods. 


at 100,000 X p' in the ultracentrifuge at pH 7.0, an almost complete sedi- 
mentation of the RNP was effected. This high speed centrifugation prob- 
ably sedimented the formed elements of the cytoplasm that contain the 
RNP (21). Further work is in progress to determine whether ultracen- 
trifiigation will aid in the purification of RNP fractions. 

Some preliminary steps were also taken toward further purification of the 
DNP from the 1.0 m NaCl extract. Mirsky and Pollister (20) precipitated 
the DNP from this fraction by adjusting the NaCl to 0.14 m, at which con- 
centration the protein appeared in a fibrous state. The fibers were then 
redissolved in 1.0 m NaCl. This procedure, repeated one or more times, 
resulted in a preparation of DNP relatively free of the RNP and other 
components. In the present investigation, purification by precipitation in 
0.14 M NaCl resulted in a preparation containing approximately 50 per cent 
of the DNP and 6 per cent of the RNP originally present in the liver. 
This fraction also contained 4 to 8 per cent of the total liver nitrogen, 
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approximately 10 per cent of the phosphorus, and had a N:P ratio of 4.0. 
All the preparations contained some riboflavin, although this con.stitiited 
only 2 to 3 per cent of the total liver riboflavin in most cases. No studies 
were made to determine whether a flavoprotein constituted an integitil part 
of the DNP present or whether the riboflavin pi'esent was merely residual. 
A DNP preparation containing relatively little RNP was prepared by 
precipitation of the fibers in 0.4 m NaCI instead of in physiological saline. 
Some DNP was lost precipitation in 0.4 m NaCI because of the increased 
solubility at this higher salt concentration. The resulting DNP, however, 
contained less than 2 per cent of the total RNP and had a N:P ratio of 3.8. 
In this range it becomes difficult to obtain an accurate analj^’sis for the 
RNP in the presence of large quantities of DNP. 

It became evident that a better initial separation of the two niicleopro- 
tein types would facilitate the subsequent purification of these different 
fractions. It had been observed previously that low temperature storage 
of liver altered the extractability of certain of the proteins. A (piantity 
of perfused rat liver was divided into three equal portions. One portion 
was fractionated immediately while the second and third portions were 
stored at — 15® for 2 and 4 weeks respectively. When the tissues stored 
at the low temperature were extracted with 0.4 m NaCI, more of each com- 
ponent appeared in this fraction. Thus, over 80 per cent of the total nitro- 
gen and phosphorus were extracted, as compared with approximately 55 
to 60 per cent of these components in fresh, non-frozen liver (see Table I). 
Approximately 90 per cent of the RNP was removed after the tissues had 
been subjected to the low temperature storage as compared to a 65 per cent 
extraction in non-frozen liver. Perhaps more strildng was the removal of 
riboflavin after the cold treatment. Only 40 per cent or less of the total 
riboflavin was initially extracted in the non-frozen liver, whereas 90 per 
cent could be extracted after the liver viras frozen for the 2 or 4 week period. 
Variations as to time of storage, freezing temperature, and methods of 
freezing were carried out in order to determine whether Ioav temperature 
would actually improve extractability and the fractionation of the liver 
proteins. It was found that freezing of the livers for only a few hours at 
-“15® improved the extractability of most components. The same was 
noted if the liver was frozen in a dry ice-ether (or acetone) mixture for 10 to 
15 minutes. Finally a fractionation was carried out wherein the freshly 
removed liver tissue was immersed in liquid air for 30 minutes. The tissue 
was then homogenized and twice extracted with 0.4 m NaCI as described 
under ^'Methods.” The remaining residue was extracted with 6 volumes of 
1.0 M NaCI. All centrifugings were made in a Servall supercentrifuge for 
approximately 20 minutes at 20,000 X g. The initial extract with 0.4 
M NaCI contained 83 per cent of the total RNP and 4 per cent of the DNP, 
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while the LO m NaCl extract contained 82 per cent of the DNP and 3 per 
oent or less of the RNP. From these fractions it should be possible to ob- 
tain relatively pure preparations of RNP, DNP, albumins, globulins, etc., 
by the methods previously described. 

DISCUSSION 

The increase in the liver DNP content appeared to be one of the most 
significant changes accompanying the administration of the carcinogen, 
m^Me-DAB. Other investigators (9) have also observed that a similar 
response, though less intense, could be obtained when the azo dye, p- 
dimethylaminoazobenzene, was fed. A relatively non-carcinogenic com- 
pound, azobenzene, had seemingly little effect on the liver DNP, suggesting 
that the above increase was only associated with the process of azo dye 
carcinogenesis. Hepatic tumors have a considerably higher DNP con- 
centration than normal liver tissue, and in the present investigation it was 
found that the feeding of the carcinogenic azo dye resulted in a progressive 
increase in the amount of this component to a level approaching that of 
actual tumor tissue. Generally, it has been observed that tumor tissues 
contain more DNP than the normal tissues of tumor origin; however, the 
concentration of nucleic acids varies considerably in different normal 
tissues (7). Stowell (22) also has observed a higher cell content of desoxy- 
ribonucleic acid in epidermoid carcinoma than in normal human epidermis. 

Histological studies were not made on the liver of rats fed the azo dyes. 
It would appear certain that cellular changes accompany the large increase 
in DNP in the liver cell nuclei. Schneider (23) observed a cytoplasmic 
nuclear ratio of 5.85 for normal rat liver and 3.04 for rat hepatomas, indi- 
cating that the tumor cells have large nuclei or a greater number of small 
cells with nuclei of approximately the same size as normal cells. Our own 
observations reveal only an over-all increase in the total liver DNP and 
provide no information as to whether it is a result of enlarged cell nuclei, 
of an increased number of small cells, or of an increase in DNP content per 
unit volume with no change in nuclear or cell size. There was a decrease 
in the amount of liver riboflavin with the feeding of azo dyes which is also 
in agreement with the findings of other investigators (3-5). This decrease 
in liver riboflavin appears to be roughly proportional to the increase that 
occurs in the DNP. Both components in the precancerous livers ap- 
proach the levels found in hepatomas, which may be of significance in the 
actual process of carcinogenesis. It is difficult to compare normal or even 
precancerous liver with liver tumors without a consideration of the type 
and uniformity of tissues involved. In the present study, more emphasis 
was placed on the precancerous liver changes, although it appears signifi- 
cant that certain components of the precancerous livers do approach the 
levels found in liver tumors. 
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SUMMARY 

1. The livers from normal rats and from those fed diets coiitaiiiiD.g the 
carcinogenic azo dye, ^^I'-methyl-p-dimethylaminoazobenzene, were frac- 
tionated into several protein components on a basis of differential solubility 
ill NaCl solutions. Quantitative analyses were made for nitrogen, phos- 
phorus, desoxyribonucleoproteins, ribonucleoproteins, riboflavin, albumin, 
globulin, and non-protein nitrogen and phosphorus in the appropriate frac- 
tions. 

2. Methods of purifying the ribo- and desoxyribonucleoproteins are de- 
scribed. Freezing of liver tissue before fractionation improved the ex- 
tractability of most of the liver proteins. 

3. The amount of desoxyribonucleoproteins increased progressively and 
approached the hepatoma level as the diet containing this azo dye was fed. 
The normal level was 266 mg. per cent (as desoxyribonucleic acid) ; after 
receiving azo dye for 8 weeks it was 506 mg. per cent; the level in liver tu- 
mors was 756 mg. per cent. The liver riboflavin content decreased as the 
azo dye was fed; the globulin content increased significantly, while concen- 
trations of other components remained relatively normal. 

4. A relatively non-carcinogenic azo compound, azobenzene, had no 
appreciable effect on any of the components determined. 

We wish to acknowledge with thanks the receipt of grants-in-aid from 
the American Cancer Society and the United States Public Health Service. 
The assistance of Eleanore Frey and Carol Moore in conducting many of 
the analyses incident to these studies is also gratefully acknowledged. The 
histological studies referred to were very kindly made by Dr. H. Kirkman 
of this University. 
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SERUM VASOCONSTRICTOR (SEROTONIN) 

IIL CHEMICAL INACTIVATION’" 

By MAURICE M. RAPPORT, f ARDA ALDEN GREEN, and IRVINE H. PAGE' 
(From the Research Division of the Cleveland Clinic Foundation, Cleveland) 
(Received for publication, July 17, 1948) 

The preparation of active concentrates of semm vasoconstrictor in a 
stable form (1) made possible the study of the active principle by means of 
inactivation measurements. This work was begun with three purposes in 
mind: first, to acquire information on the sensitivity of the active principle 
to various reagents in order to reduce losses occurring during isolation; 
second, to learn some of its chemical characteristics before attempting fur- 
ther purification; third, and most important, to determine which chemical 
reagents are most suitable for abolishing the vasoconstrictor activity of 
serum. 


EXPERIMENTAL 

Effect of Reagents — Since the extent of inactivation is dependent on the 
rate of reaction, and therefore on temperature and concentration of reac- 
tants as well as time, these factors were controlled. Samples of purified 
serum vasoconstrictor were heated for 5 minute periods at 97° with equal 
volumes of the reagent at various concentrations, until one was found 
which gave 25 to 75 per cent inactivation. At this concentration, samples 
were heated for varying periods of time {e.g., 3, 6, 9, 12 minutes) at 97° un- 
til no increase in inactivation occurred with continued heating. Under 
these conditions of time and concentrations of reactants, the constrictor 
substance was treated with varying amounts of the reagent, and the 
extent of inactivation was determined. 

Experiments were set up as follows. To 0.2 ml. of a solution of purified 
serum vasoconstrictor containing 1 mg. per ml. (750 units per ml.)^ was 
added 0.05 to 0.30 ml, of the reagent solution. These solutions were 
heated in a boiling water bath (95-97°) for a fixed time, cooled, and made 
up to 3.0 ml. with distilled water. Their constrictor activity in the rabbit 

* This study was supported in part by a grant from the United States Public 
Health Service, Cardiovascular Study Section. 

t Present address, Department of Medicine, Columbia University, College of Phy- 
sicians and Surgeons, New York. 

1 The unit has been defined (1) as the response given in the rabbit ear preparation 
by 0.2 ml. of a solution containing 1.2 -y per ml. of a purified serum vasoconstrictor 
preparation . 
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ear preparation was then compared as described (1) with controls contain-* 
ing no reagent. No loss of activity was observed in the controls. Re- 
agent controls were performed; it was found that^ at the concentrations 
employed, most of them did not exert significant effects. 

With several reagents examined according to this scheme, the extent of 
inactivation was directly proportional to the quantity of reagent employed, 
while with others it was not (Table I). With still others, only qualitative 
observations were made, either because the reagents could not be adapted 


Table I 

Inactivation Reagents Studied Quantitatively 
97°, 5 minutes, pH 4 to 6. 


Reagent 

Concentration 

Quantity to in- 
activate 100 units 
of purified 
vasoconstrictor 

Potassium persulfate 

moles per 1 , 

4 X 10~® 

5 X lO-® 

5 X 10-“ 

1 X 10-“ 

5 X 10-* 

5 X 10-* 

6 X 10-* 

1 X 10-“ 

1 X 10-* 

5 X 10-“ 

micromole 

0.006 

0.006 

0.005 

0.02 

0.04 

0.06 

0.15 

M).01 

-v.0.02 

'^0.05 

Iodine* 

Potassium permanganate f 

Sodium bisulfite 

Pyridine perbromide hydrobromide 

Potassium ferricyanide 

Chloramine-T 

Ceric sulfatej 

Potassium periodatet 

Iodic acidf 



* 3 minutes; 25°, 60 minutes. 

1 25°, 10 minutes. 

t Extent of inactivation not proportional to quantity of reagent. 


to the method described or because they did not appear to be sufficiently 
effective (Table II). 

The three most effective inactivating reagents have been tried on pure 
serotonin. Under closely similar conditions, within an experimental error 
of 20 per cent, the same quantity of iodine (or potassium peimilfate) was 
required to inactivate 100 units of either the concentrate or pure serotonin. 
With potassium permanganate, twice as much reagent was required with 
the less pure material. 

Effect of pH — ^The inactivating effect of alkali was found to be much 
more rapid than that of acid (Table III). The results obtained with acid 
were variable until the experiments were performed under nitrogen. 

Because of the sensitivity of the serum vasoconstrictor to alkali, strongly 
alkaline reagents were not tried. Moreover, since the purified preparation 
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was soluble only in water, non-aqueous reagents were not employed. 
The pH values of all inactivation reactions were below 7, most of them 
being between pH 4.5 and 6.0. 

Eeagents found to be ineffective as inactivating agents are listed in Table 
IV. 


Table II 

Inactivation Reagents Studied Qualitatively 


Reagent 

Conditions for inactivation of >50% 

Potassium di chromate 

0.005 M, 37®, 3 hrs. 

Ferric chloride 

0.001 97®, 10 min. 

Hydrogen peroxide 

30% solution, diluted 1:1000, 97®, 6 min. 
0.001 M, 97®, 15 min. 

0.005 25®, 3 hrs. 

0.01 ‘‘ 97®, 10 min. 

4%, 25® 

10%, 25® 

10% in H 2 SO 4 , 25° 

25®, 5 min. 

25®, 5 ‘‘ 

Hydroxylamine hydrochloride. . . 
Sodium nitrite* 

Nitranilic acid 

Auric chloridef 

Chloroplatinic acid 

Mercuric sulfate f 

Norit§ 

Amberlite IR-100-H§ 


Reagent caused vasodilatation, 
t Inactivation performed on pure serotonin. 

t The activity was precipitated. Recovery after removal of with H 2 S has 
not exceeded 20 per cent. 

§ These adsorbents are listed because both are effective in removing activity, none 
of which has ever been eluted under a wide variety of conditions. 


Table III 

Inactivaiing Effect of pH on Purified Serum Vasoconstrictor at 


pH 

Time 

Per cent inactivation 


min. 


4.5-6. 5 

360 

0 

1.5 

360 

0 

0.5 

240 

30-40 

7.5 

30 

20 

10.3t 

10 

>90 


Under nitrogen. 

t No inactivation in preceding 30 minutes at 25®. 


DISCUSSION 

Inactivation studies are difficult to appraise as evidence for the existence 
of chemical groupings. It is clear, as has been pointed out (2), that a posi- 
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tive result indicates change in the structure of the molecule, while lack of 
inactivation does not necessarily preclude such change. When impure 
preparations are employed, an additional difficulty arises; namely, inactiva- 
tion may be due to a product of the reaction between the reagent and an 
impurity. Even more ambiguous is the reasoning that certain reagents 
react only with specific chemical groupings. Carrying out the inactivation 
studies on a quantitative basis, and in such a way that minimal liandling 
was required before bioassay, made it easier to evaluate the findings. 

It is believed, on the basis of the results so far obtained, that serotonin 
has a sufficiently sensitive structure to permit most ‘^classification’' re- 


Table IV 

Reagents Causing No Inactivation under Conditions E?nployed 


Reagent 

Conditions 

Ferrous sulfate 

0.005 M, 97°, 10 min. 

0.005 ‘‘ 97°, 10 

0.005 ‘‘ 97°, 12 “ 

40% solution, diluted 1:1000, 97°, 12 min. 
0.001 M, 97°, 10 min. 

25° 

25° 

25° 

Suspension, 37°, 90 min. 

25°, 60 min. 

Silver nitrate 

Ninlivdriii* 

Formaldehyde 

Cupric sulfate 

Cuprous oxidef 

p-Chloromercuribeuzoic acidj. .. 
Diazomethane § 

2, 4-Diiiitrophenylhydrazine 

Amberlite IR-4B 



Under these conditions, 30 per cent inactivation of a sample of pure serotonin 
was observed. The reagent has a weak constrictor effect, 
t Precipitate formed. The supernatant retained full activity. 
t Kindly supplied by Dr. T. P. Singer, Western Eeserve University, 
f Performed in methanolic solution on pure serotonin. Nitrogen liberated; no 
activity lost. 

agents to cause inactivation under relatively mild conditions. However, 
because of this sensitivity to such a variety of reagents at relatively higli 
dilutions, it does not seem justifiable as a result of these studies alone to 
draw conclusions as to the presence of specific chemical groupings. 

Conditions may ultimately be found under which the reagents in Table 
I will cause relatively specific inactivation of serotonin. This requires 
determination of the mildest conditions which are still effective. For ex- 
ample, it has been found that iodine is as effective at room temperature as 
at 97®, although the minimal time requirement, ivhich is less than 1 hour, 
must still be determined. 

The fact that iodine completely destroys the activity, and that the same 
quantity of iodine destroys the same number of units of activity of both 
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pure serotonin and the concentrate only 0.75 per cent pure/ indicates that 
the total activity of the impure preparation is due, probably, to a single 
substance, namely serotonin. Additional evidence comes from the cor- 
relation of activity and color produced in the Ehrlich reaction^ in the course 
of further purification. If the sensitivity of the serotonin molecule is con- 
sidered in conjunction with its relatively high (25 to 35 per cent) recovery 
from serum in the concentrate, the conclusion seems justified that the vaso- 
constrictor property of serum, at least as measured in the rabbit ear 
preparation, is almost entirely due to serotonin. 

The authors wish to acknowledge the valuable assistance of Mr. John 
M. Means and Miss Elizabeth Hunt in this investigation. 

SUMMARY 

In order to determine which reagents were most suitable for abolishing 
the vasoconstrictor activity of serum, the inactivation of a beef serum 
vasoconstrictor (serotonin) concentrate by chemical reagents was studied. 
Certain oxidizing and halogenating agents, especially potassium persulfate, 
potassium permanganate, and iodine, were found to be effective at high 
dilution. By comparing the quantity of iodine required for inactivation of 
the concentrate and pure serotonin, evidence was obtained favoring the 
view that serotonin is solely responsible for the vasoconstrictor activity of 
serum. 


BIBLIOGRAPHY 
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2. Brown, G. B., and du Vigneaud, V., J. Biol. Chem,^ 141, 85 (1941). 

2 The activity of pure serotonin is 100, 000 units per mg. The concentrate contains 
750 units per mg. 

^ Unpublished data (see Paper IV for the method). 
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IV. ISOLATION AND CHARACTERIZATION’" 

Bt MAURICE M, RAPPORT ,t ARDA ALDEN GREEN, and IRVINE H. PAGE 
(From the Research Division of the Cleveland Clinic Foundation, Cleveland) 

(Received for publication, July 17, 1948) 

In the first paper of this series (1) the partial purification of a vasocon- 
strictor substance from beef serum was reported. Further purification of 
the active substance led to its isolation. A preliminary report of the 
method together with analytical and pharmacological data has also been 
published (2). It is the purpose of this paper to present the details of the 
method of isolation, the more complete analyses now at hand, and some fur- 
ther characterizations of the substance. 

The problem of isolating this principle presented the difficulties usually 
encountered in vitamin research (3) in that the substance was present in the 
source material (beef serum) in a dry weight concentration of about 0.005 
per cent. Initial obstacles were overcome with the preparation of a stable 
concentrate which was 0.8 per cent pure and contained 25 to 35 per cent of 
the activity originally present in the serum (the percentages are calculated 
from the activity of the pure substance). 

This concentrate was composed mainly of the ammonium salt of 5-nitro- 
barbituric acid (the precipitating agent). The active principle appeared 
to be involved in this concentrate in some kind of complex, since repeated 
recrystaliization did not effect important changes in activity of the crystals 
so obtained. After many procedures which resulted in large losses of ac- 
tivity were tried, it was found possible to separate 90 per cent of the inac- 
tive materials from the concentrate with a loss of less than 5 per cent of the 
total activity by precipitating them with acetone from hot aqueous solu- 
tion. Concentration of the filtrate and recrystallization of the residue from 
methyl alcohol led to the isolation of a crystalline substance with vasocon- 
strictor action in the rabbit ear preparation approximately twice that of 
commercial epinephrine. 


EXPERIMENTAL 

Melting points were determined on the Kofler micro hot stage and are 
corrected. 

^ This study was supported in part by a grant from the United States Public 
Health Service, Cardiovascular Study Section. 

t Present address, Department of Medicine, Columbia University, College of 
Physicians and Surgeons, New York. 
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Isolation— 28 gm. of concentrate, prepared as described (1) from about 
210 liters of beef serum (450 liters of blood) and containing 750 iiiiits^ 
of activity per mg., were dissolved in 3.4 liters of boiling distilled water, 
3.5 liters of reagent grade acetone were then added to the hot (80°) solu- 
tion, resulting in the immediate formation of a copious, finely divided pre- 
cipitate. 

For convenience of operation, especially with regard to minimizing- the 
time of heating and reducing the hazards attending the addition of the 
acetone to a solution whose temperature was above the boiling point of 
acetone, this procedure was carried out in separate portions by employing 
one-seventh the quantities listed above, which were then combined. 

After chilling the mixture in the cold room overnight, the colorless pre- 
cipitate was filtered by suction and washed with 50 per cent aqueous ace- 
tone. This precipitate weighed 24.0 gm, and assayed at 25 units per mg. 
The filtrate was then evaporated below 50° at reduced pressure under nitro- 
gen to a volume of 245 ml. The precipitated material resulting from this 
evaporation was dissolved by boiling the solution, the addition of 55 ml. of 
water being required. 350 ml. of acetone were then added, the mixture was 
left in the cold room 2 days, and then suction-filtered, giving 1.64 gm. of 
bufi'-colored precipitate assaying at 200 units per mg. The filtrate (con- 
taining 18 million units) was then evaporated to dryness as before. The 
residue was extracted with 50 ml. of 50 per cent aqueous methanol. This 
extract was evaporated to diyness, and the residue \vas extracted with 10 
ml. of hot absolute methanol. On cooling, this extract deposited brownish 
yellow rosettes of prisms. The supernatant was decanted, and the crystals 
were washed with methanol and acetone by decantation. After drying, 
the crystals weighed 143 mg., m.p. 196-201° (decomposition) ; assay 80,000 
units per mg. 

The crystals were recrystallized by dissolving them in 10 ml. of water 
and, at 60°, adding 35 ml. of acetone, giving, after washing and drying, 108 
mg. of light buff-colored, thin rhomboid plates, m.p. 207-212° (decomposi- 
tion); assay 100,000 units per mg. By adding 50 ml. of acetone, a second 
crop of 12.5 mg., m.p. 201-205° (decomposition), was obtained from the 
filtrate. 

The first crop material was again recrystallized from 6 ml. of water and 
18 ml. of acetone to give 93 mg. of light buff platelets, m.p. 209-212° (de- 
composition) ; assay 100,000 units per mg. By adding 75 ml. of acetone to 
the mother liquor, a second crop of 9.5 mg., m.p. 204-208° (decomposition), 
was obtained. 

1 The unit of activity has been defined (1) as the response given in the rabbit car 
preparation by 0.2 ml. of a solution containing L2 7 per ml. of a purified serum vaso- 
constrictor preparation. 
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The result described above represents the last “large scale” isolation 
effort and is the best one. The procedure has been carried out twice on the 
scale described, and several other times with about one-tenth this quantity 
of concentrate. In each experiment, the pure active substance has shown 
the same ph 3 ^sical and chemical properties. One of the two complications 
encountered in the less straightforward experiments was the presence of an 
impurity which had the same solubility characteristics in water, methanol, 
and acetone as the active substance and appeared to be inorganic, with a 
melting point near 290°. The other was the formation of diliturate com- 
plexes of variable composition (as revealed by ultraviolet absorption spec- 
tra) which were deposited by the methanol extract and could not be sub- 
stantially purified by several recrystallizations from methanol. 

Variations from the procedure described which were employed in the 
previous experiments may have contributed to their less satisfactory results. 
Lack of additional concentrate prevented clarification of this point. 

Melting Point — This is a decomposition point, slight effervescence occur- 
ring at and slightly above it. The discoloration of the sample is slight and 
the melt is clear. The sharpest decomposition point, obtained on the first 
analytical sample, was 212-214°. The same sample, after 3 weeks, melted 
at 206-209°. The melting points were taken by a uniform procedure. 
Heating was begun below 50°, carried to within about 20° of the melting 
point at 6-8° per minute, and at the decomposition point the rate of 
heating was 2-2,5° per minute. 

Elementary Analyses — Two samples, prepared from different batches of 
concentrate, "were analyzed by two analytical laboratories. 

C 14 H 23 O 7 N 3 S (405.4). Calculated. C 41.47, H5. 72, N 17.28, S 7.91, N-CHsS.Tl 
Sample I, m.p. 212-214°.= Found. '' 41.38, ^'6.03, 16.97 

“ II, 209-212°.= “ 41.75, 5.87, 17.63,88.03, N-CH 3 2.99 

An analysis for ionic sulfate, performed according to the nephelometric 
procedure of Hoffman (4) on 0.50 and 0.75 mg. of Sample II, gave 21 and 
23 per cent sulfate. Ci 4 H 2 i 03 N 5 ‘H 2 S 04 requires 23.7 per cent. The iso- 
lated material thus appears to be the sulfuric acid salt of an organic base.^ 

Solubility — Serotonin is soluble in water to the extent of 100 mg. per ml. 
at 50° and about 20 mg. per ml. at 27°. The substance is also soluble in 
glacial acetic acid. The pure material is very sparingly soluble in metha- 

2 Analyses by E. Thommen, Basel. 

= Analyses by A. Elek, Los Angeles. 

^ The name ^^serotonin” which was proposed for the isolated substance (2) should 
properly be reserved for the free base. The isolated material would then be serotonin 
sulfate. Since only the sulfate is considered in this communication, serotonin, when 
used, refers to the sulfate. 
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nol and 95 per cent ethanol, and insoluble in absolute ethanol, acetone, pyri- 
dine, chloroform, ethyl acetate, ether, and benzene. 

Optical Activity — A solution of 10.4 mg. of serotonin in 1.98 ml. of water 
showed no significant rotation at 31° in a 2 dm. tube. 

Ultraviolet Ahsorpiion Spectrum — ^The absorption spectrum of serotonin 
in aqueous solution at pH 3.5 has a maximum at 2750 A, a shoulder with a 



Fir. 1. Ultraviolet absorption spectra of serotonin (solid line) and tryptophan 

(dotted line) in water at pH 3.5. 

point of inflection at 2930 A, and a minimum at 2500 A (Fig. 1). For 
purposes of comparison, the absorption spectram of tryptophan (Eastman 
Kodak) in water at pH 3.6 is also presented. With respect to the location 
of maxima and points of inflection, neither of the curves shows significant 
change at pH 10.3. 

Potentiometric Titration — 21.5 mg. of serotonin were dissolved in 5.0 ml. 
of water and titrated with 0.0157 n carbonate-free sodium hydroxide at 
26°. pH values were determined to the nearest 0.05 unit with a Beckman 
pH meter (glass electrode). Moles of acid or base combined per mole of 
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serotonin were calculated, assuming a molecular weight of 405 for seroto- 
nin, The experimental points are plotted in Fig. 2. The line is the theo- 
retical dissociation curve for pK'i of 4.9 and pK'a of 9.8. The titration was 
not carried beyond pH 9.7 because of the inaccuracy of the electrode in 
this range and in order to prevent possible inactivation of the serotonin. 



Fig. 2, Dissociation curve of serotonin. The points are experimental, the curve 
theoretical, based on the constants pK'i = 4.9 and pK '2 ~ 9.8. 

Under identical conditions, 13.3 mg. of tryptophan were titrated. From 
the curve obtained, pK'i of 2.4 and pK '2 of 9.4 were estimated, in good 
agreement with the published values of 2.38 and 9.39 (5). 

Color Reactions and Classification Tests — Serotonin gives positive Hop- 
kins-Cole, Ehrlich, Folin, and pine splinter tests. 

In the Shaw-MacFarlane modification (6) of the Hopkins-Cole test with 
glyoxylic acid, 1 mole of serotonin gives a color equivalent to 0,89 mole of 
tryptophan. Visually, the color is violet-blue instead of the violet ob- 
tained with tryptophan. Without the glyoxylic acid, a pink color is de- 
veloped by serotonin under these conditions. 
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In a modification^ of the procedure of Graham et ah (7) for the Ehrlich 
p-dimetliylaminobenzaldehyde reaction, 1 mole of serotonin gives a color 
eciuivalent to 1.10 moles of tryptophan. The final color is very similar for 
tlie two substances. 

In the Folin-Ciocalteu reaction (8), 1 mole of serotonin gives a color 
equivalent to 2.4 moles of tryptophan. 

The Sakaguchi reaction (9), the Bratton-Marshall method for diajzjotijz- 
able amines (10), the Gerngross-Voss-Herfeld reaction (11), and the Pauly 
diazo reaction for imidazoles (12) were all negative. In the latter two reac- 
tions, yellow colors were obtained containing no trace of red. 

Qualitative ninhydrin, Molisch, and ferric chloride tests were negative. 
Serotonin heated with ninhydrin-sodium acetate produced a chrome yellow 
color. 

The pine splinter test served the purpose of a rapid semiquantitative 
assay in the final stages of the isolation when carried out in the following 
way. 2 drops of concentrated hydrochloric acid were placed on a tongue 
depressor and spread with a glass slide. When the excess liquid had soaked 
into the wmod, a trace of the sample to be tested was rubbed on the pre- 
pared wood surface. Fractions having an activity of 35,000 units or more 
per mg. gave a deep red color. The activity of fractions which still gave 
a detectable test was about 10,000 units per mg. (10 per cent pure). 

Serotonin reduces ammoniacal silver nitrate, but the reaction is not a 
typical aldehyde response. In a test performed on 50 y of substance, a 
brown color formed within 1 minute, giving way to a red-brown precipitate 
in several hours, in turn followed by a black precipitate with slight mirror 
formation in 24 hours, the supernatant solution remaining reddish in color. 
With silver nitrate at pH 5, a slight reddish color and a black precipitate 
were observed after about 12 hours. The reaction was probably the same 
in both cases, occurring more rapidly under basic conditions. 

With 10 per cent mercuric sulfate in 2.5 n sulfuric acid, serotonin, at a 
concentration of 1 mg. per ml, immediately forms a yellow precipitate 
which is very insoluble in water. 

Despite the high percentage of nitrogen, it has not been possilile to ob- 
tain a stable crystalline picrate with serotonin. 

Solid serotonin catalyzes the decomposition of the iodine-azide complex 
in the Feigl test (13). In solution, however, at a concentration of 1 mg. 

^ To 0.5 ml. of the test solution, 1 drop of 2.6 per cent dimethylaminobenzaldehyde 
in 10 per cent H2SO4, 1 drop of 2 per cent KaNOs, and 2.8 ml. of concentrated HCl 
are added. After standing at room temperature for 20 minutes, 7.0 ml. of 50 per cent 
(by volume) ethanol are added. The color is read with a No. 54 filter in the Klett- 
Summerson colorimeter. 
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per ml., the test is negative. A positive result is reportedly attributable to 
thio ketones and mercaptans; but since all the sulfur in serotonin appears 
to be present in the form of sulfate, an impurity may be responsible for the 
observed result. 

Serotonin rapidly reacts with iodine in aqueous solution to give a water- 
insoluble compound. It does not give the typical tryptophan reaction with 
bromine in aqueous solution, although intensification of color has been ob- 
served in methanol solution. 


DISCUSSION 

The absorption spectrum and color reactions of serotonin are strongly 
indicative of the presence of an indole nucleus. This evidence, in com- 
bination with biogenetic considerations, suggests a structure which may 
be closely related to tryptophan or tryptamine. However, pronounced 
differences are apparent, and the calculated empirical formula focuses at- 
tention on two especially interesting aspects of structure; namely, the high 
nitrogen content and the high degree of saturation. 

It is reasonable to assume that both of the groups revealed in the dis- 
sociation curve are basic in nature, since a sulfate salt is under considera- 
tion whose 0.01 M solution is at pH 3.6. Further, the absence of marked 
acidic properties, as revealed by lack of inactivation by diazomethane and 
non-adsorption on Amberlite IR-4B (14), supports this assumption. If, 
then, the two groups are basic, the stronger (pK'6 = 4.2) approximates the 
base strength of trimethylamine and is what might be expected for a (S- 
aryl ethylamine such as tryptamine, while the weaker (pKT = 9.1) has 
the basicity of aromatic amines such as aniline (pK'6 == 9.4) or N,N'- 
disubstituted guanidines such as creatinine (pK's == 9.2). A third nitro- 
gen can be accounted for in the indole nucleus. To speculate on the dis- 
position of the remaining two nitrogens, they may be associated with the 
more weakly basic grouping in a disubstituted guanidine structure, or one 
or both may be combined in some grouping even less basic such as an amide. 
The formation of complexes with the amide type structure of dilituric acid 
and the ease of formation of ammonia on treatment with aqueous alkali® 
are consistent with these alternatives. 

No primary amino groups are believed to be present in the molecule. 
The negative diazotizable amine test rules out aromatic primary amino 
groups, while the failure to form any red or violet coloration with ninhy- 
drin-sodium acetate would seem to do the same for aliphatic primary 
amines. 

The absence of quaternary nitrogen is indicated by the distillation, in a 

® Unpublished experiments. 
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microsiibliination apparatus, of a small sample of the free base, with ap- 
parent retention of full activity/ 

Nothing is yet known of the disposition of the oxygen functions. 

From the standpoint of chemical and pharmacological activity, the 
marked reducing power of serotonin, as evidenced by the reduction of gold, 
silver, and platinum salts, seems worth emphasizing. The results obtained 
by inactivation studies (14) would appear to be explained by this property 
in conjunction with the presence of the indole fragment. The reduction of 
the Folin reagent by serotonin to the extent of 2.4 times the reduction by 
tryptophan, mole for mole, indicates the presence of a second reducing 
group in addition to the indole nucleus. Epinephrine, the second most 
active constrictor substance in the perfused rabbit ear vessels, causes a 
mole for mole reduction of 3.0 times the reduction by tryptophan. 

The similarity in chemical and biological activity of serotonin and epi- 
nephrine is apparent. The further structural similarity (one contains the 
indole ring system, the other is closely related to it) suggests the possi- 
bility that clarification of the structure of serotonin may reveal a more 
general relation between chemical structure and vasoconstrictor action 
than has been obtained by studying modifications of epinephrine struc- 
ture. 

We wish to acknowledge the valuable assistance of Miss Elizabeth Hunt 
and Mr. John Means, and to thank Dr. Hans Hirschmann of Western Re- 
serve University for cooperation in determining the optical activity. 

SUMMARY 

Details of the method of isolating crystalline beef serum vasoconstrictor 
(serotonin) from a purified concentrate are presented. The color reactions 
and ultraviolet absorption spectrum indicate the presence of an indole 
nucleus in the structure. The structural implications of evidence based on 
color reactions and potentiometric titration are discussed. 
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Most of the earlier procedures used for separating starch into amylose, 
the linear unbranched component, and amylopectin, the branched chain 
component (1, 2), have involved degradation and hydrolysis of the starch 
molecules. During the last few years, however, a number of methods have 
been proposed which fulfil, more or less, the necessary requirement of pro- 
tecting the starch constituents from degradation. The more important of 
these methods for the separation of amylose from starch is based on its 
selective diffusibility in water at 60"^ or 80° (1, 3), precipitability with bu- 
tanol (4), thymol (5), or nitroparaffins (6), and adsorbability on cellulose 
(7). It is shown in this communication that these methods fail to effect 
clear-cut as well as quantitative separation of the two starch fractions, 
while the purity of the products obtained is also variable. It has been 
possible, by suitable combination of certain of these procedures, to pre- 
pare amylose and amylopectin, judged for their purity by the intensity of 
their iodine colorations under standard conditions, and to determine their 
exact percentages in any starch preparation by reference to a calibrated 
curve for intensity of iodine coloration with known mixtures of the pure 
fractions (3). 


EXPERIMENTAL 

Preparation of Starch — The major part of the studies reported here was 
carried out with a sample of starch prepared from a local variety of peas 
(Pisum sativum). The seeds, softened by soaking overnight in water, were 
ground to a not too fine consistency and the mash was extruded through a 
cloth bag into a sufficient volume of distilled water. The residual pulp 
was mashed and pressed out a second time. The combined extract was 
let stand and the sludge which separated was purified of proteinaceous 
material by repeated agitation and settling. The starch suspension was 
finally kneaded through muslin into water and centrifuged to separate the 
starch, which was washed successively with 20 and 80 per cent ethanol and 
allowed to dry at room temperature (28°). Analysis of the product gave 
0.88 per cent protein, 0.25 per cent ether extractive, and 12.75 per cent 
moisture. 
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Determination of Iodine Coloration — The intensity of color developed in 
a 2 mg. per cent solution of starch or of the various starch fractions, on 
addition of a solution of iodine in potassium iodide to a final concentration 
of 4 mg. per cent of iodine, was measured in a 10 mm. cell by a Klett- 
Summerson photoelectric colorimeter with Filter Kee in position (3). The 
colorimeter was initially adjusted so that the blank, which had a light yellow 
color due to the iodine in solution, gave a zero reading; the color measure- 
ments recorded are in terms of scale readings in the instrument. 

Fractionation of Starch by Selective Extraction of Amylase with Hot Water 
— 5 gm. of air-dry starch, mixed with water to avoid lump formation, were 
treated with about 300 ml. of water at 60^ and the suspension maintained 
at this temperature for 4 hours with slow stirring. It was then centrifuged 
at 3000 B.P.M. and the supernatant passed through a sintered glass No. 4 


Table I 

Extraction of Starch with Water at 60 ° 



On dry basis 

i Intensity of iodine color (scale 
readings)* 


1 Yield 1 

Yield 2 

Yield 3 

Yield 1 

Yield 2 

Yield 3 

Original starch 

per cent 

per cent 

per cent 

143 J 

149 

148 

Fraction I 

14.4 

14.7 

15.8 

279 

271 

269 

“ II 

0.9 

0.6 

Trace 

181 

180 


III 

84.5 

85.3 

83.5 

101 

103 

100 


* Klett-Summerson colorimeter. 


filter, which was found more convenient to use than filter paper coated with 
Hyflo Super-Cel, as recommended in the original procedure (3). The clear 
filtrate, after addition of methanol to a concentration of 20 per cent volume 
per volume, was let stand for 48 hours. At the end of this period, the pre- 
cipitated amylose (Fraction I) was filtered through a sintered glass No. 4 
crucible, washed with 95 per cent ethanol, and finally with abvsolute alcohol 
before drying in a vacuum oven. The filtrate was further treated with 
methanol to 50 per cent volume per volume strength and allowed to settle 
as before. The precipitate (Fraction II) was filtered, washed, and dried to 
constant weight. 

The gelatinous residue remaining after the centrifuging of the aqueous 
starch suspension was ground well, dehydrated by repeated additions of 
alcohol, filtered, and dried in vacuo (Fraction III), Table I gives a set of 
typical results obtained together with the iodine colorations of the starch 
and of the different fractions. 

In the set of experiments given in Table II, the temperature of fractiona- 
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tion was kept at 80"^, as recommended by Meyer (1); the procedure was 
otherwise the same as that described above. 

Fractionations of pea starch and of the crude amylopectin (Fraction III, 
Table I) were also attempted by treatment for 48 hours at room tempera- 
ture with 1:2 chloral hydrate solution in water, as recommended by Meyer. 
The products obtained gave iodine coloration averaging 74 and 67 re- 
spectively; by using chloral hydrate solution at 80*^, the corresponding color 
readings were 54 and 56. 


Table II 

Fractionation of Starch with Water at 80° 



Yield 1 

Yield 2 

Intensity of iodine color* 


Yield 1 

Yield 2 

Fraction I 

per cent 

16.0 

per cent 

16.3 

220 

224 

II.. 

Trace 

Trace 

III 

82.9 

79.6 ' 

114 

104 



^ See Table L 


Table III 

Fractionation by Butanol Extraction 


Fraction 

Yield 1 

i 

Yield 2 

Iodine coloration.* 


Yield 1 

Yield 2 

Butanol -pptd. by autoclaving 

per cent 

38.6 

per cent 

39.2 

243 

241 

‘‘ “ Waring blendor 

39.5 

39.4 

234 

230 

Butanol -non -pptd. by autoclaving 1 

60.7 

59.9 

52 

49 

“ Waring blendor. . 

59.4 

60.7 

47 

50 


^ See Table I. 


Fractionation by Selective Precipitation of Amylose with Butanol — 
Schoch’s butanol precipitation method (4) was closely followed, except for 
the purification of the separated amylose by recrystallization from the 
boiling water-butanol mixture. Since it wms thought that some hydrolytic 
degradation of starch was likely to occur as a result of the high temperature 
treatment under pressure, an attempt was made to eliminate autoclaving 
in Schoch’s procedure by securing dispersion of starch with high speed stir- 
ring. A properly gelatinized paste of 5 gm. of starch in about 500 ml. of 
boiling water was treated in a Waring blendor in two lots for 5 minutes each. 
Subsequent separation of the starch fractions was effected as described by 
Schoch. Typical results, by both procedures, are given in Table III. 
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Fractional Precipitation of Amylose with Thymol — The high speed stirring 
recommended by Haworth et al. (5) did not result in sufficient dispersion 
and it was found more effective to use a Waring blendor for aiding dis- 
persion. The results obtained by this method are shown in Table IV. 

Fractionation by Preferential Adsorption of Amylose on Cotton — ^With a 
1 per cent starch paste, gelatinized and dispersed in a Waring blendor 
according to the procedure of Pacsu and Mullen (7), not more than 0,3 per 
cent of amylose (iodine coloration, average 223) was obtainable, therefore 
suggesting that preferential adsorption of amylose on the cotton used was 
far from satisfactory; somewhat similar results were obtained by using 
filter paper pulp as an adsorbent. 


Table IV 

Fraciionation by Thymol Extraction 


Fraction 

Yield 1 

Yield 2 

Yield 3 

Iodine coloration* 

Yield 1 

Yield 2 

Yield 3 

Thymol -pptd 

per cent 

39.7 

per cent 

39.9 

per cent 

40.7 

222 

220 

208 

Thyniol-non-pptd 

60.1 

60.2 

59.1 

50 

52 

45 


* See Table I. 


DISCUSSION OF BESULTS 

The pronounced difference in the affinity of amylose and amylopectin 
for iodine has formed the basis for the determination of their relative pro- 
portions in starches potentiometrically (8), absorptiometrically (3), or 
spectrophotometrically (9, 10). On the assumption that the intensity of 
iodine coloration with amylose or amylopectin fractions will be determined 
by their respective freedom from each other, it becomes apparent that the 
higher the scale reading, the purer will be the fraction in respect to its amy- 
lose content, and that, conversely, purity with regard to amylopectin will 
be connoted by the lowest scale reading. Based on this criterion, it would 
follow^ from the data presented here (Tables I to IV) that no single method ef- 
fects simultaneously efficient and quantitative separation of the two starch 
fractions. The procedure of McCready and Hassid (Table I) gives, in one 
step, the purest amylose fraction, judging from its iodine-staining property; 
its solubility is, however, only of the order of 15 per cent, which is very 
low. That the amylopectin fraction obtained here is admixed with a high 
amount of amylose is evident from the values for iodine coloration as com- 
pared to the amylopectin fraction obtained by the procedures of Schoch 
(Table III) and of Haworth et al. (Table IV) . The amylose fraction yielded 
by Meyer's extraction procedure (Table II) is only about 80 per cent as 
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pure as the corresponding fraction obtained according to the method of 
McCready and Hassid; this is no doubt due to the fractionation tempera* 
ture being near the gelatinization point of the starch and consequent con- 



fo Araylopectin 

Fig. 1. Color intensities of mixtures of amylose and amylopectin from pea starch 
with iodine. 

tamination with amylopectin by the disintegration and rupture of the 
granules. The use of chloral hydrate solution to purify amylopectin from 
admixed amylose resulted in a product still containing about 6 to 10 per 
cent of amylose. 
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Both butanol and thymol undoubtedly effect very much better fractiona- 
tion of the starch components than does extraction with hot water, and, 
indeed, the yields of amylose and amylopectin correspond more nearly to the 
correct values deduced below than do those obtained by hot water extrac- 
tion, However, it is clear from a comparison of the iodine coloration of 
amylose fractions (Tables III and IV) that they are respectively only about 
85 and 77 per cent as pure as that obtained by the McCready and Hassid,, 
method. It has been possible to obtain pure amylose by successive re- 
crystallizations from boiling water-butanol mixtures as recommended by 
Schoch (4, 11), but, the yields being no longer quantitative, it appeared 
preferable to do so in a single extraction with hot water at 60°. 

Although the amylopectin fractions obtained by selective precipitation 
with butanol or thymol have given the lowest intensity of iodine coloration 


Table V 

Fractionation of Mung Starch 


Starch analysis 


Moisture, % 

13.50 

Proteins, % 

0.69 

Ether extractives, % 

0.23 

Iodine coloration of starch* 

127 

“ ** amylose fraction* 

287 

‘‘ “ ‘‘ amylopectin fraction* 

34 

Amylose (from Fig. 2), % 

36.8 

Amylopectin (from Fig. 2), % 

63.2 

* Scale readings, Klett-Summerson colorimeter. 


of all the methods studied, it was felt that, since it is always the residue in 
the mother liquor after the amylose had been precipitated, amylopectin 
may not be easily obtainable in as pure a form as the amylose component. 
We therefore attempted to ascertain whether by butanol fractionation of 
the residue from the hot water treatment of starch at 60° (Fx'action III, 
Table I) a purer preparation of amylopectin could be obtained than by 
Sehoch’s method from the original starch. By this procedure, a product 
was secured which gave an iodine coloration of only 43 or 44 units. This 
was the purest amylopectin obtainable; a product with similar purity could 
also be prepared by thymol fractionation of crude amylopectin. 

Pure preparations of amylose and amylopectin can thus be obtained in 
one and two operations, respectively, by a combination of the features of 
McCready and Hassid^s method for amylose and that of Schoch or of 
Haworth et aL for amylopectin. By using various proportions of the starch 
components prepared as above, the color intensities of the mixtures in 
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solution (2 mg. per 100 ml.) with iodine can he plotted against per cent 
concentration of the two fractions when a linear relationship similar to that 
reported by McCready and Hassid (3) is obtained (Fig. 1), and from which. 



Fig. 2. Color intensities of mixtures of amylose and amylopectin from mung 

starch with iodine. 

after ascertaining the color intensity of the original starch with iodine under 
identical conditions, its proportions of the two constituents can be read; 
the latter can also be deduced by simple extrapolation, as there is strict 
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proportionality between color intensity with iodine and amylose or amylo-- 
pectin content. In this way, the preparation of pure starch used in these 
studies, with its iodine coloration of 147 (Table I), can be observed to con- 
sist of 45.0 per cent anaylose and 55.0 per cent amylopectin. 

By the foregoing procedures for the preparation of pure amylose and 
amylopectin fractions, and by using a preparation of miing (Phaseolus 
radioMs) starch, the resulting observations are given in Table V and in 
Fig. 2. 

Differences such as are recorded here in intensities of iodine coloration 
with pure amylose or amylopectin preparations from natural starches are 
bound to exist because of possible heterogeneity as to molecular size as well 
as, with amylopectin, to variations in the degree of branching (c/. (8) ). 

Although the various methods for the fractionation of starch examined 
here do not effect a clear-cut and quantitative separation of the unbranched 
and branched components in their pure state, fractionation by selective 
precipitation of amylose with butanol or with thymol, as recommended by 
Schoch (4) and by Haworth et aL (5), gives an approximate idea of the rela- 
tive proportions of the two constituents. However, to obtain them in a 
pure state for examination of their individual properties or for a precise eval- 
uation of their percentages in any starch sample by reference to a calibrated 
curve or by extrapolation, as described here, it would appear necessary to 
resort to a combination of procedures involving the properties of amylose 
for selective diffusibility in water at 60"^ and precipitability with butanol- 
or thymol-saturated water. 


SUMMARY 

1. A comparative study has been made of the procedures for the fraction- 
ation of starch based on the differential solubilities of amylose and amylo- 
pectin in hot water and in butanol- or thymol-saturated water. 

2. It is shown that the method of extraction with hot water at 60° yields 
an amylose fraction which is the purest obtainable, judged from the in- 
tensity of its coloration with iodine; amylose separation is nob, however, 
quantitative. 

3. Fractionation of starch by selective precipitation of amylose wdth 
butanol or thymol gives only a rough indication of the relative proportions 
of the linear and branched components; besides, separation, as judged by 
the iodine-staining properties of the products obtained, is not clear-cut. 

4. A procedure is outlined for obtaining highly pure preparations of 
amylose and amylopectin from a starch sample. By quantitatively deter- 
mining the color intensities of the starch and of known mixtures of its amy- 
lose and amylopectin fractions with iodine, their proportions in the former 
can be precisely estimated. 
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This investigation was undertaken to study, by use of acetic and butyric 
acids labeled with C^^, the conversion in the intact animal of lower fatty 
acid carbon to liver glycogen in order to help explain the intermediate re- 
actions linking fat and carbohydrate metabolism in the intact animal. It 
appears certain that such conversion does occur for both of these acids (1). 

Classically, a dietary constituent has been considered a glycogen former 
if, after its administration, a net increase in glycogen is found over and 
above that of the control. By this criterion, there is no general agreement 
whether acetate and butyrate are glycogen formers. However, the carbon 
of a fatty acid could enter liver glycogen without effecting a net increase 
in the glycogen. For example, carbon could enter because of the constant 
turnover between carbohydrate and its precursors. Furthermore, because 
of the influence of the dynamic equilibrium between fats, proteins, and 
carbohydrates there could actually be a decrease in glycogen after admin- 
istration of a fatty acid and still carbon of the fatty acid could enter the 
latter. Similarly, a net increase in glycogen could conceivably occur with- 
out transfer of carbon from the fatty acid to glycogen. The question of 
whether acetate and butyrate are liver glycogen formers in the classical 
sense is different from that being considered in the present work; namely, 
whether the carbon of these fatty acids is incorporated into liver glycogen. 

The fatty acids in question are relatively rapidly metabolized to CO 2 (1), 
and CO 2 itself can be incorporated into liver glycogen (2). The biochemi- 
cal significance of the presence of fatty acid carbon in glycogen therefore 
depends to a considerable degree upon (a) whether all such carbon entered 
glycogen via CO 2 fixation or (6) whether some entered by another route 
without first being converted to CO 2 . 

It is possible to degrade the glucose units of liver glycogen to locate the 

* This work was supported in part by grants from the Graduate School of the 
University of Minnesota and from the American Cancer Society on the recommenda- 
tion of the Committee on Growth of the National Research Council. 
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position of the labeled carbon (2). In the case of CO2 fixation, the isotopic 
carbon has been detected only in positions 3 and 4 of the glucose (2).^ 
Should the heavy carbon in glycogen isolated after feeding isotopic fatty 
acid appear in positions other than 3 and 4, this would be rather convincing 
evidence that a pathway other than CO2 fixation was involved. In the 
experiments to be reported, the distribution of has been determined in 
rat liver glycogen after the administration, respectively, of each of the fol- 
lowing acids: CHsC^^OOH, C^WOOH, C^^HsC^^OOH, CH3CH2CH2- 
C^^OOH, CHsCHoC^'^^COOH, CHaCi^H^CHsCOOH. Evidence has been 
obtained which indicates that these acids are converted to glycogen by 
another route in addition to CO2 fixation, and some indications have been 
obtained as to the mechanisms of these conversions. Preliminary reports 
of this work have been published previously (3-5). 

Methods 

Prefaration of Isotopic Fatty Acids — The carboxyl-labeled fatty acids 
were prepared by the Grignard reaction from the appropriate bromide and 
isotopic CO2. Purity of these acids was checked by determination of ti- 
tratable acidity, total carbon, and partition coefficients (6); all agreed with 
theoretical values except the partition coefficient of the CH3 -0112 -0112" 
C1300H, which was 30.6 as compared with 31.1 for known butyric acid. 

The C^^HaCOOH was synthesized by a modification of the method of 
Anker (7). The purity of this and the following compounds was estab- 
lished by the same procedures that were used with the carboxyl-labeled 
acids. Agreement with theory was satisfactory unless otherwise indicated. 

The was synthesized by a procedure which was based 

upon the method of Cramer and Kistiakowsky (8). In the modification 
50 mM of BaC^^Os were used. The acetylene-hydrogen mixture as formed 
on hydrolysis of the barium carbide magnesium was collected over water 
in a 3 liter flask and was then passed through a sintered glass disk into 
150 ml. of boiling catalyzing solution. The resulting aldehyde was col- 
lected in 50 ml. of 5 per cent sodium bisulfite. The outgoing gas was col- 
lected and again passed through the catalyzing solution. The aldehyde 
was distilled from the bisulfite, after addition of calcium carbonate, and 
was oxidized to acetic acid by the dichromate method of Stahly et aL (9). 

Butyric acid labeled in the a position with was prepared by the fol- 

^ In experiments carried out subsequently with it has been found that 

actually a trace of isotope does appear in carbon atoms 1, 2, 5, and 6. The specific 
activity of these positions has been found to be 1 to 2 per cent of that of carbon atoms 
3 and 4. 
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lowing series of reactions. Carboxyl-labeled sodium propionate was syn- 
thesized by the Grignard reaction and converted into the ethyl ester by 
heating with diethyl sulfate. The procedure was similar to the synthesis 
of carboxyl-labeled ethyl acetate (10). The ethyl propionate was then 
hydrogenated at 250° and 220 atmospheres by use of the copper-bariiim- 
chromium oxide catalyst (11, 12). The mixture of ethyl and propyl alco- 
hols was converted into a mixture of the corresponding iodides by heating 
with constant boiling hydriodic acid (13). The iodides were separated by 
fractionation. This separation was not complete and there was some non- 
labeled ethyl iodide in the propyl iodide fraction. The isotopic propyl 
iodide was converted into ce-labeled butyric acid by the Grignard reaction. 
The over-all yield was 22 per cent of the theory. From 60 mM of isotopic 
BaCOa, as determined by the partition coefficient, 13.1 mM of ^-labeled 
butyric acid were obtained, mixed with 5.3 mM of non-isotopic propionate. 

Butyric acid labeled in the ^ position with was synthesized by the 
following procedure. Carboxyl-labeled acetic acid was esterified with n- 
butyl alcohol and hydrogenated at 250° and 220 atmospheres with the 
copper-barium-chromium oxide catalyst. The mixture of ethyl and butyl 
alcohols was converted into the corresponding mixture of iodides and frac- 
tionated. The isotopic ethyl iodide was converted into butyric acid by 
the malonic ester procedure (14). The butyric acid and some non-labeled 
acetic acid from the malonic ester were converted into the methyl esters 
by heating the potassium salts with dimethyl sulfate and purified by frac- 
tionation. The methyl butyrate was saponified, and the butyidc acid iden- 
tified by determination of the partition coefficient. The over-all yield was 
25 per cent. From 93.5 mM of sodium acetate 24.5 mM of /5-labeled butyric 
acid mixed with 0.96 mM of non-isotopic acetic acid were obtained. 

Before administration to the experimental animals, the solution of the 
sodium salt was made just acid to phenolphthalein by the addition of HCl. 

General Experimental Procedure — The procedure of Buchanan ei5 al. (1) has 
been adopted, in which glucose is fed to fasted rats, together with the 
isotopic fatty acid. Under such conditions a net deposition of isotope- 
containing glycogen occurs and there is relatively minor dilution of the 
newly formed glycogen by preformed non-isotopic glycogen. 

Table I contains data concerning the animals used, the material admin- 
istered, the liver weight, and the quantity of liver glycogen recovered. 

Rats, 120 to 240 gm. in weight, raised on a diet of Promax rat food,^ were 
fasted for approximately 24 hours. Immediately after their teeth were 
clipped, the rats were fed by stomach tube a solution containing 1.7 to 3.3 

2 Analysis by manufacturer, in per cent, protein 29.5, fat S.40, fiber 2.8, nitrogen- 
free extract 41.45, moisture 9.00, ash 8.85, calcium 1,20, phosphorus I.IS. 
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HIM of fatty acid and 353 to 477 mg. of glucose per' 100 gm. of body weight. 
The total volume administered was usually such as to make the glucose 
concentration 20 per cent. 


Table I 


General Experhnental Data 


Rat 

No. 

Weight 

after 

fast 

Sex 

Dura- 

tion 

of 

fast 

Fatty acid administered 

Amount 

admin- 

istered 

Glu- 

cose 

admin- 

istered 

Liver 

weight 

Liver 
glyco- 
gen (as 
glu- 
cose) 


gm. 


hrs. 


WAf per 
100 gm. 
body 
weight 

mg. per 
100 gm. 
body 
weight 

gm. 

mg. 

33 

234 


24 

CHjC^OOH 

2.5 

400 

8.4l 


29 

34 

215 

& 

24 

a 

2.5 

400 

7.61 


38 

215 

$ 

50 

iC 

2.5 

400 

5.8 

81 

100 

155 

9 

24 

C'TlaCOOH 

2.4 

390 

5.5^ 


188 

101 

148 

9 

24 

n 

2.4 

400 

5.8, 


102 

153 

9 

24 

it 

2.4 

400 

5.8^ 


116 

103 

165 

9 

24 

a 

2.5 

400 

5.5/ 


51 

190 

cf 

24 


2.9 

420 

5.6 

35 

63 

210 

cf 

27 

u 

2.7 

410 

7.5 

100 

64 

210 

cf’ 

27 

(t 

2.7 

410 

7.4 

85 

69 

200 

9 

24 

it 

2.8 

450 

5.9' 



70 

200 

9 

24 

a 

2.8 

450 

5.2 



71 

183 

9 

24 

a 

2.8 

438 

6.7 



72 

179 

9 

24 

a 

2.8 

438 

6.3 


500 

73 

125 

cf 

24 

it 

2.3 

400 

4.9 



74 

135 

& 

24 

li 

2.3 

400 

5.5 



75 

140 

& 

24 

tt 

2.3 

400 

5.5^ 



53 

240 

& 

24 

CH3CH2CH2CI3OOH 

2.6 

417 

8.3 

115 

67 

230 


24 

it 

2.5 

400 

0.7 

00 

81 

140 

& 

24 

CH3CH2C13H2COOH 

1.82* 

408 

6.3 

140 

82 

155 

& 

24 

it 

1.79* 

402 

6.2 



S3 

160 

& 

24 

it 

1.81* 

406 

6.6 


378 

84 

140 

& 

24 

it 

1.74* 

390 

6.1 



89 

140 

6 ^ 

24 

CH3C13H2CH2COOH 

2.5 

400 

6.1 

120 

90 

130 

& 

24 

ft 

2,5 

400 

6.2 

96 

91 

130 

d' 

24 

it 

2.5 

400 

5.5 

91 

92 

130 

d 

24 

it 

2.5 

400 

5.8 

105 


* The solution contained appreciable amounts of non-isotopic propionate. 


The animals were placed in a metabolism chamber for collection of their 
respiratory CO 2 in NaOH, as previously described (2), with the modifi- 
cation that in the experiments other than those with carboxyl-labeled acids 
both the alkali and air were stirred. There were three collection periods 
of 50 minutes each, between which the chamber was opened for changing 



LIFSON, I^OEBEE, SAKAMI, AISTB WOOD 


1267 


the alkali, a series of manipulations requiring less than a minute in nearly 
all cases. The CO 2 content of a sample of the air of the chamber taken 
at the end of each of two collection periods was found to be 0.16 and 0.18' 
per cent, respectively. Since the total volume of the chamber was about' 
11 liters, it may be estimated that some 20 ml. of CO 2 remained uncollected 
per period or less than 3 mM for an entire experiment. The CO 2 content 
of the alkali was measured by analyzing an aliquot in the manometric Van. 
Slyke apparatus. 

Usually 2| hours after feeding the fatty acid-glucose solution, the rats* 
were anesthetized with sodium amytal (100 mg. per kilo, intraperitoneally). 
The liver was extirpated, immediately placed in hot 30 per cent KOH, and 
heated in a boiling water bath for 3 hours. 

Glycogen was isolated by a modification of the method of Stetten and 
Boxer (15) in all experiments but those with the carboxyl-labeled acids„ 
in which the procedure of Good, Kramer, and Somogyi (16) was used. As 
previously noted (2), when the procedure of Good et aL was used, the total 
carbon, as determined by a modification of the Van Slyke and Folch tech- 
nique (17), amounted to 117 to 184 per cent of the glucose estimated by 
reducing power. Wlien the procedure of Stetten and Boxer was employed, 
the corresponding values were 94 to 112 per cent. 

The glycogen was converted to glucose by hydrolysis in H2SO4. To re- 
move any volatile fatty acid, the hydrolysis was begun in 0.25 n acid, 
which was concentrated in a boiling water bath to 1 n by evaporation to* 
one-fourth the original volume. The original volume was restored with 
water and the concentration repeated three times, whereupon the hydrolysis 
was completed in the remaining 1 n acid. The hydrolysate was decolorized 
with charcoal and filtered. Glucose was determined by either the Shaffer- 
Hartmann method (18) or the method of Folin and Malmros (19). 

Two types of degradation of glucose, bacterial and chemical, were carried 
out as previously described (2). In the bacterial degradation the glucose- 
is fermented to lactic acid and then the lactic acid is oxidized with KMnO* 
to acetaldehyde and CO 2 . The acetaldehyde is in turn converted by the 
iodoform reaction to iodoform and formic acid. In this manner the earbonS' 
of the glucose are obtained in three fractions containing respectively car- 
bon atoms 3 and 4, 2 and 5, and 1 and 6. 

CeHisOe CHs* CHOH- COOH -> CHs-CHO -f CO2 

1,6 2,5 3,4 1,6 2,5 3,4 

CHrCHOs CHI3 -f- HCOOH 
1,6 2,5 

In several instances the acetaldehyde was oxidized directly with persulfate 
(20) instead of being subjected to the iodoform reaction; thus carbon atoms 
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1, 2j 5y and 6 were obtained in one fraction. Ether extraction of the 
lactic acid was performed only in experiments on Rats 69 to 75 and 
Rats 100 to 103; in other instances the oxidation was carried out 
directly on the centrifuged solution from the bacterial fermentation. 

In the chemical degradation, with limitations as described previously 
(2) and in this communication, carbon atoms 3 and G are obtained as in- 
dividual fractions and carbon atoms 1, 2, 4, and 5 as a third fraction. 

Methyl glucoside HCOOH + CH(OCHO-CHO CH 0 -CH‘CH 20 H 

[ O- J 

4HCOOH + ECHO + CH 3 OH 
1 , 2 , 4, 5 6 

Heavy carbon was determined with the mass spectrometer. The values 
are expressed as atom per cent excess i.c. in excess of normal (im- 
enriched) carbon, commercial reagent grade BaCOs being employed as a 
source of a CO 2 standard in calibrating the mass spectrometer. The maxi- 
mum difference in content between this standard and normal rat liver 
glycogen was found to be 0.005 atom per cent. Whereas this result might 
indicate 0.005 to be the expected experimental variation, it has been our 
procedure not to place significance on values less than 0.02 atom per cent 
in excess of normal. Thus a margin is provided for possible incomplete 
separation of the isotopic and non-isotopic compounds. 

In a control experiment non-isotopic acetate was administered to the 
animal, but at the time the liver was placed in KOH, carboxyl-labeled ace- 
tate was also added to the alkali. Significant amounts of excess were 
not found in the glycogen (see Table II, results for Rat 35). 

IU3SULTS AND DISCUSSION 

The discussion will take the following order. First the data on the rela- 
tive distribution of the isotope in the glucose unit of the glycogen will bo 
considered for each of the different types of labeled acids. Next evidence 
will be presented which shows that these acids are converted to glycogen 
by a pathway in addition to that of CO 2 fixation. Finally the intermediary 
mechanism of metabolism of acetate and butyrate will be considered in 
relation to the tricarboxylic acid cycle and glycogen synthesis. 

Distribution of Isotope in Glucose from Liver Glycogen 

The distribution of in the liver glycogen following the administration 
of labeled fatty acids is shown in Table II; the values are from both the 
bacterial and chemical degradations. Although there are some discrep- 
ancies between results by the two methods, which will be considered later, 
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Distribution of in Liver Glycogen after Administration of Labeled Fatty Acids 
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the over-all results can be summarized from the data as given. It is seen 
that with both carboxyl-labeled acetic and butyric acids glucose was ob- 
tained in which the isotope was predominantly in the 3 and 4 positions. 
There was little or no excess in the 2,5 and 1,G positions. This fact has 
been indicated in the last column of Table II by means of a 6-cart)OE skele- 
ton (C — C— C*— C — C) in which the asterisk locates the preponder- 
ance of isotope. A similar glucose is obtained with the /5-labeled butyrate. 
On the other hand, with methyl-labeled and doubly labeled acetate and 
with ^-labeled butyrate, a significant concentration of isotope was found in 
all degradation fractions and the indications are that each position of the 
glucose contained isotope. In the case of the methyl-labeled acetate and 
a-labeled butyrate the 3 and 4 positions contained a smaller but significant 
excess of isotope than the other positions, and this type of glucose has been 
indicated as follows : C* — C* — — C* — C*. With the doubly labeled 
acetate all positions were high, but the 3 and 4 positions were the highest. 

Before further consideration is given to the significance of these data, the 
reliability of the degradation procedures will be discussed. It will be noted 
in Table II that whenever there was an excess of isotope in the 2,5 and 1 ,6 
positions as obtained by the bacterial degradation the concentrations were 
usually of the same order of magnitude in the two fractions, but frequently 
the 1 and 6 positions contained somewhat less excess than did the 2 
and 5 positions. It was of considerable importance to establish whether 
or not these small differences were true differences, for, as will be shown in 
the later discussion, an unequal concentration would not be compatible 
with the currently accepted schemes of carbohydrate metabolism. 

It has been found that the observed values are not true ones and that 
an error is caused l)y traces of extraneous carbon which are oxidized to 
CO 2 by the chromic acid oxidation used to convert the iodoform carbon to 
CO 2 . Dilution from this source may be appreciable when samples of the 
size usually dealt with in the present work are involved (0.5 mM of CO 2 and 
less). In the case of the 2,5 position when mercuric acetate is used to 
convert the formic acid to CO 2 , no comparable dilution occurs. 

Some of the evidence on this point follows: When CO 2 was liberated from 
BaC^^Os by the chromic acid oxidant, it regularly displayed a lower 
concentration than the original BaC^^Os, unless enough BaC^^Os was used 
to obviate the effects of dilution by the extraneous carbon which was oxi- 
dized to CO 2 . The same type of dilution was observed when the chromic 
acid oxidation was applied to a labeled organic compound (C^Tl 3 CH 2 - 
COOH). The resulting CO 2 contained a progressively greater concen- 
tration as the sample size was increased (from 5 to 40 mg. of CO 2 ). When 
lactic acid, which was synthesized chemically (8) from isotopic acetylene, 
and thus contained an equal concentration of in the a- and /3-carbons, 
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was degraded in tlie usual way, a discrepancy was noted between the la- 
beled positions similar to that found with the lactate from liver glycogen. 
With a large enough sample the content of the CO 2 derived from the 
a- and j8-carbons of the synthetic lactate was found to be the same. These 
results are summarized in Table III. In addition when two aliquots of the 
lactate from the liver glycogen of Rats 69 to 75 were degraded, the smaller 
samples showed a discrepancy between the content of the a- and 
carbons, whereas the larger samples contained practically identical isotope 
concentrations (Table III). It is thus clear that with small samples false 
and variably low values were obtained for the 1 and 6 positions. 

The results indicate with reasonable certainty that there is no difference 
between the 2,5 and 1,6 positions, and that any difference shown in Table 


Table III 

Efect of Sample Size on Apparent Isotope Content of a- ayid ^-Carbon Atoms of 

Labeled Lactate 


Material degraded 

£x-Carbon 

iS-Carbon 

CO2 

Cn 

CO2 

CIS 



atom 


atom 


mg. 

Per cent 

mg. 

per cent 



excess 


excess 

Synthetic Ci^HsCi^HOHCOOH 

10.6 

3.32 

10.6 

2.62 

tc a 

21.1 

3.37 

18.1 

2.96 

a ( ( % 

24.9 

1.14 

31.5 

1.16 

Aliquot of lactate from Rats 69-75 

8.3 

0.28 

12.5 

0.22 

‘‘ “ “ “ 69-75 

18.2 

0.29 

19.8 

0.28 


* Run on a sample of lactate containing less isotope than that used for the first 
two degradations. 


II may be the result of the small samples employed. The present results 
are therefore considered to be in agreement with the idea that the 2,5 and 
1 ,6 positions contained equal concentrations of isotope. 

It should be pointed out that the degradation cleanly separates the differ- 
ent positions of the lactic acid. Thus in the degradation of synthetic 
C^^HsC^^HOHCOOH, the CO 2 isolated from the carboxyl group contained 
no excess and the a- and jd-carbon fractions contained equal con- 
centrations, On the other hand when a sample of synthetic CHsC^^HOH- 
COOH was degraded, it yielded excess isotope only in the single fraction 
corresponding to the a-carbon atom. 

The results from the chemical degradation will be considered next. The 
data from this degradation in conjunction with the data from the bacterial 
degradation provide an opportunity to determine in greater detail the dis- 
tribution of the isotope in the sugar. 
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Siifllcicnt material was available in four of the glucose samples for both 
a bacterial and a chemical degradation. In the chemical degradation, 
prol)ably the most reliable result is for position 6, since the formation 
of formaldehyde in the periodic acid oxidation is quite specific for primary 
alcu)hols. It will be noted in Table II that position G as determined by 
chemical degradation contained approximately the same concentration of 
isotope as did the 1,6 and 2,5 fractions obtained from bacterial degrada- 
tion. The only exception is the result from the doubly labeled acetate, 
Rats 69 to 75, in which the concentration of isotope in position 6 was 0.24 
as compared to that of 0.29 and 0.28 for the 2,5 and 1 ,6 positions. Possi- 
l)ly this result may be in error. A discrepancy in the results is indicated, 
l)ecause the average concentration of all fractions by bacterial degradation 
was higher than those from chemical degradation. 

On the whole, however, it is seen that the results are in agreement with 
the idea that carbon atoms 1, 2, 5, and 6 contain an equal concentration of 
isotope. This follows from the observation that in general carbon atom 
6 = 1,6; therefore carbon atom 1 = 6; also 1 or 6 or 1 ,6 = 2,5. It is to 
be noted that, although the results offer direct data indicating equality of 
positions 1 and 6, they do not give direct evidence that position 2 equals 
position 5. It seems likely, however, that this is the case from a consider- 
ation of the schemes of glycolysis. 

An evaluation of the relative concentration of in positions 3 and 4 
maybe obtained from the value for positions as determined chemically and 
that of the value for combined positions 3 and 4 from bacterial degrada- 
tion. Only a rough approximation is possible, however, because position 
3 in the chemical degradation is not completely specific. Position 3 as ob- 
tained in this method consists of formic acid and it is contaminated by 
formic acid arising from other positions. In part this contamination comes 
from unmethylated glucose, since the samples of glucoside contained at 
least 1 to 2 per cent free glucose. In addition some free glucose may be 
formed by hydrolysis of the glucoside during the oxidation. In the periodie 
acid oxidation of free glucose formic acid is formed from 5 of the 6 carbon 
atoms. The fact that contamination does occur is indicated by results ob- 
tained on glucoside prepared from pure glucose in which more than a mole 
for mole yield of formic acid was found (2). Contamination of position 3 
becomes apparent when thel ,6 and 2, 5 positions have a low or high concen- 
tration of isotope as compared to the 3 and 4 positions. Thus when 1, 2, 5, 
and 6 carbon atoms contained more isotope than carbons 3 and 4, the con- 
tamination gave a high value for carbon atom 3 as compared to carbons 3 
and 4; on the other hand when carbon atoms 1, 2, 5, and 6 contained a low 
concentration of isotope, the opposite effect occurred. These results were 
noted in most cases (see Table II). 

When consideration is taken of these sources of contamination of posi- 
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tion 3 , comparison of position 3 from chemical degradation with positions 
3 and 4 from bacterial degradation indicates that position 3 is approxi- 
mately equal to positions 3 and 4. Thus carbon atoms 3 and 4 probably 
contain an equal concentration, of All the results of Table II, there- 
fore, are in conformity with the idea that the two halves of glucose are 
identical. This is the distribution of isotope which is to be expected on the 
basis of the conventional schemes of glycolysis in which glucose is formed 
on an over-all basis by union of 2 pyruvate molecules through a carboxyl 
to carboxyl linkage (2). This prediction assumes that the triose isomerase 
acts sufficiently rapidly to equilibrate the isotope in the glyceraldehyde 
phosphate and dihydroxy acetone phosphate. It is apparent, however, 
that the methods do not permit the strictly quantitative measurement 
which would be necessary to prove this point rigidly. 

Evidence for Conversion of Fatty Acid Carbon to Glycogen by Pathway 
Other Than CO 2 Fixation 

It is apparent from Table 11 that after the feeding of carboxyl-labeled 
acetate or butyrate, as well as of jd-labeled butyrate, all, or practically all, 
of the detectable excess ^vas found in positions 3 and 4 of the glucose. 
Since these are the same positions as for CO 2 fixation, the results with these 
compounds provide no direct evidence that there is a mechanism other 
than CO 2 fixation by which the carbon of acetic or butyric acid is incorpo- 
rated into liver glycogen. However, after the feeding of o^-labeled acetate, 
doubly labeled acetate, or of a-labeled butyrate, not only carbonatoms 3 and 
4, but all degradation fractious contained significant amounts of These 
latter results furnish direct eridence that at least thea-carbon atoms of the 
fatty acids studied are incorporated into liver glycogen by some means in 
addition to CO 2 fixation. The possiblity that the presence of fatty acid 
has provided a route over which carbon may be incorporated as CO 2 into 
positions other than 3 and 4 of the glucose is excluded hy the results ob- 
tained when the carboxyl-labeled acids were fed. 

The level of isotope in the respiratory CO 2 has been used in attempting 
to evaluate the extent to which isotope from administered fatty acids 
reaches liver glycogen by CO 2 fixation. Buchanan et al. (1) fed rats ace- 
tate, propionate, and butyrate labeled with in the carboxyl position. 
On the basis of the radioactivity found in the liver glycogen and respiratory 
CO 2 in these experiments as compared with the radioactivity found in liver 
glycogen and respiratory COgin CO 2 fixation experiments, they attempted 
to apply a correction to the fatty acid experiments for the isotope deposited 
in the liver glycogen from CO 2 . An observed isotope content in the glyco- 
gen over and above that calculated as derived from CO& was taken to indi- 
cate conversion of fatty acid to glycogen by a second mechanism. These 
workers concluded that in the case of acetate CO 2 fixation alone could ac- 
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coimt for all of the of the glycogen., whereas for propionate and bii- 
tyrjite CO 2 fixation could account for only a fraction of the isotope found. 

In the present work, in the case of acetate as well as of butyrate, for all 
ty|)cs of labeling employed, the isotope was more abundant in carbon atoms 
3 and 4 of tlxe glucose than would be anticipated from the level of in 
the respiratory C (32 were CO2 fixation the only mechanism at work. For 
example, the excess in carbon atoms 3 and 4 of the glucose isolated from 
the liver of rats administered NaHC^^Os was only about one-sixth to one- 
seventh that found in the respiratory CO2 ( 2 ), while in the experiments 
with carboxyl-labeled acetate, the isotope in positions 3 and 4 was rela- 
tively twice as abundant as in the CO2 fixation experiments, being about 
one-third the excess noted in the respiratory CO2. 

Certain objections to comparisons of this sort may be pointed out. Ex- 
periments on CO2 fixation in which labeled bicarbonate has been given may 
not be regarded as suitable controls for experiments in which fatty acids 
have been fed, since the influence of fatty acid feeding on CO2 fixation has 
not been assessed. Furthermore, the isotope content of the respiratory CO2 
may not bear the same relationship to the isotope content of the intra- 
cellular CO2 in both instances, since the isotopic CO2 has been introduced 
into the animal as bicarbonate in one case and has arisen from the intra- 
cellular oxidation of an organic acid in the other. The experiments of Ball 
et aL ( 21 ), in which NaHC^^Os was administered and the specific activity of 
the NaHCOg of pancreatic juice and of the respiratory CO2 was found to 
be the same, cannot be considered as establishing the respiratory CO2 as 
a valid sample of the intracellular CO2 of all tissue cells with respect to 
isotope content, since the cells of external secretion of the pancreas are 
probably unique in their ability to concentrate bicarbonate. Hence it is 
apparent that experiments with the carboxyl-labeled acids provide only in- 
direct evidence regarding the transfer of the fatty acid carbon to glycogen 
by ways other than CO2 fixation, and, in view of the possible source of 
error described above, it is not surprising that the evidence of Buchanan 
et at (1) and of the present work is in conflict with respect to acetate. 

The present results with a-labeled and doubly labeled acetate, in which 
the isotope occurs in positions other than 3 and 4 of liver glucose, show 
conclusively, however, that this acid is converted to carbohydrate by path- 
ways other than CO2 fixation. 

Intermediary Metabolic Steps in Conversion of Fatty Acid 
to Glycogen 

Although in the present work we are observing only the initial and final 
stages whereby fatty acid carbon is transformed to glycogen, some discus- 
sion seems desirable concerning intermediate steps. 
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Because of the impressive evidence accumulating in favor of the tricar- 
boxylic acidj or Krebs cycle, as a general mechanism for the oxidation of 
carboliydrates, hats, and proteins, the present results will be considered in, 
terms of tJiis cycle. The cycle, abridged for purposes of simplicity, is pre- 
sented schematically in the accompanying diagram. The assumptions 
are made that the constituent hexose units of glycogen are formed from 
two 3-carbon fragments (represented by pyruvate) in accordance with the 
conventional schemes of glycolysis, and that the tricarboxylic acid cycle 
participates in the introduction of isotope into the 3-carbon fragment, 
pyruvate. 

It must be emphasized that the following discussion of metabolic path- 
ways for acetic and butyric acids is speculative. The possibilit}^ exists 
that the results of the present experiments, as well as of those on CO 2 fix- 
ation (2), may be explained by unknown metabolic conversions, or by modi- 
fications of reactions in the tricarboxylic acid cycle, or by reactions on the 
path between pyruvate and glucose. 

In the diagram it is to be noted that the carboxyl carbon of pyruvate 
becomes the 3 and 4 carbons of the glucose, the of-carbon becomes the 2 
and 5 carbons, and the ^d-carbon becomes the 1 and 6 carbons (Reaction a). 
Furthermore, since pyruvate is formed from the oxalacetate (Reaction h) 
by loss of the carboxyl adjacent to the methylene group (/3-carbox.yl group), 
the location of in the oxalacetate determines the location of the isotope 
in the pyruvate. 

The oxalacetate formed from pyruvate and isotopic carbon dioxide would 
contain labeled carbon in the id-carboxyl group only. In order to explain 
the location of fixed carbon dioxide in positions 3 and 4 of glycogen, it is 
assumed that the oxalacetate is converted to a symmetrical C 4 -dicarboxylic 
acid, represented l)y succinic acid in the scheme (Reaction c). In this way 
the labeled carl:)on becomes randomized between lioth carboxyl groups. 
Reversal of Reactions c and 6 would then yield carl)()xyl-labeled pyi'uvate 
and lienee glycogen labeled in positions 3 and 4. 

Pathways from Acetate to Glycogen--~'Fvom carboxyl -lal)elcd acetate the 
isotope is transferred via the cycle to both carboxyl groups of the* oxal- 
acetate (Reactions d, c, /, g, c) and decarboxylation of the oxalacetate 
results in carboxyl-labeled pyruvate (Reaction 6). Moreover, reentry of 
this labeled oxalacetate into the cycle cannot introduce the into any 
other position in the oxalacetate, because both carboxyl groups of tlie oxal- 
acetate are lost as CO 2 in the transformations of the cycle. This condition 
also applies in the case of CO 2 fixation. The scheme is thus in agreement 
with the observed results of Table II in that it indicates that either fixed 
carbon dioxide or the carboxyl of acetate will be only in the 3 and 4 posi- 
tions of the glucose. 

The results following the feeding of a-labeled acetate are also explained. 
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Condensation of C^^HsCOOH with oxalacetate would lead through the cycle 
to the formation of oxalacetate, the non-carboxyl carbons of which are la- 
beled, Decarboxylation of such oxalacetate yields a ,/3-labeled pyruvate 
and, hence, glycogen labeled equally in carbon atoms 1, 2, 5, and 6. These 
carbon atoms of the glycogen were found to contain excess isotope, but it 
will be observed in Table II that carbon atoms 3 and 4 also contained an 
excess of up to nearly one-half that in the other positions. Part of 
this labeled carbon undoubtedly was introduced by reentry into the cycle 
of isotopic oxalacetate generated in the cycle. Assuming recirculation in 
the cycle of such oxalacetate, one finds upon study of the cycle that at the 
end of the second circulation the concentration in the carboxyl groups 
of this compound is one-third that of the non-carboxyl carbons, and that 
with further recirculation of the oxalacetate the ratio of the isotope con- 
centration in the carboxyl carbons to that in the non-carboxyl carbons ap- 
proaches one-half. The methyl carbon of acetate can thus contribute sig- 
nificantly to the 3 and 4 positions of the glycogen, without conversion to 
CO2. 

The condensation of doubly labeled acetate with oxalacetate would lead 
through the cycle to the formation of oxalacetate, all carbon atoms of which 
are labeled; decarboxylation of such oxalacetate yields pyruvate and hence 
glycogen likewise with all its carbons labeled. Again the experimental 
results are in agreement with this expectation. If the route described is 
the only one by which acetate carbon is being converted to glycogen, the 
isotope concentrations should be equal in each carbon atom of the glucose 
chain. The deviation of experimental observations from this anticipation, 
i,e. a greater abundance of isotope in carbon atoms 3 and 4 than in the 
other fractions of the glycogen, is reasonably explained b}’^ the introduction 
of extra into these positions by CO 2 fixation. The fact that the ob- 
served content of the respiratory CO 2 (Table IV) was high in the ex- 

periments with the doubly labeled acetate is consistent with the idea that 
the extra came from CO 2 . The high content in the respiratory CO 2 
resulted because both carbons of the acid were labeled and therefore the 
average excess content was higher in this case than for the other acids 
administered. 

In addition to comparing the agreement between the predictions of the 
scheme and the observed data relative to the distribution of the isotope 
in the carbon chain of the glucose unit, there is also opportunity for a 
similar comparison on the basis of recovery of the isotope in the respira- 
tory CO 2 . 

The data on the respiratory CO 2 are shown in Table IV. The total 
respiratory CO 2 (column (a)) represents the sum of values for the three 
collection periods during which approximately equal quantities of CO 2 were 
obtained in each period. The total shown in column (6) was obtained 
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by summation of calculated values for these three periods. In column 
(c) is shown the per cent of the administered recovered in the respira- 
tory CO2. These values were calculated from column (b) and the mM; 
of administered, which may be calculated from the per cent in 


Table IV 

Data on Respiratory CO2 


Fatty acid administered 

Rat No. 

Os 

CO2 

1 

yi respirat 
by collect 
periods 

2 

ory 

ion 

3 

Total 

respi“ 

ratory 

CO2 

( 0 ) 

Total 
css in 
respi- 
ratory 
CO2 

(&) 

Adminis- 

tered 

recovered 

in 

respiratory 

CO2 

(^) 

Respi- 

ratory 

CO2 

from 

admin- 

istered 

fatty 

acid 

id) 




atom 

per 

cent 

excess 

atom 
per cent 
excess 

atom 

per 

cent 

excess 

mM 

mM 

per cent 

per cent 

CH 3 C 13 OOH 

33, 

34 

0.20 

0.33 

0.37 

37.4 

0.115 

19 (24)* 

12 

it 

38 


0.20 

0.44 

0.39 

11.2 

0.047 

16 (20)* 

16 

cmzcooii 

100 

,101 

0.16 

0.35 

0.32 

37.1 

0.100 

35 

14 

it 

102 

,103 

0.20 

0.31 

0.32 

35.4 

0.097 

31 

14 

cm.c^^ooii 

51 


0.34 

0.60 

0.59 

18.3 

0.094 

20 

12 

it 

63 


0.41 

0.66 

0.61 

20. S 

0.119 

24 

13 

it 

64 


0.42 

0.64 

0.61 

22.2 

0.127 

26 

13 

it 

69 


0.41 

0.69 

0.74 

18.6 

0.114 

22 

13 

ii 

70 


0.70 

0.90 

0.62 

19.5 

0,137 

27 

15 

tc 

71 


0.54 

0.95 

0.91 

19.4 

0.158 

34 

IS 

i( 

72 


0.50 

0.76 

0.72 

20.1 

0.134 

29 

14 

a 

73, 

74 

0.39 

0.58 

0.65 

31.5 

0.173 

30 

12 

CH 3 CH 2 CH 2 C 13 OOH 

53 


0.17 

0.27 

0.19 

23.1 

0.050 

20 

22 

a 

67 


0.20 

0.36 

0.33 

20.0 

0.061 

27 

31 

CH3CH2C1'^H2C00H 

81, 

82 

0.07 

0.11 

0.14 

32.9 

0.035 

17 

n 

it 

83, 

84 

0.06 

(O.lO)t 

0.13 

30.] 

0.028 

14 

10 

Cl-bCisH^CHaCOOH 

89, 

90 

0.26 

0,31 

0.26 

31.1 

O.OvSO 

29 

26 

a 

91, 

92 

0.28 

0.35 

0.21) 

33.5 

0.103 

36 

28 


* The collection periods were 40 minutes each. The values in parenf Ii(\soh are 
the observed values multiplied by 5/4 to make the results comparable with the n'st 
of the experiments, 
t Assumed \mlue. 


the administered acid (Table II) and the amount of fatty acid given 
(Table I) . 

The values in column (c) indicate the proportion of the total amount of 
the isotopic carbon of administered acetate which was oxidized to CO2 in 
2 | hours under the conditions of the experiment. The values in column 
(d) present a different aspect in that they indicate what part of the respira- 
tory CO2 came from the fatty acid compared with that from other non- 
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labeled materials in the metabolic pool of the animal. The figures in col- 
umn (d) indicate simply the dilution of the administered isotope by non- 
isotopic carbon and were obtained by the following calculation. 

Atom % excess in respiratory CO2 
Atom % excess O® in fed fatty acid 

The values for the denominator are given in Table II, while those for the 
numerator may be calculated from Table IV, columns (a) and (fe). 

It should be emphasized that this calculation (column (d)) assumes (ex- 
cept for the doubly labeled acid, for which no such assumption is neces- 
sary since both carbon atoms contain an equal isotope concentration) that 
all carbons of the fatty acid chain in question are converted to CO2 at equal 
rates. 

As nearly as can be judged from the limited data available in Table IV, 
all types of labeled acetate are oxidized at about the same rate. The aver- 
age for acetate is 27 per cent; i.e., 27 per cent of the isotope was recovered 
in the respiratory CO2 in 2 | hours. Likewise that part of the respiratory 
CO2 that came from the fatty acid was for all types of acetate the same, 
the average being 14 per cent of the total CO2. 

It is apparent that if the carboxyl carbon of acetate were actually con- 
verted to CO2 more rapidly than the methyl carbon these values would 
have been higher for the carboxyl-labeled acid than for the methyl-labeled 
acid, and the values for the doubly labeled acetate would have been inter- 
mediate. The fact that all types of labeled acetate give the same results 
in the respiratory CO2 is in agreement with the predictions of the cycle. 
Study of the schematic diagram will reveal that, at the end of the second 
circulation of oxalacetate through the cycle, one-half as much of the car- 
boxyl carbon of the oxalacetate has been derived from the methyl carbon 
of the acetate as from the carboxyl carbon of the acetate. By further re- 
peated circulation the total contribution of the carboxyl and methyl car- 
bons of acetate to the carboxyl carbons of oxalacetate approaches equality. 
Since it is the carboxyl carbons of oxalacetate which yield CO2 on passage 
through the cycle, the rate of conversion of the methyl carbon of acetate 
to CO2 should approach that at which the carboxyl carbon is so converted. 

From the foregoing it is concluded that both carbons of acetate are con- 
verted to CO2 at approximately equal rates. This finding, as well as the 
results of the distribution of the isotope in the glucose, thus seems to be 
consistent with the suggestion that acetate may be oxidized by the tricar- 
boxylic acid cycle. 

It is noteworthy that the conversion of acetate to glycogen via the cycle 
cannot account for a net increase in glycogen from acetate carbon per se, 
since 2 moles of CO2 are produced for each mole of acetate that enters the 
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cycle. This is iii agreement with the fact that glycogen is not deposited in 
the liver of the fasted rat following the feeding of acetate alone. As pre- 
vioiivsly noted j however, the net change in glycogen in an animal may be 
as much dependent on the effect of the fed compound on the l)alancc of the 
dynamic equilibrium of the body as it is on whether or not there is a mech- 
anism for net transfer of carbons from the compound to the glycogen. The 
formation of glycogen in the traditional sense {i.e., net glycogen deposition) 
contrasted Avith an actual transfer of carbon from a compound to glycogen 
as measured with isotopes may have no relation. When viewed in terms 
of actual movement of carbon to glycogen, it is apparent that short chain 
fatty acids and, in all probability, long chain fatty acids as well can be 
converted to carbohydrate. Bloch and Rittenberg (22) have shown that 
a long chain fatty acid (myristic acid) can give rise to acetyl groups in the 
intact organism. . Furthermore it has been reported that acetate enters 
aspartic acid and glutamic acid, which are considered to be in biological 
equilibrium Avith carbohydrates by routes other than CO 2 fixation (23). 
These considerations together with present results AAuth acetate indicate 
that glycogen carbon can be derived from long chain fatty acids. 

It should be pointed out that the conversion of acetate to succinate by 
methyl to methyl condensation and a subsequent conversion of the suc- 
cinate to pyruvate and then to glycogen would meet all the requirements of 
the present experimental data. Therefore on this basis there is no reason 
to exclude this mechanism. On the other hand the conversion of acetate 
to glycogen by a mechanism involving the formation of pyruvate by ad- 
dition of a 1 -carbon compound to the carboxyl of acetate (or a derivative) 
can be excluded. If this occurred, it would be expected that carboxyl-la- 
beled acetate and probably carboxyl- and /^-labeled butyrate would give 
rise to a ci:-labeled pyruvate. This type of pyruvate apparently was not the 
means of entrance of the acetate, for if it AA^ere, one AA^oiild expect labeling 
to appear mainly in the 2,5 positions of the glucose. Actually this did 
not happen to a significant extent. On the other hand the results do not 
necessarily exclude the addition of a 1-carbon compound to the methyl 
carbon of acetate. 

It is thus seen that, although the results are in agreement with the tri- 
carboxylic acid cycle as a mechanism of conversion, this is by no means the 
only mechanism Avhich Avould explain the results. 

Pathways from Butyrate to Glycogen — There is a large body of experi- 
mental facts which indicates that fatty acids may be oxidized by /3 oxi- 
dation to acetate or derivatives of acetate (22, 24). If this occurs, it is 
reasonable to suppose that the resulting acetate Avould be converted to 
glycogen. With different types of labeled butyrate it should be possible 
by comparison ivith results obtained with the different kinds of labeled 
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acetate to determine whether or not the ^ oxidation scheme suitably ex- 
plains butyrate metabolism in intact animals. Thus carboxyl-labeled bu- 
tyrate or jd-labeled butyrate should be equivalent to carboxyl-labeled ace- 
tate and lead to the deposition of glycogen with isotope limited to the S 
and 4 carbon atoms of the glucose unit. 

CHrCHrCHrCi^OOH CHa-CO-CHa-Ci^OOH -> CH 3 COOH -f CHsCi^OOH 

CH3‘C^3H2.cH2-COOH CH 3 -Ci^O-CH 2 -COOH CHsC^^OOH -h CH 3 COOH 

a-Labeled butyrate should be equivalent to methyl-labeled acefcate and 
lead to the deposition of glycogen with isotope preponderantly in carbon 
atoms 1, 2, 5, and 6. 

CH 3 *CH 2 *Ci 2 H 2 *COOH CH3-CO-C13H2-COOH CH 3 COOH -f C^^HcCOOH 

The results shown in Table II are in complete agreement with these pro- 
posals and offer support to the idea that butyrate undergoes ^ oxidation 
and that the resulting 2-carbon compound may be converted to glycogen 
via the tricarboxylic acid cycle through reactions similar to those previously 
described for acetate. It is realized, of course, that what are observed in 
these tests are the end-results and that no real information is given on 
intermediate steps. There may be other mechanisms which would fulfil 
the requirements of the data, but at present the ^ oxidation theory appears 
adequate. 

The present results apparently rule out, at least for the conditions of 
these experiments, the formation of glycogen by cc oxidation of butyrate 
to succinate as suggested by Blixenkrone-Moller (25) . Whereas the results 
with carboxyl- and a-labeled butyrate could be explained by this mech- 
anism, it cannot explain the results with the /?-labeled butyrate. By a? 
oxidation to succinate, isotope from jS-labeled butyrate would be located 
predominantly in positions 1, 2, 5, and 6 of the glycogen, as illustrated by 
the following equations. 

CH3*C'»H2-CH2-C00H ^ C00H-C«H2-CH2-C00H 

COOH-Ci^Ha-CO-COOH Ci^Ha-CO-COOH 

or or 

COOH* • CHs- COOH CHa- • COOH Glucose 

Actually, as already noted, a significant excess of could be detected 
only in positions 3 and 4. It should be noted that this distribution proba- 
bly would not result by co oxidation even if the resulting dicarboxylic acid 
were not symmetrical. From anunsymmetrical C 4 -dicarboxylic acid either 
of the two types of pyruvate as illustrated above would be expected and 
neither would give a glucose unit labelled in positions 3 and 4. Further- 
more the oxidation of butyrate to succinate, followed by cleavage in the 
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center, to 2 molecules of acetate is not likely, because this mechanism would 
be expected to give a glucose from jS-labeled butyrate like that obtained 
from methyl-labeled acetate, whereas it did not. 

Metabolism of butyrate via acetate would not directly provide for a net 
increase in carbohydrate precursors, but such an increase if it does occur 
(as indicated, for example, by the work of Blixenkrone-Moller, wherein 
glucogenesis was reported in perfused livers following the administration 
of butyrate) could be an indirect effect of the fatty acid. The presence of 
butyrate may exert a sparing effect and cause the accumulation of glycogen 
from available carbohydrate or carbohydrate precursors derived from 
protein. 

If butyrate is metabolized via acetate, one might expect, from the results 
on the three types of labeled acetate, that all carbon atoms of butyrate 
would be converted to CO2 at approximately equal rates. From the data 
on respiratory CO2 (Table IV) it would appear that the carboxyl and 
carbons of butyrate are burned much more rapidly than is the a-carbon. 
Unfortunately, the experiments with the a-labeled butyrate are not en- 
tirely comparable to those in which the carboxyl- and /^-labeled acids were 
fed, since considerably smaller amounts of the a-labeled butyrate were ad- 
ministered and also this fatty acid was contaminated with appreciable 
amounts of non-isotopic propionate (see Table I). Both these factors 
would lower the relative amount of labeled carbon in relation to the total 
metabolic pool and thus the in the respiratory CO2 would be less con- 
centrated. As a consequence of this, as judged by column (d), Table IV, 
which gives the dilution in the respiratory CO2 of administered isotope by 
non-isotopic metabolic CO2, the oxidation of the ce-carbon would be indi- 
cated to be relatively lower than for the other positions. Actually, how- 
ever, a proportionally greater oxidation of non-isotopic material may have 
been the real cause of this difference. The values for the per cent of the 
administered isotope recovered in the CO2 (column (c)) also indicate a 
slower oxidation of the a-carbon, but no definite conclusion seems justified 
on the basis of the two results, for it is seen in column (c) that there is a 
great deal of variation in the results from one experiment to another. This 
variation may in part be caused by variation in absorption. Thus at 
present there is no reliable indication that the rate of oxidation differs 
for the individual positions of the butyrate molecule and this question 
must be left open. 

Considered as a whole, these studies with acetate and butyrate which 
have been performed on intact normal animals have yielded results which 
agree remarkably well with predictions from schemes which have been de- 
rived for the most part from studies in vitro. The results give some evi- 
dence that the tricarboxylic acid cycle is an active mechanism in the normal 
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animal; also the evidence lends support to the conventional schemes of 
glycolysis. It should be borne in mind that, although these studies were 
made on whole, fasted animals, they probably represent in a large part the 
metabolism of the liver. It is conceivable that studies of longer duration 
with glycogen from other tissues might yield results which differed from 
the present results. Conceivably kidney, heart, etc., may follow metabolic 
pathways with some variations from the metabolism of liver. 

SUMMARY 

The glycogen of rat liver was isolated following feeding, by stomach 
tube, of glucose plus either acetate or butyrate labeled with The 
glycogen was hydrolyzed to glucose, and the latter degraded. 

After the administration of CHs-Ci'OOH or CHs-CHs-CHa-aWH as 
well as after the administration of CH 3 *C^®H 2 -CH 2 -COOH, all of the ex- 
cess isotopic carbon in the glycogen was found in positions 3 and 4 of the 
glucose unit. Since these are the same positions as for CO 2 fixation, and 
since considerable amounts of isotopic carbon appeared in the respiratory 
CO 2 , it was impossible from location of in the glycogen to determine 
whether there was an additional pathway of conversion of fatty acid 
carbon to glycogen. 

With CmrCOOR or CmvO^OOR or CH3-CH2*a3H2-COOH, all de- 
gradation fractions of the glycogen contained excess This is considered 

direct evidence that at least the a-carbon atoms of acetate and butyrate 
can enter glycogen by a pathway other than CO 2 fixation. 

The distribution of isotope found in liver glycogen is consistent with 
formation of 3-carbon carbohydrate fragments from acetate and butyrate 
via the tricarboxylic acid cycle, and synthesis of the 6-earbon glycogen 
units from two 3-carbon fragments through reversal of the conventional 
reactions of glycolysis. 

The results after the administration of butyrate are consistent with the 
^ oxidation of butyrate to 2 molecules of acetate, but inconsistent with 
w oxidation of butyrate to succinate. 

These observations have been made with intact animals and provide 
some evidence for the functioning, under in vivo conditions, of schemes 
based largely on in vitro studies. 

We wish to thank Dr. Walton Shreeve, Miss Carol Carlson, Miss Eleanor 
Davies, Miss Bernice Theissen, and Miss Margaret Cook for help with a 
number of the chemical determinations, and Dr. A. 0. C, Nier of the De- 
partment of Physics, University of Minnesota, for most of the mass 
spectrometer measurements. 



1284 


LIVEB GLYCOGEN 


BIBLIOGRAPHY 

L Buclianan, J. M., Hastings, A. B., and Ncsbett, F. B., J . Biol. Chem.^ 150^ 413 
(1043). 

2. Wood, H. G,, Lifson, N., and Lorber, V., J. Biol. Cheni., 159, 475 (1946). 

3. Lifson, N., Lorber, V., and Wood, H. G., Federation Prve., 4, 47 (1045). 

4 . Lorber, V., Lifson, N., and Wood, IT. G., J. Biol. Ghent., 161, 411 (1945). 

5. Lifson, N., Lorber, V., Sakami, W., and Wood, H. G., FederaUon Proc., 6, 152 

(1947). 

6. Osborn, 0. L,, Wood, H. G., and Werkman, C. H., Ind. and Eng. Chem., AnaL 

Ed., 5, 247 (1933). 

7 . Anker, H. S., J. Biol Chem., 166, 219 (1946). 

8. Cramer, R. D., and Ivistiakowsky, G. B,, J. Biol. Chem., 137, 549 (1941). 

9. Stably, G. L., Osborn, 0. L., and Werkman, C. IT., Anahjst, 69, 319 (1934). 

10. Sakami, W., Evans, W. E., and Gurin, S., J. Am. Chem. Soc., 69, 1110 (1947). 

11. Adkins, H., and Folkers, K., J . Am. Chem. Soc., 53, 1095 (1931). 

12. Folkers, K., and Adkins, H. J., J. Am. Chem. Soc., 64, 1145 (1932). 

13. Norris, J. F., Am.. Chem. J., 38 , 627 (1907). 

14. Bischoff, C. A., Ber. chem. Ges., 28 , 2622 (1895). 

15. Stetten, D., Jr., and Boxer, G. E., J. Biol. Chem., 166, 231 (1944). 

16. Good, C. A., Kramer, H., and Somogyi, M., J. Biol. Chem., 100, 485 (1933). 

17. Van Slyke, B, D., and Folch, J., J. Biol Chem., 136, 509 (1940). 

18. Shaffer, P. A., and Hartmann, A. F., J. Biol. Chem,, 46, 365 (1921). 

19. Folin, 0., and Malmros, H., J. Biol. Chem., 83, 115 (1929). 

20. Osborn, 0. L., and Werkman, C. FL.,Ind. and Eng. Chem., Anal. Ed., 4, 421 (1932). 

21. Ball, E. G,, Tucker, H. F., Solomon, A. K., and Vennesland, B., J. Biol. Chem., 

140, 119 (1941). 

22. Bloch, K., and Rittenberg, D., J. Biol Chem., 166, 243 (1944). 

23. Rittenberg, D., and Bloch, I\., J. Biol Chem., 157, 749 (1945). 

24. Medcs, G., Weinhouse, S., and Floyd, N. F., J . Biol. Chem., 157, 35 (1945). 

26. Blixenkrone-Moller, N., Z. physiol. Chem., 252, 137 (1938), 



INFLUENCE OF TESTOSTERONE PROPIONATE ON 
THE PLASMA AND LIVER PROTEINS 
OP HYPOTHYROID RATS"^ 

By JAMES H. LEATHEM 

(From the Bureau of Biological Research, Rutgers University, New Brunswick) 

(Received for publication, July 23, 1948) 

Clinically a relationship between thyroid activity and blood protein 
levels has been indicated by a hyperproteinemia in myxedema (1) and is 
correlated with an increase in globulin levels (2). This relationship has 
been observed in dogs (3) and has been seen repeatedly in thyroidectomized 
rats and in rats fed antithyroid drugs (4-6). Since a decrease in weight 
of the seminal vesicles followed thyroidectomy (7) and thiourea feeding 
(8), the implication that androgen production is waning in hypothyroidism 
invited the study of testosterone propionate action in rats fed antithyroid 
drugs. These data aid in determining whether hypothyroidism or hypo- 
gonadism is of primary importance in causing the rise in plasma globulin 
associated with both conditions. Furthermore, an effect might be antici- 
pated, since androgen administration induced nitrogen retention in a cre- 
tin (9). 

Liver size and the ratio of liver protein to body weight increased after 
thiouracil feeding (10). In view of the known protein anabolic action of 
androgens (11) studies concerning liver protein in the hypothyroid state 
with and without concomitant androgen are presented. 

EXPERIMENTAL 

Male rats of the Long-Evans strain were used when 150 days old and 
were kept in metabolism cages for measurement of daily food intake. The 
rats were raised on Purina fox chow (20.1 to 23,9 per cent protein) and it 
was also fed during the experimental period. Thiourea and thiouracil^ 
were added as 0.5 per cent of the diet, and the rats fed ad libitum. Other 
groups received thiourea or thiouracil and testosterone propionate^ or were 
normal rats with and without androgen, but all were pair-fed with the 
group on the goitrogic substance alone, as thiourea and thiouracil reduce 

* Supported by the Protein Metabolism Fund of the Bureau of Biological Research, 
Rutgers University, initially, and completed under a contract with the Office of Naval 
Research, Navy Department. 

1 Thiouracil (deravet) was supplied by Dr. Mark Welsh, Lederle Laboratories 
Division, American Cyanamid Company, Pearl River, New York, and testosterone 
propionate (perandren, Ciba) was supplied by Dr. E. Oppenheimer, Ciba Pharmaceu- 
tical Products, Summit, New Jersey. 
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food intake. After a 20 to 27 day experimental period the rats were 
lightly anesthetized with ether and bled from the heart. Hematocritj 
non-protein nitrogen, total plasma protein, albumin, and globulin, were 
determined. Albumin and globulin were separated by the Howe method 
(12), as modified by Robinson, Price, and Hogden (13), Nitrogen values 
were corrected for non-protein nitrogen and converted to protein by use 
of the factor 6.25. Liver nitrogen was determined after the organ had 
been dried to constant weight at 95° and ground to uniform consistency. 

Results 

Thiourea feeding reduced food intake to an average of 273 gm. per rat 
for 20 days, as compared to the 335 gm. consumed by rats eating ad libitum. 
The reduced food intake resulted in a loss in body weight which, however, 
was greater in the thiourea-fed rats than in pair-fed controls. Testosterone 
propionate administered subcutaneously at a level of 0.1 mg. daily did not 
prevent weight loss, although this androgen caused retention of urinary 
nitrogen in men on a restricted caloric intake (14). 

Thiourea-fed rats exhibited a decrease in hematocrit and an increase in 
non-protein nitrogen, but an increase was not observed in normal rats on 
reduced food intake. Of the deviations from normal in rats fed thiourea, 
only non-protein nitrogen remained within the normal range in rats re- 
ceiving both thiourea and androgen. Total plasma protein was increased, 
by thiourea, owing to an increase in concentration of plasma globulin, 
while plasma albumin levels were unaltered (Table I). The androgen had 
a tendency to reduce the elevated plasma protein levels, but the differences 
were not significant. In the normal rat on restricted food intake, the 
plasma globulin level had a tendency to be higher than in rats fed ad libitum^ 
being 2.72 gm. per cent compared with 2.51 gm. per cent. Androgen ad- 
ministration reduced the plasma globulin to a normal concentration, but 
in all cases the data are of border line significance. 

Although the daily dosage of 0.1 mg. of testosterone propionate was 
adequate in maintaining weight of the seminal vesicles in castrated rats, 
this dosage was essentially ineffective in maintaining normal plasma protein 
levels in hypothyroid rats. It seemed advisable to repeat the entire ex- 
periment with 0.5 mg. of androgen daily, but the results generally dupli- 
cated the data obtained with the lower dosage. 

The possibility that a toxic action of thiourea may have masked the 
action of testosterone on the concentration of plasma protein prompted 
the use of thiouracil. Thiouracil fed at 0.5 per cent reduced food intake 
to 300 gm. per rat over 20 days, causing a modest loss in body weight, 
which was duplicated by pair-fed controls. 0,5 mg. of testosterone pro- 
pionate was used alone and in combination with thiouracil Loss in body 
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weight was not prevented by testosterone propionate, but the increase in 
non-protein nitrogen and the decrease in hematocrit induced by thiouracil 
could be largely prevented by androgen administration. Thiouracil in- 


Table I 

Plasma Protein Concentrations in Rats Treated with Thiourea (0.5 Per Cent) and 
Testosterone Propionate (0.1 Mg.) 


No. of 
rats 

Treatment 

Body 

weight’ 

Hemato- 

crit 

Non-protein 

nitrogen 

Total 

protein 

Albumin 

Globulin 



gm. 

per cent 

mg. per 

100 cc. 

gm. per 
100 cc. 

gm. per 
100 cc. 

gm. per 
100 cc. 

12 

Thiourea 

294-256 

40.5 

68 

6.66 

3.49 

3.17 




il.Of 

±3.4 

±0.10 

±0.12 

±0.09 

12 

4* testos- 

294-259 

41.3 

60 

6.41 

3.38 

3.02 


terone propionate 


±1.1 

±3.2 

±0.11 

±0.15 

±0.09 

12 

Normal, pair-fed 

288-271 

45.4 

58 

6.10 

3.37 

2.72 




±0.8 

±3.2 

±0.07 

±0.06 

±0.09 

6 

-f* testos- 

303-280 

46.3 

57 

5.93 

1 3.36 

2.57 


terone propionate 


±1.2 

±4.0 

±0.07 

±0.14 

±0.14 


* Initial and final. 


t € = V2dV(n(n - 1)). 


Table II 

Plasma Protein Concentrations in Rats Treated with Thiouracil (O.S per cent) and 
Testosterone Propionate (0.5 Mg) 


Each group consisted of twelve rats. 


Treatment 

Body 

weight* 

Hematocrit 

Non-protein 

nitrogen 

1 Total 
protein 

Albumin 

Globulin 


gm. 

per cent 

mg. per 

100 cc. 

1 gm. per 
lOO cc. 

gm. per 
100 cc. 

gm. per 

100 cc. 

Thiouracil 

336-326 

44.4 

66 

6.81 

3.26 

B.55 



±0.5 

±1.7 

±0.09 

±0.08 

±0.17 

“ 4- testos- 

331-317 

46.4 

58 i 

6.95 

3.36 

3.59 

terone propionate 


±0.6 

±2.5 

±0.10 

±0.07 

±0.13 

Normal, pair-fed ' 

336-315 

48,7 

56 

6.04 

3.19 

2.85 



±0.6 

±1.1 

±0.11 

±0.08 

±0.14 

+ testosterone 

324-312 

. 49.7 

54 

6.08 

3.23 

2.85 

propionate 


±0.7 

±2.7 

±0.08 , 

±0.10 

±0,09 


* initial and final. 


creased plasma globulin concentrations in the absence of a change in 
plasma albumin levels (Table II), and the administration of androgen was 
without effect. The increase in plasma globulin in rats due to thiouracil 
is associated with an increase in a-globulin (6), and <a-naphthylthiourea 
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incites a similar reaction in dogs (15). The antithyroid drugs have varied 
toxicitieSj and thus their action might be to stimulate the adrenal, the 
secretions of which increase serum globulin (16). The action of anti- 
thyroid drugs on plasma protein levels would seem to be independent of 
adrenal excitation, howe^’‘cr, since these compounds reduce adrenal ac- 
tivity (17, 18). Furthermore, normal globulin levels can be maintained 
in hypophysectoittized rats with thyroxine (4), and adrenocorticotropic 
hormone does not release globulin in these animals (19). 

Table III reveals that thiouracil will increase liver weight significantly 
without changing the percentage of water or protein. Consequently the 
total liver protein in the body and the liver protein in gm. per 100 gm. of 
body weight were significantly above normal. Testosterone propionate 

Table III 

Influence of Thiouracil (0.5 Per Cent) and TcstoBlerone Propionate (0.5 Mg.) on Liver 

of Adult Rats 

Each group consisted of seven rats. 


Treatment 

Liver weight 

Water 

Total 

protein 

Liver protein 


^m. 

gm. per 
lOO gm. 
body 
weight 

per cent 

gm. 

per cent 
dry 
weight 

gm. per 100 gm. 
body weight 

Thiouracil 

15.2 

4.4 

71.0 

2.93 

66.9 

0.887 (O.SOl-0.999) 


=b0.9 

±0.3 

±0.3 

±0.13 

±1.2 


+ testos- 

13.2 

4.2 

70.3 

2.63 

67.2 

0.835 (0.714-0.910) 

terone propionate 

±0.7 

±0.3 

±0.2 

±0. 11 

±1.2 


Normal, pair-fed 

10.0 

3.3 

70.1 

2.27 

69.9 

0.719 (0. 652-0. 7S8) 


±0.6 

±0.2 

±0.6 

±0.10 

±1.7 


“ -f testos- 

10.9 

3.5 

69.9 

2.27 

70.1 

0.717 (0.626-0.866) 

terone propionate 

±0.9 

±0.3 

±0.3 

±0.13 

±1.5 



was essentially wfithout effect on the liver water or protein in thiouracil - 
fed or normal pair-fed rats. The increase in liver weight induced by 
thiouracil was less pronounced when androgen was administered con- 
comitantly. The increase in the ratio of liver protein to body W'eight is 
obtained only after thiouracil feedings (10), thyroidectomy favoring liver 
atrophy (20). The thiouracil action is surprising in the w^ake of reduced 
food intake, since the liver can be depleted of protein quickly (21). The 
increase in liver weight might also be aided by an increase in fat (22) and 
glycogen (23), but contradictory data have also been reported regarding 
these components in the liver (23, 18). 

SUMMARY 

H 3 rpothyroidism induced by feeding thiourea or thiouracil resulted in 
an increased concentration of total plasma protein, plasma globulin, and 
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non-protein nitrogen. Plasma albumin concentration was not cliapged, 
but the liematocrit decreased. An increase in liver size, while water and 
protein remained at normal percentages, resulted in an increased liver 
protein in the body after thiouracil feeding. Testosterone propionate in 
doses of 0,1 and 0.5 mg, daily did not alter the plasma or liver proteins of 
hypothyroid rats, except to reduce the non-protein nitrogen. The slight 
rise in plasma globulin sometimes associated with restricted food intake 
was prevented by testosterone propionate administration, and the increase 
in liver weight induced by thiouracil was less pronounced when androgen 
was administered concomitantljn 
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STUDIES ON THE STRUCTURE OF LYCOMARASMIN 

By D. W. WOOLLEY 

{From the Laboratories of The Rockefeller Institute for Medical Research^ New Yorh} 

(Received for publication, July 3, 1948) 

Plattner and Clanson-Kaas (1) have isolated a substance called lyco- 
marasmin from the culture filtrates of the phytopathogenic fungus 
Fmarium lycopersici. When this organism infects tomato plants, it causes 
the leaves to wilt and curl, and this is believed to be due to the formation of 
a toxin which can be demonstrated in the intercellular spaces of the host ( 2 ) . 
A similar toxin is formed by the fungus growing in synthetic medium^ 
because filtrates of such cultures cause excised tomato leaves to wilt and 
curl just as they do on infected plants. The lycomarasmin which was 
isolated from these filtrates had the same powers against tomato leaves and 
represented a considerable portion of the toxic activity of the culture. 

Plattner and Clauson-Kaas (3) found that lycomarasmin was a small 
molecule of empirical formula C 9 H 16 O 7 N 3 , and that it yielded on hydrolysis 
two amino acids, glycine and aspartic acid. Since these constituents 
would leave only 3 carbon atoms and 1 nitrogen atom unaccounted for, and 
since mild hydrolysis led to the formation of 1 molecule of ammonia, a 
labile grouping was indicated in the molecule, and indeed, the failure of the 
toxin to give a blue color with ninhydrin, or Ns in the Van Slyke reaction 
with HNOs, suggested that the unidentified 3 carbon and 1 nitrogen did 
not belong to a conventional amino acid such as alanine. The instability 
of lycomarasmin was well illustrated by the finding that heating it in water^ 
or merely allowing the free acid to stand for long periods in aqueous solution, 
led to the formation of a biologically inactive compoimd, C9H12O7N2, which 
differed from the toxin by the elements of NH3. This latter compound was 
designated Substance 1. Largely on the basis of these findings, a structure 
was proposed for lycomarasmin (Fig. 1 ). 

Since strepogenin had been shown to be quite probably a derivative of 
glutamic acid (4), the hypothesis occurred to us that lycomarasmin and 
strepogenin might be structural analogues in which the glutamic acid of the 
growth factor strepogenin was replaced by aspartic acid in the inhibitory 
or toxic lycomarasmin. The occurrence of glycine in both substances (3, 5) 
was interesting in this connection. Therefore, an investigation of the 
structure of lycomarasmin was begun in this laboratory in the hope of 
throwing light on the constitution of strepogenin. Lycomarasmin had 
been obtained in pure form, whereas strepogenin had not. 

The results of these studies do not seem to be compatible with the struc- 
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tiirc^ proposed bj’" Pkittiier and Clausoii-Kaas (3), which, was admittedly 
teiil'al'ive. In tlie first place, lycomarasinin (am lie shown to l)e a derivative 
of asparagine. If the toxin is treated with a solution of lvO.Br, a Hofmann 
d(^gradati«:)n apparentl}^ occurs, and juspaiiic acid cam no longer 1)0 found in 

HOOC— CHo NHo 

I I 

JiOOC — CH — ISfH— CO —CH2— NH— CH 

COOH 

Fig. 1, Structure of lycomarasmiri according to Plattner and Ciauson-Kaas 

the hydrolytic products. Substance I of Plattner and Clauson-Kaas, on 
the otlier hand, maintains its aspartic acid after treatment with hypo- 
bromite. The location of the 3rd N atom thus is indicated. In the second 
place, lycomarasmin yields iodoform, whereas Substance I does not. 
Tlierefore, the grouping 

O 

/ 

Ctb— c 


H or C 

must be present in (or derivable from) the former but absent from the latter. 
As Plattner and Clauson-Kaas (1) have indicated, no free aliphatic NH 2 
group seems to be present, so that when either lycomarasmin or Substance 
I is treated with HNO 2 , neither glycine nor aspartic acid is destroyed. 
When lycomarasmin is tosylated with ^^-toluenesulfonyl chloride in warm, 
alkaline solution, a simultaneous cleavage takes place, and an ethyl acetate- 
soluble tosyl derivative is formed. On careful hydrolysis this derivative 
yields tosylglycine and aspartic acid, from wdiich it may be concluded that 
tlie tosyl cku'ivarive is probably tosylglycylaspartic acid. The unstable 3 
0 moiety of the toxin is probal)ly lost during the acylation. Biil)siance I 
apparently contains a double bond, because it adds l)romine in th(3 cold to 
give a lialogenatod derivative. 

In view of these facts, the structures of Fig. 2 are proposed to reproscmt 
lycomarasmin and Substance 1. The toxin thus would contain a derivative 
of the unstable amino acid, o:-hydroxy alanine. This is stabilized in such a 
way as not to lose ammonia by the replacement of 1 hydrogen atom of its 
amino group by the nitrogen-free part of a glycine residue. This new and 
unstable amino acid has been suspected to occur in another product of 
fungi, namely ergotamine, as demonstrated by Jacobs and Craig (6). 

A second motive which stimulated the work was the realization that 
lycomarasmin was a small molecule, composed of amino acid residues, 
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with marked biological activity. It might thus serve well as a model for 
the study of some aspects of the structure and biological activities of pro- 
teins. Being a small molecule, it could be subjected to searching proof of 
structure and to chemical rearrangement of the component parts by totally 
synthetic means much more readily than is true for the proteins. 

The easy conversion of lycomarasmin into Substance I merely by heating 
or standing is an interesting analogy to heat-inactivation of more complex 
peptides or proteins. Thus the active toxin is converted to an inactive 
product in the reaction. If the formulation in Fig. 2 is correct, the chemical 
change in this case would involve the loss of water between the unstable 
tertiary alcoholic group and the H of the adjoining methyl group. The 


H«:woc— CH2 CH3 

^ 1 1 - 
HOOG — CH — NH— CO — NH — C — OH 

CCOH 

Jjycom Qrasmin 


HOOC— CH2 

1 

HOOC — CH— l^H—CO — — 


CH 


II 

C 


2 


COOH 


Substance I 

Fig. 2. Proposed structures for lycomarasmin and for Substance I of Plattner and 
Clauson-Kaas. 


ammonia wiiich is liberated during the reaction would arise by concomitant 
hydrolysis of the amide group of the asparagine residue. 

An attempt was made to synthesize lycomarasmin as represented in Fig. 2 
by the condensation of ethyl-a-acetoxy-a-hroraopropionate with the methyl 
ester of glycylasparagine, followed by selective saponification of the ester 
groups. A substance was isolated from the reaction mixture which had 
approximately the theoretical amount of nitrogen for lycomarasmin. 
Furthermore, its biological activity in causing wilting and curling of tomato* 
leaves was equal to that of lycomarasmin. However, too much weight 
cannot be given this latter finding, because, as will be shown in a subsequent 
paper, several substances closely related to lycomarasmin possess biological 
activity. The difficulty in establishing beyond question the identity of the 
synthetic product with lycomarasmin was that the proposed structure con- 
tained 2 asymmetric carbon atoms, and although optically active asparagine 
was used in the synthesis, the bromoacetoxypropionate was racemic. The 
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ratlier imsta.blc nature of this compound prevented adequate purification or 
rc^solutioii. Therefore, the synthetic product must have been a mixture of 
diasi^ereoiners, and this probably explains the observed fact that the 
synilietic substance was more soluble in water than was the natural product. 

EXPERIMENTAL 

Source of Material — Crystalline lycomarasmin and Substance I were 
isolated according to the directions of Plattner and Clauson-Kaas (1) from 
3 month“Old culture filtrates of Fumrium lycopersici, A transplant of this 
organism was very kindly supplied by Dr. G. W. Irving, Jr., of the United 
States Department of Agriculture. The substances agreed well in all 
physical properties with those described by Plattner and Clauson-Kaas. 

Amino Acid Composition of Lycomarasmin and Substance I — In order to 
ascertain whether glycine and aspartic acid were the only amino acids lib- 
erated on acid hydrolysis of lycomarasmin and Substance I, 5 mg. samples 
were digested in sealed tubes with 22 per cent HCl at 115® for 20 hours. 
The hydrolysates were concentrated to dryness under reduced pressure, 
dissolved in water, again concentrated, and finally dissolved, neutralized, 
and adjusted to 5 cc. These preparations were then partitioned on paper 
strips according to the directions of Consden, Gordon, and Martin (7). 
With either butanol or with phenol as the organic phase, only two colored 
zones, corresponding to the positions of glycine and aspartic acid, were 
found. Quantitative estimation of the amounts of these two amino acids 
by microbiological methods was not satisfactory because of the great 
difficulty experienced in obtaining complete hydrolysis. As the rigor of the 
treatment was increased, the yield of amino acids went up, so that with the 
conditions outlined in the paragraph above, almost twice as much of both 
amino acids were found as with hydrolysates prepared by refluxing with 20 
per cent HCl overnight. Even with the more vigorous hydrolysis, Sub- 
stance I yielded values of 30 per cent for aspartic acid and 17 per cent for 
glycine. Theory, 51 and 29. The aspartic acid was estimated by the 
method of Hac and Snell (8). At the time these experiments were being 
performed, no microbiological method for the determination of glycine had 
been published, but a satisfactory one was devised by use of the same organ- 
ism and basal medium as were employed for the aspartic acid determination. 
Glycine was omitted and aspartic acid was added to the stock solutions. 
In addition, 0.1 mg. of an acid hydrolysate of casein was added per tube. 
The use of the organism was suggested by Dr. M. S. Dunn, who has since 
published a similar method for the microbiological assay of glycine (9). 
Despite the difiiculty of obtaining complete liberation of amino acids from 
the peptides lycomarasmin and Substance I, the molar ratio of aspartic 
acid to glycine in the hydrolysates was 1:1. 
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Hofmann Degradation of Lycomarasmin and of Substance I to Demon* 
strate Presence of Substituted Asparagine in Former — ^2.5 mg. samples of 
iycomarasmin and of Substance I were dissolved in 2.5 cc. of water at pH 
7, and the solutions were cooled to 0^ and mixed with a cold solution of 100 
mg. of bromine in 2 cc. of n KOH. The reaction was allowed to proceed 
for half an hour at 0°, and then for an hour at 40®. A slight excess of HCl 
was added, and the solutions were evaporated to dryness under reduced 
pressure. The residues were taken up in 22 per cent HCl, hydrolyzed, 
and assayed for aspartic acid. At the same time, controls were run in 
which the KOH but not the bromine was used. 

Under these conditions, no aspartic acid was found in the reaction product 
from lycomarasmin, while that from Substance I retained about 75 per cent 
of this amino acid. When asparagine and aspartic acid were treated with 
KOBr in the same fashion, all of the former and about a third of the latter 
were destroyed. 

Iodoform from Lycomarasmin — ^25 mg. of lycomarasmin were dissolved in 

2 cc. of 2 N NaOH, and the solution was treated with iodine dissolved in 15 
per cent aqueous KI until a yellow color persisted. The mixture was then 
warmed to 60® for a few minutes. During the warming, a yellow precipi- 
tate formed, and the odor of iodoform was plainly discernible. The precipi- 
tate was found to consist of yellow, hexagonal plates which melted at 119®. 

When 100 mg. of Substance I were tested in the same fashion, no evidence 
of iodoform was obtained. 

Failure to Destroy Glycine or Aspartic Acid by Treatment of Lycoma- 
rasmin with HNO 2 — ^20 mg. of lycomarasmin dissolved in 1 cc. of water plus 

3 cc. of glacial acetic acid were treated with 35 mg. of NaN02 dissolved in 
2 cc. of water. After a reaction time of 0.5 hours had elapsed, excess re- 
agents were destroyed by evaporation under reduced pressure and by 
addition of 40 mg. of alanine. Hydrolysis and estimation of glycine and 
aspartic acid were carried out as indicated earlier, and 4.8 mg. of the former 
and 7.2 mg. of the latter were found. A control in which the NaN02 was 
omitted was found to yield the same values. Therefore, the amino groups 
of glycine and of aspartic acid were not free in lycomarasmin. 

Control experiments showed that under these conditions, both free 
glycine and free aspartic acid were so altered by HNO 2 as not to be deter- 
minable in the assays. Furthermore, it was observed that HCl could not 
be used successfully in place of acetic acid in the complete deamination of 
these substances. 

Isolation of Tosyl Glycine by Tosylation and Subsequent Partial Hydroly- 
sis of Lycomarasmin — ^200 mg. of lycomarasmin were dissolved in water at 
pH 7, and 12 cc. of 1 n NaOH were added and the mixture heated to 70®. 
1 gm. of p-toluenesulfonyl chloride was added, and the suspension was 
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shuJ^('ii untiil t,he a-cid chloride had disappeared (about 5 minutes). The 
cooled, acidified reaction mixture was extracted six times with ethyl acetate, 
and the extrac-t. was freed of solvents under reduced pressure. The material 
so obtained was a water-soluble substance which could not be crystallized. 
It. was, therefore, dissolved in 13 cc. of 0.5 N HCl and 13 cc. of formic acid, 
and th(! solution was refluxed for 48 hours. The solvents were removed 
under reduced pressure, and the residue taken up in 5 cc. of water. A 
crystalline precipitate was removed and the aqueous phase was extracted 
four times with ethyl acetate. The extracted material was combined wuth 
th(! crystals and the whole recrystallized from water to yield 73 mg. melting 
at 142°, the same as did tosylglycine. 

CoHnOjNS. Calculated, 0 47.2, H 4.8, N 6.1; found, C 47.2, H 4.9, N 6.1 

The aqueous phase from the hydrolysate was assayed for aspartic acid 
and found to contain 51 mg. of it. It seemed probable that a 3 carbon 
moiety was cleaved under the conditions of the acylation, and that the oily 
product subsequently extracted by ethyl acetate tvas largely tosylglycyl- 
aspartic acid. 

Synthesis of Substance with Biological Activity and Several Other Properties 
of Lycomarasmin. (a) Ethyl-a-ocetoxy-a-hromopropionate — 6.6 gm. of acetyl- 
lactic acid and 2 gm. of red phosphorus were treated dropwise, with stirring 
and cooling, with 16 gm. of bromine. After the rather vigorous reaction, 
with evolution of HBr, had subsided, the mixture was allowed to stand over- 
night. Excess bromine and HBr were removed under reduced pressure, 
and 100 cc. of cold water were added. The free acid was extracted with 
ether, and the solvent was removed from the extract under reduced pres- 
sure. The yellow, oily product (7.7 gm.) could not be purified further 
because of its tendency to decompose. It showed a neutral equivalent of 
191, whereas theory for a-acetoxy-a-bromopropionic acid was 211. In 
order to determine whether any of the desired substance was present, 240 
mg. were dissolved in 5 cc. of 1 N NaOH and held at 90° for 1 hour. Acidifi- 
cation, extraction of the acids, and preparation of the p-nitrophcnyl- 
hydrazone gave the characteristic derivative of pyruvic acid which melted 
at 210-213°. Hydrolysis of the acetyl group of a-acetoxy-a-bromo- 
propionic acid should lead to an unstable intermediate which, by loss of 
HBr, should yield pyruvic acid. 

The ethyl ester was prepared by allowing the acid to stand in a large 
excess of absolute alcohol for 3 months at 4°, but a better procedure was to 
add 20 cc. of absolute alcohol to the reaction mixture directly after the 
bromination before any moisture was admitted. The crude ester was then 
collected in ether, washed with water, dried, and freed of solvents and 
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volatile impurities in vacuo. The product" was a neutral yellow oil which 
slowly liberated acid on exposure to water. 

ih) Condensation with Methyl Ester of Glycylasparagine — 4 gm. of the 
above bromo ester, dissolved in 10 cc. of absolute methanol; were added to a 
methanol solution of the methyl ester of glycylasparagine which had been 
prepared from 3.8 gm, of free glycylasparagine.^ The mixture was brought 
to pH 8 with sodium methoxide, concentrated to 20 cc., and allowed to 
stand overnight at room temperature. 10 cc. of aqueous 4 k NaOH and 30 
cc. of methanol were added, and after 1 hour excess alkali was neutralized 
with acetic acid. A solution of 10 gm. of barium acetate in 100 cc. of water 
was added, and the concentration of methanol w-as adjusted to 70 per cent. 
The barium salts were allowed to separate overnight in the cold, and they 
were then collected, washed, and dissolved in 150 cc. of water and reprecipi- 
tated with 450 cc. of methanol. They were finally dissolved in water, freed 
of barium ion exactly with sulfuric acid, and the solution so obtained was 
concentrated under reduced pressure below 40® to a small volume. Addi- 
tion of alcohol produced a white precipitate, which was allowed to form for 
several days in the cold and was then collected and washed. 410 mg. of 
substance were obtained which were purified by solution in water and 
reprecipitation with alcohol. 

C9H1&O7N3. Calculated, N 15.2; found, N 15.5 

One-third of the nitrogen was amide nitrogen which was liberated as 
ammonia during hydrolysis with 1 n HCL Found, 5.25; calculated, 5.07. 
The substance gave many of the reactions shown by lycomarasmin, such as 
the iodoform test and the formation of a white, highly insoluble precipitate 
when the dry material was suspended in 1 n NaOH. It 'was an acid which 
dissolved readily in NaOH and did not give this white precipitate if a large 
excess of alkali was avoided. The material differed from natural lyco- 
marasmin in that it was more soluble in water. Distinctive derivatives of 
lycomarasmin are lacking, so that precise comparison was not possible. 
The synthetic substance had the same biological potency as natural lyco- 
marasmin, whereas glycylasparagine and glycylaspartic acid gave no effect 
at 25 times the concentration. 

^ This ester was prepared by suspending 3.8 gm. of glycylasparagine in 50 cc. of 
anhydrous methanol which was then saturated with dry HCl. 100 cc. of methanol 
were added and the mixture was held at 4° for 2 days. The solvent was then removed 
under reduced pressure at 4° and excess HCl was eliminated by several additions of 
methanol, followed by distillation under reduced pressure. The product was then 
dried in a vacuum desiccator over KOH. The free ester was obtained by suspension 
of the hydrochloride in methanol and addition of the theoretical amount of sodium 
methoxide dissolved in methanol. Sodium chloride was removed by filtration. 
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Biological A^my with Tomato Leaves — The synthetic substance was 
assayed for ability to cause wilting and curling of excised tomato leaves, 
and it was found that 0.2 mg. per 7 cc. of test medium was the minimal 
effective amount. Lycomarasmin showed the same value in a series of 
parallel assays. The conditions of the test were those described by 
Clauson-Kaas et al. (1,2). In order to improve the accuracy of the test, it 
was found important to select leaves of uniform size and age and to conduct 
the experiments in a room provided with controlled illumination and with 
constant temperature and humidity (50 per cent). Graded 2-fold dilutions 
of the material under test were supplied to the leaves, and the results were 
read after 40 hours. Severity of wilting and curliug was then judged, and 
the minimal effective dose which would just cause detectable alteration of 
the leaves was taken as the end-point. Activity was not estimated solely 
by the minimal effective dose, but rather by the responses to larger amounts 
as well. The synthetic and natural products seemed to be equal in potency. 

SUMMARY 

Lycomarasmin, a tomato leaf-wilting toxin isolated by Plattner and 
Clauson-Kaas from culture filtrates of the phytopathogenic fungus Fusa- 
rium lycopersicij has been studied in an effort to arrive at a satisfactory 
chemical structure for it. This small, peptide-like toxin, of empirical 
formula C9H15O7N3, which yielded glycine and aspartic acid on hydrolysis, 
was shown to be a derivative of asparagine. Thus the 3rd N atom, which 
had previously not been assigned position, was located. Because of the 
reactions which lycomarasmin underwent, a structural formula for it was 
proposed which contained the new amino acid, a-hydroxyalanine. This 
was attached by a common nitrogen atom (i.e., the amino group) to the 
amino group of glycylasparagine. A synthetic product was isolated from 
the reaction of ethyl-a-acetoxy-a-bromopropionate and the methyl ester of 
glycylasparagine, which had properties in common with lycomarasmin, 
including quantitatively the same biological activity. Some reasons were 
advanced for regarding lycomarasmin as a much simplified model df 
proteins. 
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SYNTHESIS AND DETERMINATION OF LYCOMARASMIN 
ACTIVITY OF SOME DERIVATIVES OF ASPARTIC ACID 

By D. W. WOOLLEY* 

(From the Laboratories of The Rockefeller Institute for Medical Research^ New Yorkf 
(Received for publication, August 6, 1948) 

Since the phytopathogenic toxin of Fusarium lycoperdci, first isolated by 
Plattner and Clauson-Kaas (1), has been shown by Woolley (2) probably 
to have the structure of N-(a-(a-hydroxypropionic acid))-glycylasparaginej, 
the S3?iithesis and determination of the activity of a number of closely 
related compounds became of interest. Not only would such a study add 
to our knowledge of the relationship of structure to biological activity, but 
more especially it would allow investigation on a much simplified scale of 
some problems concerned with the specific activities of proteins. Since 
lycomarasmin is a very small peptide with marked activity, the determi- 
nation of how its biological properties are altered by rearrangement of the 
constituent amino acids, or by substitution of new groups, might serve as a 
useful starting point for understanding of similar phenomena connected 
with the specificity of protein action. Therefore, a number of new com- 
pounds related to lycomarasmin, as well as some previously known ones, 
have been prepared and tested for their ability to cause wilting and curling 
of excised tomato leaves. Their potency in this regard has been compared 
with that of the natural toxin. 

EXPERIMENTAL 

Sources of Known Compounds — Lycomarasmin was isolated from culture 
filtrates of Fusarium lycopersici according to the directions of Plattner and 
Clauson-Kaas (1). Aspartic acid, asparagine, serine, glycine, and glu- 
tathione were commercial samples. Pyxuvylglycine was made according to 
the directions of Bergmann and Grafe (3), and glycylaspartic acid and 
glycylasparagine by modifications of published methods (4) . These modifi- 
cations were the use of excess of aspartic acid or of asparagine in the re- 
actions with chloroacetyl chloride, and the removal of traces of chloride 
ions from the glycyl compounds with silver acetate. By using an excess of 
the amino acid during the acylation, contamination of the product with 
chloroacetic acid was minimized. The chloroacetylaspartic acid was ex- 
tracted into ethyl acetate from aqueous solution, and then readily crystal- 
lized. The chloroacetylasparagine was not extractable with this solvent, 
so that the reaction mixture was first purified by removal of ethyl acetate- 

* With the technical assistance of R. Brown and A. Holloway. 
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soluble matter and then by evaporation of the aqueous phase and solution 
of the desired product in acetone. It was finally purified by crystallization 
according to published methods. S 3 nitheses of serylglycykspartic acid^ 
serylglycylglutamic acid, glycylserjdglutamic acid, and alanylglycylglu- 
tamic acid have been described previously (5, 6). Serylglycylaspartic 
acid was a diastereomeric mixture prepared from BL-serine and L-aspartic 
acid. In addition, a sample was made from DL-serine and DL-aspartic acid 
in order to compare the relative potencies of the two pairs of isomers. 

Glycyherylaspartic Acid — ^Tosylglycyl-DL-serine azide was coupled with 
diethyl-L-aspartate, and the free peptide was formed in the manner de- 
scribed for the isomeric serylglyc^daspartic acid (6). 

C 9 H 15 O 7 X 3 . Calculated, N 15.2; found, N 15.0 

The product was a mixture of diastereomers, since DL-serine had been used. 

Glycylaspartylserme. (a) Chlowacetylaspartylserme — Chloroacetyl-L-as- 
partic acid was converted to the anhydride by dissolving 16.8 gm. of it in 
100 cc. of acetic anhydride and refluxing the solution for 2 minutes. It was 
then concentrated under reduced pressure to a sirup, which was caused to 
crystallize by addition of 10 cc. of dry chloroform. Precipitation was com- 
pleted by further addition of 50 cc. of absolute ether. The anhydride so 
obtained was converted to the monoethyl ester by dissolving it in 50 co. 
of hot absolute ethanol, cooling, and allowing the solution to stand for 24 
hours at room temperature. The monoester was purified by removing the 
alcohol under reduced pressure, dissolving the oily residue in absolute ether, 
and extracting the latter solution with 150 cc. of ice-cold 5 per cent aqueous 
NaHCOs solution. The acidic half-ester in the aqueous phase was quickly 
liberated mth 1 equivalent of HCl and extracted into fresh ether. This 
ether extract was then dried rapidly with MgS 04 , filtered, and freed of 
solvent under reduced pressure. It was thus secured as 8.9 gm. of a color- 
less oil. By analogy with the behavior of the corresponding tosyl deriva- 
tive (7), it was probably mainly the a, rather than the jd ester. 

The chloroacetylmonoethylaspartate obtained as described above was 
dissolved in 100 cc. of absolute ether and treated vdth 9.0 gm. of PCI5 for 
about 30 minutes. The clear solution was then decanted, and the ether 
was removed under reduced pressure at low temperature. The POCI3 was 
extracted from the residue with cold (—10°) dry petroleum ether, where- 
upon the acid chloride crystallized as large rosettes. Without further 
purification, it was suspended in 100 cc. of absolute ether, and to the solu- 
tion were added 5.2 gm. of DL-serine dissolved in 60 cc. of ice-cold 1 n NaOH. 
The mixture was shaken vigorously and maintained faintly pink to phe- 
nolphthalein by frequent additions of cold 4 n NaOH. The reaction was 
allowed to proceed for an hour in the cold, and then the mixture was acidi- 
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fied to pH 2.0 with HCl, and the ether layer was discarded. The aqueous 
phase was extracted four times with ethyl acetate, and the extracts were- 
discarded. The desired product was then obtained by extracting the' 
aqueous layer five times with butanol, and the combined extracts were- 
dried with silica gel, filtered, and washed twice with 10 cc. of water. The- 
peptide Avas then extracted into aqueous solution with enough NaOH to 
give a final pH of 7. Mild alkaline hydrolysis of an aliquot of this solution,, 
followed by back titration, showed that some ethyl ester of the required 
peptide probably still remained mixed with the free acid. Therefore 10 cc.. 
of 1 N NaOH were added, and, after 1 hour, this was acidified with 1 equiv- 
alent of HCl. The reaction mixture was then concentrated under reduced 
pressure at a temperature not above SO"" to a small volume and treated with 
10 volumes of acetone. The acetone-soluble portion yielded 3.5 gm. of an 
oil, which was caused to crystallize by cautious addition of ether. 

C 9 Hi 307 N 2 C 1 -H 20 . Calculated, N 8.9; found, N 8.9 

(b) Glycylaspartylserine — ^3.5 gm. of the compound just described were dis- 
solved in 250 cc. of concentrated aqueous ammonium hydroxide, and after 
the solution had stood 3 days at room temperature, it was concentrated 
under reduced pressure to about 10 cc. and treated with 200 cc, of absolute 
ethanol. The solid which was thus produced was centrifuged and washed 
with alcohol. In order to free it of chloride ions, it was dissolved in water,, 
treated with an excess of silver acetate, and the filtrate from the mixture 
was freed of silver ions with H2S. When the concentrated aqueous solution 
of the product was treated with alcohol, a flocculent precipitate (2.1 gm.) 
was formed, which was too high in N to be the desired tripeptide. There- 
fore, it was dissolved in water, brought to pH 8 with barium hydroxide, 
and the barium salt was crystallized by addition of 2 volumes of methanol. 
When barium ions were exactly removed from this insoluble salt with sul- 
furic acid, the free peptide was precipitated as a white powder when alcohol 
w'as added to a concentrated aqueous solution of it. 

C 9 H 15 O 7 N 3 . Calculated. N 15.2, aspartic acid 48 
Found. 15.1, ‘‘ “ 47 

Aspartic acid was estimated microbiologically according to the directions 
of Hac and Snell (8), following acid hydrolysis of the peptide. 

Acetyllaciylglycylasparagine — 9.5 gm. of glycyl-L-asparagine, prepared as 
indicated above, were acylated in cold, alkaline aqueous solution with an 
ether solution of 15 gm. of acetyllactyl chloride. The conditions of the 
condensation were like those described in the preceding section for the 
acylation of serine. After a reaction time of 1 hour, the mixture was acidi- 
fied to pH 2.5 with HCl, and the aqueous phase was extracted three times 
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witli ether and three times with ethyl acetate. The extracts were discarded^ 
and the aqueous phase was concentrated under reduced pressure, and below 
40"^, to a sirup. This was extracted with 500 cc. of acetone, and the soluble 
portion was concentrated to a thin sirup which was extracted with a few 
cc. of acetone. This operation caused the separation of a gummy precipi- 
tate wMch was collected and dissolved in 40 cc. of methanol. When chlor- 
oform was added to this solution, crystallization began. A yield of 13.8 
gm. of hygroscopic, large crystals was obtained. 

CuHiTOvNa. Calculated, N 13.9; found, N 13.9 

This compound was prepared as a starting material for the S3nithesis of 
pyriivylglycylasparagine, for it was hoped to remove the acetyl group by 
mild alkaline hydrolysis and then to oxidize the secondary alcohol to a 
ketone. Although the cleavage of the acetyl group seemed to proceed 
readily at room temperature in a slight excess of aqueous NaOH, the 
product obtained was amorphous and very hygroscopic. For these reasons 
a satisfactory preparation could not be made. Attempted oxidation of the 
hydrolyzed product with Fenton's reagent for the formation of the p3n*uvyl 
compound gave no desired substance which could be purified satisfactorily. 

a,a-Diacetammopropionylglycylasparagine — 8.5 gm. of the azlactone of 
a,a-diacetaminopropionic acid (3) were suspended in 150 cc. of cold alcohol 
and immediately mixed with an ice-cold solution of 9.5 gm. of glycyl-L- 
asparagine in 52 cc. of 1 n NaOH. The resulting solution was kept at room 
temperature for 30 minutes and then acidified with 1 n H2SO4 equivalent 
to the NaOH used, and concentrated under reduced pressure to dtryness 
below 40®. The residue was dried by adding 100 cc. of absolute alcohol 
and again concentrating it under reduced pressure. It was then extracted 
with 400 cc. of boiling ethanol, and the mixture was filtered hot. A slight 
precipitate which formed when the filtrate was cooled was discarded, and 
the alcoholic solution w'as concentrated under reduced pressure to about 
30 ce. and treated with 100 cc. of ethyl acetate. 10 gm. of the product 
crystallized, and this was recrystallized by adding ethyl acetate to an al- 
coholic solution. The purified material sintered at 140® and melted at 
185-187®. 

CisHnOrNs. Calculated. C 43.5, H 5.9, N 19.5 
Found. “ 43.5, ‘‘ 6.2, 19.0 

The neutral equivalent was 370, while the calculated value was 359. 

a-HydToxy-a-<i^etammopropi(mylglycylaspartic Acid — 1 gm. of diacetam- 
inopropionylglycylasparagine was dissolved in 100 cc. of 0.2 N HCl, and 
the solution was refluxed for an hour and cooled. It was then adjusted to 
pH 8 with barium hydroxide, treated with 3 volumes of methanol, and kept 
in the cold overnight. The precipitate which had formed was collected and 



D. W. WOOLLEY 


1303 


washed well, and then dissolved in water for the exact removal of barium 
ions with sulfuric acid. The resulting aqueous solution was concentrated 
under reduced pressure below 40° to a sirup, which was extracted with 
alcohol in order to free it of pyruvylglycylaspartic acid (75 mg.). The 
alcohol-soluble portion was freed of solvent, dissolved in water, and adjusted 
to pH 8 with barium hydroxide. The addition of 2 volumes of methanol 
and storage in the cold produced a network of crystals, and these were col- 
lected, washed, and dried; yield, 264 mg. 

CiiHifiOsNsBa-HsO. Calculated. • C 28.0, H 3.6, N 8.9, Ba 29.2 
Found. 25.2, 3.4, “ 8.4, 30.7 

The water of hydration was not proved to exist by analysis. Although the 
anal 3 diical results indicated that the salt was not pure, the ratios between 
the elements shelved clearly that a barium salt of a dibasic acid was the 
major component. The free acid was regenerated by solution of the salt 
in water and addition of an exact equivalent of H 2 SO 4 . The aqueous solu- 
tion was freed of BaS 04 and allow^ed to evaporate slowly in a desiccator over 
KOH. After many days, crystals were obtained which melted at 119-120°. 

CiiHnOsNs. Calculated. C 41.4, H 5.3, N 13.2 
Found. ‘‘ 42.0, 5.1, 13.0 

The crystals were relatively unstable and became oily when stored at room 
temperature for several months, possibly due to dehydration of the alco- 
holic group. 

This substance as it was obtained in this work was quite probably a mix- 
ture of diastereomeric compounds, because, during the hydrolysis, a new 
asymmetric carbon atom was produced. Since the aspartic acid residue 
w'as optically active, the appearance of a second asymmetric center should 
give a mixture of two isomers, and these may not have been separated dur- 
ing the purification. No special attempt was made to part this mixture. 

The question may well be raised as to whether the tertiary alcoholic 
group actually w’-as present in the propionic acid residue of this substance, 
or whether it had been eliminated as water, leaving an acrylic acid I'esidue. 
Although there was no direct evidence on this point, the analytical values 
agreed better with the postulate that the hydroxyl group remained than 
with the idea of an acrylic acid compound. The high lycomarasmin activ- 
ity of the compound (which will be described below) fitted into the belief 
that the hydroxyl still remained, because such a structure would contain 
the substituted oj-hydroxyalanine residue which is found in lycomarasmin 
( 2 ). 

Pyruvylglycylaspartic Acid — ^As has already been indicated, this com- 
pound was obtained in small yield as an alcohol-insoluble by-product during 
the preparation of the previously described substance. It was isolated in 
greater amounts by increasing the rigor of the hydrolysis. Thus, 1 gm. of 
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a^a-diacetamiiiopropionylglycylasparagine in 100 cc. of 1 n Ii 2 S 04 was 
heated to 100° for an hour, and the barium salts insoluble in 75 per cent 
methanol W’-ere taken and freed of barium in the usual fashion. Concen- 
tration of the aqueous solution of the free acid to a sirup, followed by addi- 
tion of alcohol, gave crystals which were purified by solution in NaOH at 
pH 7 and acidification with 1 equivalent of HCl. The substance was spar- 
ingly soluble in water or in alcohol, but when impure it crystallized from 
these solvents only very slowly. 

C9Hi207lSr2. Calculated, N 10 . 7 ; found, N 10.8 

The neutral equivalent was found to be 126, whereas the theoretical value 
was 130. 

This compound was isomeric with the degradation product of lycomaras- 
min which Plattner and Clauson-Kaas (1) have described as Substance I. 
The rather close resemblance of pyruvylglycylaspartic acid to Substance 
I led us to consider them to be identical until subsequent work, especially 
with the iodoform reaction (2), showed this not to be true. 

a,a-Diacetammopropionylglycylaspartic Acid — ^This compound was pre- 
pared from glycyl-n-aspartic acid in a manner analogous to that described 
previously for the corresponding asparagine derivative. It sintered at 103° 
and melted at 160-165°. 

C13H20O8N4. Calculated, N 15 . 6 ; found, N 15.4 

By mild acid hydrolysis this compound was converted into pyruvylglycyl- 
aspartic acid, which was the same as that from Q;,n:-diacetaminopropionyl- 
gly cy lasparagine . 

Method of Biological Testing with Tomato Leaves — ^Assays for activity in 
causing excised tomato leaves to wilt and curl were conducted in a manner 
already described for lycomarasmin (1, 2). The reproducibility of the 
results of the test was increased materially by attention to the details al- 
ready enumerated (2), particularly the use of leaves of uniform age and size 
and the maintenance of constant humidity. Graded dilutions of each sub- 
stance to be tested were mixed with FeCb (final concentration 0.1 mg. per 
7 cc.), and each dilution was tested on several individual tomato leaves. 
All potencies were estimated relative to that of natural lycomarasmin, and 
thereforcj in each assay, a series of dilutions of this standard was included. 
The pH of all solutions was adjusted to 7 before the leaves were exposed to 
them. 

The activity of each substance tested was judged by noting the minimal 
concentration which would just cause detectable wilting or curling in a 
majority of the leaves, and also by judging the amount which would cause 
maximal effect. In doing these estimations some errors of judgment occur, 
because even with lycomarasmin, a single concentration may cause more 
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Table I 


Responses of Tomato Leaves to Graded Amounts of Lycomarasmin 


Lycomarasmin 

Severity of wilting and curling 

mg. per 7 cc. 


0.1 

0 

0.2 

+ 

0.3 

-f+ 

0.4 

' + + + 

0.8 

+4‘+~f‘ 

2.0 

HhHr + Hr 


Table II 

Amounts of Various Compounds Necessary for Wilting and Curling Response in Excised 

Tomato Leaves 


Compound 


Detectable at 


per 7 cc> 


Maximum 
effect at 


Mg. per 
7 cc. 


Lycomarasmin 

L- Asparagine 

L- Aspartic acid 

Glycine 

Pyruvylglycine 

BL-Serine 

Giycylasparagine 

Giycyl aspartic acid 

Serylglycylaspartic acid from L-aspartic acid*. 

“ “ DL-aspartic . . 

Glycylseryl aspartic acid* 

Giycyl -^-aspartylserine 

Acetyllactylglycylasparagine 

Diacetaminopropionylglycylasparagine 

Diacetaminopropionylglycylaspartic acid 

oj-Hydroxy-oi-acetaniinopropionylglycylaspartic 

acid 

Pyruvylglycylaspartic acid 

Serylglycylglutamic acid 

Glycylseryl glutamic acid 

Alanylglycylglutamic acid 

Glutathione 


0.2 

5 

15 

5 

Not detectable at 6 
5 

15-30 

Not detectable at 12 
4-6 
4-6 
2-4 

No effect at 14 
8-12 
4 

Not detectable at 15 
0.3 

Not detectable at 3 

tt (( i< 'jr 

u a 0 

({ (c <« 'jr 

a a 0 


0.8 

>30 

>30 

>30 

>30 


8-14 

12 

6 


>14 


4 


* The activities of these two compounds, which were given in a preliminary note 
(5), made them appear too active relative to lycomarasmin, because it was found 
subsequently that the lycomarasmin which had been used for comparison was im- 
pure. 


wilting than curling in some individual leaves and more curling than wilting 
in others. To arrive at a value, each leaf was rated on a scale ranging from 
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dz to + + ++, by taking into account the extent of wilting, of curling and 
shriveling, and of obvious necrosis. Between the extremes of zb and 
+ + ++ there was a range in which graded amounts produced graded 
severity of change in the leaves. This is illustrated by the data in Table 1. 
The ratings of individual leaves in a group exposed to the same concen- 
tration of a substance were usually in good agreement. The values for the 
activity of a compound could be duplicated by subsequent assays within 
a factor of 2. Frequently identical values were found in such duplicate 
determinations. 

Lycomarasmin Activity of Various Compounds — The lycomarasmin activ- 
ity of a number of substances vras determined in the manner Just indicated, 
and the results are summarized in Table II. 

niscussiox 

Among the compounds tested, it is evident that small changes in the 
nature of the amino acid residues had a greater influence on activity than 
did slight changes in the position of these residues. In general, even minor 
changes in the amino acid composition affected potency very much, while 
considerable alteration in the manner of linkage of the amino acids usually 
had a minor influence. Lycomarasmin may be viewed as a substance con- 
taining 3 amino acid residues; viz., those of asparagine, glycine, and a-hy- 
droxyalanine. When these three components were maintained, but rear- 
ranged so that the o:-hydroxyalanine was attached to glycine in a peptide 
linkage rather than by a common nitrogen atom (as is the case in lyco- 
marasmin), a relatively active compound, a-hydroxy-a-acetaminopro- 
pionylglycylaspartic acid, was realized, even despite the fact that it was a 
derivative of aspartic acid rather than of asparagine, and that its amino 
group was covered with an acetyl radical. However, when the amino acid 
nature of this substance was changed by moving the hydroxyl to the ^ 
position, as in serylglycylaspartic acid, the activity was diminished appre- 
ciably. Furthermore, when the change was greater and the amino group 
eliminated, as in acetyllactylglycylasparagine, the resulting compound was 
much less active than lycomarasmin. The acetyl group in the acetyl- 
lactylglycylasparagine did not seem to be particularly inimical to potency, 
because removal of it by mild alkaline hydrolysis did not greatly increase 
the biological activity. The relative potencies of serylglycylaspartic acid 
and of serylglycylglutamic acid throw more light on the effect of changing 
slightly the amino acid composition. The mere introduction of a CH 2 
grouping in passing from aspartic to glutamic acid was enough to reduce 
the. potency of the compound. Other similar examples may be seen from 
the data in Table IL 

In considering what features of the lycomarasmin molecule may be 
responsible for its biological activity, one should note two points from this 
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study. The first is that in the three pairs of similar compounds which 
differed only in that one of the set was an aspartic acid derivative while the 
other was from asparagine, the asparagine compounds were slightly more 
active.^ The second is the rise and fall of activity as one passed, by partial 
hydrolyses, from diacetaminopropionylglycylasparagine, through a-hy- 
droxy-a-acetaminopropionylglycylaspartic acid to pyruvylglycylaspartic 
acid. Maximal potency was displayed in this series by the compound 
containing an a-hydroxyalanine residue. It will be remembered that 
lycomarasmin contained both an asparagine and an a-hydroxyalanine 
residue, while inactive Substance I obtained from it by heating, possessed 
neither. 

The effect of changing positions of the amino acid residues may be studied 
in one of its aspects from the results with the three peptides containing ser- 
ine, glycine, and aspartic acid. Serylglycylaspartic acid and glycylseryl- 
aspartic acid were approximately of the same activity. However, glycyl- 
aspartylserine was inactive. One may- argue that the placing of a serine 
residue on the /3-carboxyl group of aspartic acid has blocked the possibility 
of amidation to asparagine which might take place in the leaves during the 
test, but nevertheless the inactivity of this position isomer should serve to 
show the dangers and limitations of generalizations about the relative effects 
of changing composition compared to altering arrangement of the amino 
acid residues. Many sorts of isomers must be examined before the question 
can be answered, even for a simple peptide such as lycomarasmin. 

The results with the two preparations of serylglycylaspartic acid, one 
made from L-aspartic acid and the other from the dl isomer, would tend to 
suggest that optical configuration is not a crucial matter in lycomarasmin 
activity. Although the two preparations were admittedly mixtures of 
diastereomers, which may have been partially separated during the puri- 
fication procedures, the results were essentially the same when the assays 
w^ere performed on the crude reaction mixtures of the synthesis, before any 
purification had taken place. 

The large number of substances which showed some ability to wilt and 
curl tomato leaves must raise a question about the specificity of the test for 
lycomarasmin. In our experience, almost any substance, even NaCI or 
NH4CI, will cause some wilting of the leaves if the concentration is high 
enough. This is probably due to disturbances of osmotic pressure, or to 
other changes, and not to those effects associated with the action of lyco- 
marasmin. Gaumann and Jaag (9) have examined the characteristics of 
the alterations in leaves attributable to the toxin and have compared them 
to those found in leaves wilted from other causes. However, at present no 
way of improving the specificity of the lycomarasmin test seems evident. 

^ Both members of the pair glycylasparagine and giycylaspartic acid were so little 
active as to make their contribution to this point questionable. 
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Possibly one qualitative aid might be the extensive and severe character of 
the changes elicited by the toxin in comparison to those of substances such 
as glycine or aspartic acid. In these latter cases the production of black, 
necrotic spots and the drying and shriveling of the leaf edges were not evi- 
dent as they were with lycomarasmin and with the more active compounds 
studied in this investigation. The interpretation to be placed on the activ- 
ities of compounds less than 5 per cent as effective as lycomarasmin must 
be open to grave doubts. In fact, the biological relationship of any of the 
substances to the natural toxin will remain open to question until a more 
specific test can be evolved. 


STJMMARY 

A number of new derivatives of aspartic acid and of asparagine have been 
prepared in order to examine the effects of various structural changes on 
the activity of lycomarasmin, which is a peptide derived from asparagine, 
glycine, and probably a-hydroxyalanine. Thus, glycylserylaspartic acid, 
glycyl-i3-aspartylserine, acetyllactylglycylasparagine, a,a-diacetaminopro- 
pionylglycylasparagine, the corresponding aspartic acid compound, a- 
hydroxy-a:-acetaminopropionylglycylaspartic acid, and pyruvylglycylas- 
partic acid were synthesized. These, along with known compounds such 
as glycylaspartic acid, glycylasparagine, aspartic acid, asparagine, glycine, 
serine, p3rru\Tlglyci^^j serylglycylaspartic acid, serylglycylglutamic acid, 
and glutathione, were compared with lycomarasmin for ability to cause 
excised tomato leaves to wilt and curl. Several of the peptides were 
somewhat less active in this respect than was lycomarasmin, but one of 
them, a-hydroxy-a-acetaminopropionylglycylaspartic acid, was about equal 
to the natural toxin in activity. Some produced no detectable effect. 
Comparison was made of the relative effect on activity of changing the 
position of an amino acid in a peptide with that of altering the nature of the 
amino acid. From the limited data, changes in position seemed to affect 
potency less than replacement by a new amino acid, but the limitations of 
the argument were recognized. The specificity of the biological test was 
also discussed. 
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THE INFLUENCE OF PTEROYLGLUTAMIC ACID ON NUCLEIC 
ACID SYNTHESIS IN LACTOBACILLUS CASEI* 
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Several findings reported in the literature point toward a functional 
relationship between pteroylglutamic acid (PGA, vitamin folic acid) 
and the s 3 nithesis of certain constituents of nucleic acids, but the related 
specific reactions have not been identified, Snell and Mitchell (1) ob- 
served that thymine plus a purine base could partially replace PGA for 
Streptococcus faecalis R in a medium similar to that used by Snell and Peter- 
son (2) in their report on the Lactobacillus casei factor. Stokstad (3) 
observed a similar relationship for Lactobacillus casei, but only about one- 
half maximum acid production could be induced by the substituted nutri- 
ent. Stokes (4) suggested that PGA may “function as a coenzyme for the 
enzyme system responsible for the synthesis of thymine (or more probably 
a thymine-like compound) which, in turn, is used by the bacteria to form 
nucleic acid.’’ 

Observations by others, however, suggested that PGA is not involved 
directly in the synthesis of thymine. Hitchings, Falco, and Sherwood (5) 
studied the effect of pyrimidine derivatives on Lactobacillus casei. The 
organism was inhibited by 5-bromouracil when grown in media containing 
thymine, but was not inhibited in the presence of PGA. In contrast, 
5-nitroiiracil inhibited growth when PGA was supplied but not when thy- 
mine was substituted. This reversal was interpreted as indicating that 
thimine and folic acid were not components of the same anabolic system. 
Hall (6) observed a synergistic effect between thymine and PGA in the 
grovti^h of Streptococcus faecalis R and suggested that “thymine may actu- 
ally be a precursor of folic acid or that thymine is participating in some 
alternate metabolic path,” Strandskov and Wyss (7) observed that an 
analogue of thymine, thiothjmine, competitively inhibited Lactobacillus 
casei in the presence of thymine, but was inactive in the presence of PGA, 
This was given as “strong evidence that thymine precedes Be in some syn- 
thetic process.” Alternate metabolic pathways for thymine and folic acid 
could also explain the effect of thiothymine. 

Inhibition studies by Lampen and Jones (8, 9) with sulfonamides and 
by Rogers and Shive (10) with a folic acid analogue, methylfolic acid, indi- 

* This investigation was supported by a grant from the Nutrition Foundation, 
Inc. 
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cate that PGA is involved in the biosynthesis of thymine, or a thymine- 
like compound, and purines. Stokstad et al. (11) observed additional inter- 
relationships in cultures of Streptococcus faeealis R, indicative that PGA 
may be involved in the synthesis of th3nQiine and adenine. Stetten and 
Fox (12) observed, with Escherichia coli during bacteriostasis due to sul- 
fonamides, an accumulation of an amine which was identified by Shive 
et at (13) as 5(4)-ainino-4(5)-imidazolecarboxamide. This compound may 
be either a purine precursor or formed from a purine precursor. Formyl- 
folic acid or rhizopterin has been suggested as a formylating agent in the 
introduction of a carbon unit into this amine. Schopfer (14) observed that 
bacteriostasis by sulfathiazole could be offset in part by adenine or by 
nucleic acids. 

In the present investigation, an impairment in the synthesis of desoxy- 
ribonucleic acid (DNA), but not of ribonucleic acid (RNA), was found to 
result regularly from PGA deficiency. 

EXPERIMENTAL 

Culture and Medium — The organism used was Lactohacillus casei 7469. 
Monthly transfers were made as stab cultures in a medium containing 1.5 
per cent of Bacto-agar, 0.5 per cent of glucose, and 2 per cent of Bacto- 
yeast extract. After incubation at 37° for 22 hours, the cultures were 
stored at approximately 5°. 

The inoculum was prepared first by a transfer from the stock culture to 
a tube containing the above medium. After incubation for 18 to 22 hours, 
a second transfer was made into a medium containing 0.5 per cent of glucose 
and 2 per cent of Bacto-yeast extract. The cells were centrifuged after 22 
hours and washed three times with sterile 0.9 per cent sodium chloride 
solution. Sterile saline was added to the suspension of cells until a stand- 
ard density reading was obtained (89 to 90 in an Evelyn photocolorimeter, 
Filter 720). A 2.5 ml, aliquot of this suspension was used to inoculate 
500 ml. of the medium described in Table I. 

The medium was essentially that of Teply and Elvehjem (15), with the 
vitamin modification of Roberts and Snell (16). Half liter quantities were 
sterilized in 1 liter Erlenmeyer flasks for 15 minutes at 20 pounds pressure. 
Upon removal from the autoclave, the flasks were cooled in an ice bath. 

Harvesting of Cells — ^After incubation at 37° for 22 hours, the inoculated 
flasks were cooled to 0-5° and centrifuged under refrigeration. The cells 
were washed once with ice-cold distilled water (volume approximately 
X 20) and adjusted to volume (100 to 250 ml). 

Methods of Analysis — ^Aliquots of the bacterial cell suspensions were 
used for the following analyses: 

Dry Triplicate samples were dried at 105° for 12 hours. 



W. H. PRUSOFF,_L. J. TEPLY, AND C. G. KING 


1311 


Duplicate samples were digested according to the method of 
Koch and McMeekin (17). After appropriate dilution, 1,5 ml. of modi- 
fied Nessler-Folin reagent (17) were added to 10 ml. of the diluted sample. 
Light transmission was read in an Evelyn photoelectric colorimeter, Filter 
420. 

Acidity — 10 ml. aliquots of the supernatant of the medium were electro- 
metrically titrated with 0.1 n KOH to pH 7.2. 


Table I 

Composition of Media 


Component 

Quantity per 
liter 

Component 

Quantity per 
liter 

Gliiccpfi (H-iO) 

22 

gm. 

It 

Choline 

2.5 mg. 
5.0 ml. 

Casein* 

5.0 

Salts Bf 

K‘>HP04 

2.5 

tt 

p-Aminobenzoic acid 

100 7 

Sodium acetate (3H2O) — 

33.2 

It 

Calcium pantothenate 

500 

L-Asparagine 

100 

mg. 

tt 

Nicotinic acid 

500 

BL -Alanine 

200 

Pyridoxine hydrochloride... 

1000 

L-Cystine 

200 

It 

Thiamine hydrochloride 

500 

BL-Tryptophan 

400 

tt 

Biotint 

4 

Adenine sulfate 

10 

tt 

Riboflavin § 

500 

Guanine hydrochloride. . . . 

10 

It 

Pteroylglutamic acid|| 

1 2.0 

Uracil 

10 

tt 

Thymine H ; 

500 

Xanthine 

10 

tt 



* Squibb’s casein enzymatic hydrolysate, treated four times with 10 per cent by 
weight of Darco G-60 carbon at pH 3.0 for 0.5 hour periods. 

t Salts B == MgS04*7H20 4.0 gm., NaCl 0.2 gm., FeSOrTHaO 0.2 gm., MnS04*- 
4H2O 0.2 gm., H2O to 100 mi., plus 0.5 ml. of 50 per cent H2SO4. 

{ Biotin-restricted medium contained 0.1 7 per liter. 

§ Riboflavin-restricted medium contained 10 y per liter. 

11 Pteroy] glutamic acid-restricted medium contained 0.05 7 per liter. We are 
indebted to Dr. T. H. Jukes of the Lederle Laboratories Division, American Cyan- 
amid Company, for supplying generous quantities of PGA. 

^ Thymine w&s included only when pteroylglutamic acid w^as omitted. 

Turbidity — Transmission was measured in an Evelyn photoelectric color- 
imeter with Filter 720, adjusted to read 100 when water was used. 

Nucleic Adds — Duplicate samples were used for the extraction of nucleic 
acids by the method of Schneider (18). The bacterial cells were treated 
with 7 per cent trichloroacetic acid in an ice-water bath and stirred every 
15 minutes through a 2 hour period. The suspension was then centri- 
fuged under refrigeration and washed once with 20 times its volume of ice- 
cold 5 per cent trichloroacetic acid. The residue was treated with 40 times 
its volume of 5 per cent trichloroacetic acid and heated for 15 minutes at 
90°, with frequent stirring. After being centrifuged, the residue was re- 
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heated with 5 per cent trichloroacetic acid for 15 minutes at 90°, The 
supernatants from the two extractions were combined and made up to vol- 
ume, 

Desox 3 u:ibonucleic acid was determined by the diphenylamine reaction 
described by Dische (19). The desoxyribonucleic acid standard was pre- 



Fig. 1. Rate of growth of Lactobacillus casei in media containing excess PGA 
(control),thyminesubstitutedforPGA, and deficient in PGA, riboflavin, or biotin. 


pared from fresh calf thymus glands by the modified method of Levene 
and Bass (20). 

Eibonucleic acid was determined by the Albaum and Umbreit modi- 
fication (21) of the orcinol reaction (22). A correction (18) for the desoxy- 
ribonucleic acid content was applied. The ribonucleic acid standard was a 
yeast preparation obtained from Merck and Company, 
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The purity of both standards was estimated from their phosphoras con- 
tent compared to that calculated for a tetranucleotide structure. On this 
basis, KNA and DNA were 88.4 and 87.1 per cent pure, respectively. The 
reported nucleic acid values included consideration of the purity correction 
applied to the standard nucleic acids. The N : P ratios for RNA and DNA 



Fig. 2. Rate of acid production of Lactobacillus casei in media containing excess 
PGA (control), tbymine substituted for PGA, and deficient in PGA, riboflavin, or 
biotin. 


were 1.68 and 1.60, respectively, compared to the calculated ratios of 1.70 
and 1.69. Choice of a proper nucleic acid standard is difficult, because of 
incomplete information regarding composition of the pure acids. 

Results 

PGA and Thymine Relationships to Nucleic Acid— A comparison was 
made of nucleic acid synthesis in media of varying folic acid and th3rmine 
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content, bacteria in approximately the same growth phase (22 hours) being 
used. Data regarding growth and acid production will be noted in Figs. 
1 and 2. 

As shown in Table II, there was no significant difference in the ribonucleic 
acid content of bacterial cells when supplied with either abundant or re- 
stricted quantities of PGA. There was a significant increase in both types 
of nucleic acids when thymine replaced PGA in the medium. In contrast, 
a marked decrease in the desoxyribonucleic acid content resulted when 
growth was restricted by a PGA deficiency. 


Table II 

Nucleic Acids, Nitrogen, Dry Weight, and Acid Production of Lactobacillus casei 

Grown in Various Media* 


Components varied 
in mediat 

Desoxyri- 

bonucleic 

acid 

Ribonu- 
cleic acid 

Nitrogen 

0.1 N acid 1 
per 10 mi. j 
media 

Total cell 
mass 

0.1 N acid 
per 

mg. cells 


Series A, averages and ranges of five runs 



per cent 

per cent 

per cent 

mL 

gm. per 1. 

mL 

Control, PGA 2.0 y 

1.47 

12.7 

8.67 

10.0 

1.34 

0.75 

per liter 

1.22-1.74 

11.6-13.8 

8.00-9.57 

8.2-11.1 

1.08-1.63 

0.68-0.78 

PGA-defioient, 0.05 

0.79 

12.6 

9.86 

3.2 

0.2S6 

1.11 

7 per liter 

0.56-1.08' 

12.1-13.2 

9.19-11.5; 

3. 1-3.7 

0.220-4). 348 

1.06-1.12 

Thymine, 500 7 per 

1.89 

17.3 

10.4 

3.0 

0.302 

0.98 

liter 

1.56-2.421 

16.4-17.8 

8.98-12.6 

2. 3-3.7 

0.241-0.375 

0.93-1.10 


Series B, averages and ranges of four runs 


Control, PGA 2.0 7 

1.42 

13.6 

9.09 

10.9 

1.42 

0.77 

per liter 

1.33-1.51 

12.9-14.7 

8.00-10.2 

10.8-10.9 

1.41-1.42 

0.76-0,78 

Riboflavin-deficient, 

2.0s 

20.0 

12.1 

4.1 1 

0.212 

1.93 

10 7 per liter 

1.97-2.35 

18.1-22.9 

10.6-12.8 

3.9-4. 2 I 

0.2024). 226 

1.82-2.08 

Biotin-deficient, 0.1 

2.42 

15.8 

10.9 

7.0 

0.518 

1.38 

7 per liter 

2.31-2.50 

14.5-16.8 

9.20-12.0 

6.4-7. 6 ! 

0.3634). 690 

1.00-1.76 


* Dry weight basis after 22 hours at 37°. 
t Standard components of the media are listed in Table I. 


The quantities of acid produced per mg. of dry bacterial cells were al- 
most identical under the conditions of PGA deficiency and when thymine 
replaced PGA. A higher concentration of PGA caused the acid production 
to be approximately tripled. HaU (6) observed a decrease in the rate of 
acid production as the pH of the medium fell, but the change was not 
marked within the pH range of the tests reported here, 

A small increase in the nitrogen content of the bacterial cells was evident 
both as a result of growth on a PGA-deficient medium and when thymine 
was substituted for the vitamin. 
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Comparison of PGA, Riboflavin, and Biotin Deficiencies — For compara- 
tive purposes, a further study was made of nucleic acid synthesis when 
growth was restricted by a riboflavin or biotin deficiency. The bacteria 
when harvested were approaching the end of their active growth period 
(22 hours) in the medium deficient in biotin. In the riboflavin-restricted 
medium, growth practically ceased at the end 'of 15 hours, but acid pro- 
duction continued. The cells w'ere harvested as in the preceding experi- 
ment after 22 hours of growth. 

The data in Table II show that both the ENA and the DNA contents of 
bacterial cells subjected to biotin or riboflavin deficiency were significantly 
higher than in cells that were gro^vn in a PGA-defieient medium or in a 
medium which contained more nearly optimum concentrations of all 
nutrients (control medium). 

Acid productions in riboflavin- and biotin-deficient media were 38 and 
64 per cent, respectively, of the quantities produced under more nearly 
optimum nutrient conditions. But the amounts of acid produced per mg, 
of dry cell mass formed in riboflavin- and biotin-deficient media were 250 
and 180 per cent, respectively, of the quantities produced under optimum 
nutrient conditions (Table II). 

The nitrogen values on a dry weight basis after growth in riboflavin- 
and biotin-deficient media were 133 and 120 per cent, respectively, of the 
control values. 


DISCUSSION 

The degree of PGA restriction in the medium and the time interval for 
culture growth were selected, in part, on the basis of producing a cell mass 
and an acidity that would be approximately equivalent to the respective 
values obtained when excess tli 3 nnine replaced PGA in the medium. The 
contrast between desoxyribonucleic synthesis (decrease) and ribonucleic 
acid synthesis (no change) was sufliciently striking to point toward a spe- 
cific functional role of the nutrient in one or more of the steps essential 
for synthesizing desoxyribonucleic acid. 

In view of the role which Boiven et aL (23) and Belozersky (24) have sug- 
gested for desoxyribonucleic acid in bacterial cells, it would be of interest to 
explore further the changes that are associated with PGA deficiency, A 
new type of lead is provided by Shive et al. (25), who isolated from hog liver 
a crystalline compound which was several times as active as folic acid in 
producing one-half maximum growth and which counteracted methylfolic 
acid toxicity. This compound was identical with the nucleoside th 3 miidine 
in x-ray diffraction pattern and biological properties. Hall has reported a . 
product or products derived from histidine by chemical (26) and enzymatic 
(27) procedures with PGA activity for Streptococcus lactis R. 

The biotin and riboflavin studies were conducted primarily to find 
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whether the decreased desoxyribonucleic acid production might be due 
merely to a non-specific nutrient deficiency. No decrease in the content 
of the nucleic acids was observed; rather, there was a moderate increase in 
both cases, but no evidence of a change in proportion of the two products. 
Price, Miller, and Miller (28) similarly did not find a marked difference in 
the ENA and DNA storage in the cell nuclei of rats as a result of riboflavin 
deficiency. 

In agreement with observations on other organisms (29, 24, 30) it was 
found that the nucleic acid content of Lactobacillus casd tended to decrease 
as the age of the culture increased. The ENA content, for example, was 
19.5 per cent in a 15 hour culture and 14.7 per cent in the 22 hour culture. 
The DNA content of a 15 hour culture was 1 .83 per cent, and it decreased to 
1.33 per cent in the 22 hour culture. This age relationship may explain, 
in part, the higher nucleic acid values observed with Lactobacillus casei 
grown in riboflavin- or biotin-deficient media and in media with thymine 
substituted for PGA. These considerations lend emphasis to the observed 
effects of PGA deficiency. 

The effect of th 3 miine in increasing the nucleic acid content above that 
obtained in the control medium (optimum PGA) does not necessarily sup- 
port Stokes’ (4) hypothesis that folic acid is involved in thymine s 3 mthesis, 
since an increase in both types of nucleic acid also resulted from growth in 
a medium deficient in either riboflavin or biotin. 

Among other observed influences of PGA, failure to form red or white 
blood cells at a normal rate is one of the most characteristic features of a 
deficiency in animals. Rodney, Sw^endseid, and Swanson (31) found that 
'The rate of tyrosine oxidation by livers from PGA-deficient rats was in- 
creased by the addition of PGA.” Woodruff and Darby (32) reported that 
in the scorbutic guinea pig either ascorbic acid or PGA decreased the uri- 
nary excretion of tyrosyl derivatives and keto acids, wdiich appeared in 
abnormally high concentrations due to the addition of L-tyrosine in the 
diet. Totter and Sims (33) reported that PGA counteracted the inhibi- 
tory effect of KCN on both growth and porphyrin production of Coryne- 
bacterium hoffmamiii. Martin and Beiler (34) have reported that 7-methyl- 
folic acid and the aspartic acid analogue of PGA markedly inliibited dopa 
decarboxylase in rat kidney preparations. In none of the above cases has 
there been a basis for citing the specific reactions in which PGA plays a 
direct rdle. 


SUMMAEY 

A partial deficiency of pteroylglutamic acid in a medium otherwise favor- 
able for rapid growth of Lactobacillus casei resulted in a distinctly lower con- 
tent of desoxyribonucleic acid, while the content of ribonucleic acid was 
essentially unchanged. 
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A comparable deficiency of riboflavin or biotin did not cause a similar 
selective effect, but instead resulted in a moderate increase in the content of 
both types of nucleic acid. 

An excess of thymine, adequate to afford growth and acid production 
rates approximately equal to the respective values resulting from pteroyl- 
glutamic acid deficiency, caused a moderate rise in both desoxyribonucleic 
acid and ribonucleic acid. 
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I. DEPOSITION OF OXYBIOTIN IN TISSUES 
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A.N’D KLAUS HOFMANN 

{From the Department of ChemistrTjj University of Pittsburgh ^ and the Imtitute of 
Pathology^ Western Pennsylvania Hospital, Pittsburgh) 

(Received for publication, August 6, 1948) 

OxybiotiB, the oxygen analogue of biotin, can replace biotin in the nutri- 
tion of the rat (1), the chick (2), and certain microorganisms (3). It has 
been clearly established that Saccharomyces cerevisiae and Rhizobium iri- 
folii can utilize oxybiotin directly (4, 5). Recently Krueger and Peterson 
(6) have obtained similar results with Lactobacillus pentosus. The present 
experiments were designed to determine whether oxybiotin is active as such 
or whether it is converted into biotin by the chick. 

If oxybiotin is active as such, its administration to biotin-deficient ani- 
mals should lead to an accumulation of oxybiotin in the tissues with no 
concomitant increase in their biotin content. Furthermore, there should 
be a correlation between the growth response of the animals and the oxy- 
biotin content of tissues. This paper presents the results of a study of the 
deposition of oxybiotin and biotin in chick tissues following the intramus- 
cular administration of these compounds. By differential assay for biotin 
and oxybiotin it has been possible to demonstrate that the increased “bio- 
logical activity” (or biotin-like activity) of tissues (as measured micro- 
biologically) which appears after the administration of oxybiotin to chicks 
is due to oxybiotin rather than biotin. The growth response of chicks was 
found to parallel the increase in the oxybiotin content of their tissues. 

EXPERIMENTAL 

Care of Animals 

Day-old white Leghorn cockerels served as experimental animals through- 
out this study. The basal diet was essentially the same as that used pre- 
viously for oxybiotin studies (2), and consisted of dextrin, 55.7 per cent; 
Labco ‘Vitamin-free” casein, 20 per cent; dried raw egg white, 10 per cent; 
salts, 5 per cent (7) ; fortified corn oil,^ 5 per cent; solubilized liver fraction 

^ This work was aided by grants from the Buhl Foundation, from the Williams- 
Waterman Fund of the Research Corporation, and from the American Cancer Society 
on the recommendation of the Committee on Growth of the National Research 
Council. A preliminary report of these studies has appeared {Federation Proc., 6, 
276 (1947)). 

^ Per 1(K) gm. of fortified corn oil: a-tocopherol 160 mg., 2-methyl-l,4"aaphthoqui» 
none 20 mg., vitamin A 80,000 U. S. P. units, and vitamin D 16, (KX) U. S- P. units. 
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L,® 2 per cent; glycine, 2 per cent; choline chloride, 0.2 per cent; and i- 
inositol, 0-1 per cent. To each kilo of ration were added thiamine hydro- 
chloride, 10 mg.; riboflavin, 15mg.;pyridoxme, 15 mg.;calcinm pantothen- 
ate, 50 mg.; nicotinic acid, 100 mg.; and pteroylglutamic acid,® LO mg. 
After 1 week on this basal ration, the chicks were separated into four 
comparable groups on the basis of their weight and gro^vth performance. 
One group served as a control, while the other three were injected intra- 
muscularly on alternate days with 2, 8, or 20 y of dZ-oxybiotin (Table I). 
Two chicks from each group were sacrificed each week for the following 4 
weeks, and all of the surviving chicks were sacrificed at the end of the 5tli 
week of injections. Immediately after decapitation, the heart, liver, spleen, 
and a sample of leg muscle wex'e removed from each chick and kept frozen 
until analyzed. 

A second experiment conducted in a similar manner included the follow- 
ing: (a) a positive control group supplied with a commerical chick ration,^ 
(6) two groups injected on alternate days with either 0.3 or 15.0 7 of 
d-biotin, (c) two groups injected on alternate days with either 2.0 or 30.0 
7 of dZ-oxybiotin, and (d) a negative control group fed the basal ration alone. 
After 5 weeks of injections, all chicks were sacrificed and tissues were re- 
moved for analysis (Table III). 

Analytical Procedures 

Preparation of Sa^nples — Studies were made of various procedures for 
the extraction of biotin and oxybiotin from tissues. These included auto- 
claving or refluxing the minced tissue samples for various periods of time 
up to 6 hours with various concentrations of HCl or H2SO4 up to 6 N, 
Neither time, concentration of acid, nor choice of acid appeared to be par- 
ticularly critical in these studies. Autoclaving at 15 pounds pressure for 
2 hours with 30 ml. of 5 n HCl per gm. of dry weight of sample was found 
to liberate the largest amount of “biological activity’’ from tissues, and this 
procedure was adopted for general use. Recovery of biotin or oxybiotin 
added either before or after hydrolysis was good. Following the digestion, 
each solution was filtered, the residue washed with dilute acid and with 
water, and the combined filtrates evaporated to. dryness. These solids 
were then dissolved in water, adjusted to pH 6.7 with dilute NaOH, and 
made up to volume. Aliquots were diluted for microbiological assay. 

Microhiological Assays— All analyses were made by the Wright and 
Skeggs (8) microbiological procedure with Lactohacillus arahinosus as the 

2 Supplied through the courtesy of Dr. David Klein, The Wilson Laboratories. 

2 Pteroylglntamie acid was kindly supplied by the Lederle Laboratories Division, 
American Cyanamid Company; all other water-soluble vitamins by Merck and Com- 
pany. 

^ Purina chick Startena. 
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test organism.^ For this organism, 0.4 my of £i?-oxybiotin is equivalent to 
0.2 my of (Z-biotin, and the two growth curves are superimposable. The 
^^biological activity’^ (or biotin-like activity) of a tissue extract, therefore, 
represents the response to the sum of the biotin and oxybiotin present and is 
expressed in terms of d-biotin. 

Two types of differential analysis for biotin and oxybiotin were used. 
The permanganate procedure (4), modified to use Lactobacilhis arabimsus 
as the test organism, and the Eaney’s nickel procedure (9) were found to give 
comparable results. In both methods biotin is converted into a compound 
inactive for Lactobacillus arabimsus, by permanganate into the siilfone and 
by Raney’s nickel into desthiobiotin. Any activity remaining after either 
of these treatments is assumed to be oxybiotin, since under the conditions 
of these tests oxybiotin is unaffected. Good recoveries of added oxy- 
biotin w^ere obtained. Thus, in a sample containing both biotin and oxy- 
biotin, an aliquot was removed and treated by either permanganate or 
Raney’s nickel and then assayed simultaneously with an untreated aliquot. 
The difference between the values of the treated and untreated aliquots was 
a direct measure of the biotin present in the sample. 

Results 

The growth response of chicks to graded doses of oxybiotin confirms the 
earlier observation (2) that dZ-oxybiotin is approximately 17 per cent as 
active as d-biotin in the nutrition of the chick. Thus, chicks from the 
second series which received a dosage of 2.0 y of dZ-oxybiotin attained a 
greater w^eight (204 gm.) than those which received 0.3 y of d-biotin (175 
gm.), while the group receiving 30 y of dZ-oxybiotin weighed less (222 gm.) 
than those receiving 15 y of d-biotin (268 gm.). 

Table I summarizes the ^‘biological activity” found in tissues from chicks 
injected with graded doses of oxybiotin. No significant variations were 
observed in the concentrations of biotin-like activity of tissues from chicks 
sacrificed at the varying time intervals and, therefore, all of the individual 
figures were included in the averages for each group. Apparently, at each 
dosage level, the tissue concentrations attained a constant value within 1 
week after injections were started. With increasing dosages of oxybiotin 
a progressive increase in concentration (per gm. of fresh weight of tissue) 
and in total amount of biotin-like activity per organ was observed. For 
various tissues the concentrations of biotin-like activity found in the 20 
7 dosage group were between 5 and 16 times as high as those in the control 
animals. The total amounts of “biological activity” found in these organs 
showed even larger increases because of the larger size of the individual 

® L-Asparagine (0.01 gm.) was added per 100 ml. of the original single-strength 
medium. 
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organs in the injected animals. An examination of the relative increases in 
concentration of biotin-like activity with increased dosages suggests that 
the tissues approach saturation with a 20 y dosage. A close parallelism 
was also observed between the growth response and the concentration of 
biotin-like activity found in individual tissues. 

The tissues from the chicks of the first series which received injections 
of 2 7 of dZ-oxybiotin on alternate days for 5 weeks were subjected to dif- 
ferential assay for oxybiotin and biotin by the Raney’s nickel procedure 
(9) (Table II). Tissues from chicks of the second series which received 
injections of 30 y of dZ-oxybiotin on alternate days for 5 weeks were sub- 


Table I 

‘‘Biological Activity” of Tissues from Chicks Infected with Oxybiotin 



Controls 

Oxybiotin-injected chicks 

Dosage,* 7 


2 

8 

20 

Average starting 





weight, t gni... 

55 

57 

53 

54 

Average final 





weight, t gm... 

139 

201 

234 

254 

Liver, m 7 per 

420 ± 47§ 

810 i 77 

1,900 ±70 

2,590 ± 82 

** total mj.. 

1820 (14)11 

4840 (14) 

12,200 (17) 

16,740 (15) 

Heart, W 7 per 

34 ± 5.5 

96.5 ±9.2 * 

190 ± 10 

220 ±7.3 

“ total my.. 

30 (14) 

112 (14) 

230 (17) 

300 (15) 

Spleen, my per 





gm..... 

23 ±3.3 

41 ±4.1 

85 ± 8.4 

120 ±4.6 

Spleen, total my. 

2.6 (13) 

9 (14) 

26 (17) 

45 (15) 

Muscle, my per 





gm 

12 ± 1.5 (6) 

65.5 ±12.5 (6) 

120 ±5.1 (11) 

192 ± 13 (9) 


* Injected on alternate days into breast muscle, 
t After 1 week on basal diet, 
f Average weight of chicks at end of experiment. 

§ Mean db standard error of the mean. 

11 The figures in parentheses are the number of tissues analyzed. 

jected to differential assay for oxybiotin and biotin by the permanganate 
procedure (4). Table III summarizes these findings in comparison with 
the biotin content of tissues from deficient controls, chicks injected with 
biotin, and chicks on a commercial ration. At these two dosage levels 
(2 and 30 7, respectively) the concentrations and total quantities of biotin 
found in tissues from chicks injected with oxybiotin and control chicks were 
not significantly different. However, despite the similarity of amounts of 
biotin found in the chicks injected with oxybiotin and control groups, the 
former groups averaged, respectively, 60 and 83 gm. greater increases in 
body weight during the 5 week period. Thus, no correlation was observed 
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Table II 

Biotin and Oxyhioiin in Tissues from Chicks Injected with Oxyhiotin 




J/-Oxybiatin 

Liver, injected* 

total my ! 

1970 (6)t 
1820 (14) 
19(6) 

30 (14) 
(6) 

(6) 

my per gm. 

300 

Mai my 

0420 (6) 

0 

my per gm, 

980 

control 1 

420 

0 

Heart, injected 1 

13 

150 (6) 

0 

110 

control 

34 

0 

Muscle, injected 

17 

(6) 

0 

80 

“ control 

12 

0 

1 



2 7 of ifZ-oxy biotin on alternate days for 5 weeks, 
t The figures in parentheses are the number of tissues analyzed. 


Table III 


Comparison of Biotin and Oxyhiotin Content of Tissues from Various Chick Groups 


Groups 

Deficient con- 
trols 

Oxybiotin-injected* 

Biotm-mjectedf 

Commerdal 

diet 


«J-Biotm 

d-Biotin 

d^-Osybiotin 

d-Biotin 

d-Biotin 

Liver, yny per 






gm 

1 440 =b 75J 

356 =b 41 

4,250 ±210 

3,370 ±250 

2,360 ± 60 

Liver, total my. 

2020 (8)§ 

2240 (10) 

31,530 

28,000 (7) 

27,000 (8) 

Heart, my per 






gm 

3S± 10 

34 rh 3 

396 ± 28 

263 ± 12 

274 ± 15 

Heart, total my. 

36 (8) 

36 (10) 

1 430 

356 (7) 

488 (8) 

Muscle, my per 






gm 

11 =t 1 (5) 

4 d= 1 (5) 

94 ±4 

61 ± 4 (5) 


Spleen, my per 






gm 

9 ± 1 

4.3 ±2 

124 ±5 

60 ±8 


Spleen, ioiaZ my. 

1.6 (5) 

2.5 (5) 

63 

28 (5) 


Lung, my per 






gm 


3.2 it: 1 

67 ±4 

35 ±2 

52 

Lung, total my. 


4.3 (8) 

89 

51 (8) 

93 (3) 

Starting weight, 








52 

53 

53 

64 

Final weight, 






gm 

138 ' 

1 222 

268 

412 


30 7 of dl-oxybiotin on alternate days for 5 weeks. 

1 15 7 of d-biotin on alternate days for 5 weeks. 
i Mean =b standard error of the mean. 

§ The figures in parentheses are the number of tissues analyzed. 

11 After 1 week on a basal or commercial diet. 

between the growth response and actual biotin content of tissues. In 
contrast, the growth response was found to increase with increasing tissue 
concentrations of oxyhiotin. 
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When microbiologically equivalent dosages of d-biotin (15 7) and dL- 
oxybiotin (30 7) were injected into chicks, the concentrations of biotin- 
like activity found in chick tissues (by naicrobiological assay) were quite 
similar (Table IV) . Since the increase in biological activity resulting from 
the injection of dZ-oxybiotin has been shown to be due to oxybiotin, it is 
apparent that the storage of oxybiotin and biotin was approximately the 
same at these injection levels. However, the group injected with biotin 


Table IV 

“Biological Activity” of Tissues from Chicks Infected with Biotin or Oxybiotin 



Biotin-injected* 

Oxj'biotin-injectedf 

Liver 

my per gm. 

3370 

263 

61 ; 
60 

35 

my per gm. 

2480 

232 

51 

66 

36 

Heart 

Muscle 

Spleen 

Lung 



* 15 7 of (Z-biotin on. alternate days for 5 weeks, 
t 30 7 of fZZ-o.xybiotin on alternate days for 5 weeks. 


Table V 


“Biological Activity'” Liberated by Autoclaving in Acid or in 'Water* 




Liver 

Heart 

Muscle 

Spleen 

Autoclaved 2 hrs. in 5 n 

Average 

2930 

293 

158 

131 

HCl 

Range 

2220-3460 

246-393 

129-214 

88-205 

Autoclaved 2 hrs. in dis- 

Average 

172 

35 

35 

34 

tilled H^O 

Range 

9&-223 

22-60 

24-41 

17-56 

'% liberated in distilled 

Average t 

5.7 

12 . G 

22 

28 

H 2 O 

Range 

4. 4-8,0 

6.0-24 

15-29 

14-44 


* Values from six chicks which received 20 7 of dZ-oxybiotin on alternate days for 
5 weeks. The values are expressed as my per gm. of fresh tissue, 
t On assumption of 100 per cent liberation by 5 n HCl. 


on the average gained 45 gm. more than the oxybiotin group. The dif- 
ferences in growth performance, therefore, are not the result of differences 
in absorption and storage, but the direct result of intrinsic variations in the 
biological activities of the two molecules in the chick. 

Since a large percentage of the biotin of animal tissues is present in a 
bound form, that is, requires hydrolysis with acid or en2ymes for its libera- 
tion, it was of interest to determine whether the “biological activity” 
present in animal tissues following the injection of oxybiotin was similarly 
bound. Tissues from chicks which had received 20 7 of dZ-oxybiotin on 
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alternate days for 5 weeks were used in the experiment. Each tissue was 
divided into approximately equal portions and these were autoclaved for 
2 hours in either 5 n HCl or in distilled water. Microbiological assays were 
conducted on the filtrates. The findings are summarized in Table V. It 
is apparent that only a small proportion of the “biological activity” was 
liberated by autoclaving in water. Thus, the “biological activity” stored 
following the injection of oxybiotin was bound in a manner comparable to 
that of biotin. 


DISCUSSION 

The storage of oxybiotin in chick tissues has been repeatedly observed 
during these studies. This is in marked contrastwith the report by Moore, 
Luckey, Elvehjem, and Hart (10) that “no appreciable accumulation” 
occurred in either liver or muscle of the chick until 1000 y of dZ-O-hetero- 
biotin (oxybiotin) was fed per 100 gm. of diet. Although no food consump- 
tion figures were reported, it is obvious that the intake of their animals was 
many times the 1 y per day which in our experiments induced a large deposi- 
tion of oxybiotin in muscle, heart, and liver tissue. After only 1 week of 
injections, sufficient oxybiotin had been deposited in liver and muscle to 
more than double the “biological activity,” compared to deficient control 
tissues. Apparently the injection of small quantities of oxybiotin leads to 
a greater and more prompt deposition in tissues than the feeding of high 
concentrations in the ration. It should be noted that the differential assay 
employed by Moore et ah depends on the difference in response of Strepto- 
coccus faecalis E to biotin and oxybiotin. In our hands this method has not 
proved satisfactory. 

Since biotin-deficient chicks show a definite growth response to mjections 
of oxybiotin without any increase in the biotin content of various body tis- 
sues, and since the amount of the growth increase parallels both the amount 
of oxybiotin injected and the amount stored in tissues, it seems highly 
probable that oxybiotin is biologically active as such. The similarity of 
binding in tissues is in agreement with this concept. Unequivocal proof 
that oxybiotin is not converted into biotin in the chick is provided by com- 
plete balance experiments which are presented in the following paper. 

SUMMARY 

1. Liver, heart, spleen, lung, and leg muscle from chicks which received 
oxybiotin mjections into the breast muscle were found to have a high con- 
tent of oxybiotin, 

2. The actual biotin content of these tissues was almost identical with 
that of tissues from biotin-deficient chicks. 

3. The growth response of chicks injected with oxybiotin paralleled the 



1326 


OXYBIOTIN METABOLISM IN CHICK. I 


•quantities of oxybiotia injected and the amounts of oxybiotin found in 
tissues. 

4. When microbiologically equivalent amounts of oxybiotin and biotin 
were injected into similar groups of chicks, comparable amounts of both 
compounds were stored in chick tissues. 

6. Oxybiotin, like biotin, was only partially liberated from tissues by 
autoclaving in distilled water, yet readily liberated by autoclaving in 5 N 
HCL 

These findings are in agreement with the concept that the biological 
activity of oxybiotin is an intrinsic property of the molecule rather than a 
result of its conversion into biotin, 
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(Received for publication, August 5, 1948) 

Balance experiments have demonstrated clearly that oxybiotin is not 
converted into biotin during the growth of Saccharomyces cerevisiae 139^ 
Rhizobium trifoUi (1), or Lactobacillus pentoms 124-2 (2). Growth experi- 
ments with chicks, together with studies of the accumulation of oxybiotin 
in their tissues, suggest that no conversion occurs in the chick (3). This 
paper presents complete balance experiments demonstrating that the chick 
does not convert oxybiotin into biotin and, therefore, that the biological 
activity of oxybiotin is an intrinsic property of the molecule. 

EXPERIMENTAL 

In the first series, ten newly hatched white Leghorn cockerels of identi- 
cal weights were placed in pairs in screen bottom cages over glass funnels. 
The excreta were washed down daily from the cages and funnels into 
flasks containing 2 cc. of concentrated HCl and toluene and these collec- 
tions were kept in the refrigerator until analyzed. Basal diet and water 
were supplied ad libitum. Daily records of chick weights and food con- 
sumption were kept. The diet consisted of sucrose, 60.2 per cent; Labco 
^Vitamin-free” casein, 25 per cent; salts, 5 per cent (4); fortified corn oil, 
5 per cent;^ solubilized liver fraction L, 2 per cent;^ glycine, 2 per cent; 
L-cystine, 0.3 per cent; L-arginine, 0.2 per cent; choline chloride, 0.2 per 
cent; and i-inositol, 0.1 per cent. The vitamin supplement was identical 
with that used in previous experiments (3). After 1 week, the chicks were 
separated into two comparable groups. One group of six chicks served as 
the negative control; the other group of four was injected intramuscularly 
on alternate days wdth eight equal dosages totaling 32 y of dZ-oxybiotin. 

* This work was aided by grants from the Buhl Foundation, from the Williams - 
Waterman Fund of the Research Corporation, and from the American Cancer Society 
on the recommendation of the Committee on Growth of the National Research Coun- 
cil. A preliminary report of these studies has appeared {Federation Proc., 6, 276 
(1947)). 

1 Contained as follows per 100 gm. of fortified corn oil: a-tocopherol 160 mg., 
2-methyl -1,4-naphthoquinone 20 mg., vitamin A 80,000 U. S. P. units, and vitamin 
D 16,000 U. S. P. units. 

2 Supplied through the courtesy of Dr. David Klein, The Wilson Laboratories. 
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The animals in the second series were treated in like manner except that 
they were placed in individual cages. This series included three equal 
groups (based on their weight and growth performance) of four chicks each. 
One group was the negative control; a second group received 10.2 7 of 
d-biotin; the third group received 68 7 of dZ~oxybiotin. At 3 weeks of age 
the chicks of both series were sacrificed (chloroform) and their carcasses 
frozen. For analysis, these frozen carcasses were chopped into small pieces 
and the entire chick hydrolyzed. 

For comparison, biotin determinations were made on twnlve newly 
hatched chicks comparable with those used in the experimental groups. 
These were found to have a biotin content of 5.1 rfc 0.3 7 per chick (mean 
± standard error). 

Digestions of the chicks, the excreta, and the food samples were carried 
out with 5 N HCl in the manner described in the previous paper ( 3 ). Dif- 
ferential microbiological assays for biotin and oxybiotin were made by both 
the permanganate (1) and the Fancy’s nickel methods ( 5 ), with Lacto- 
bacillus arabinosus as the test organism. Added biotin was completely 
destroyed. Good recoveries of oxybiotin were obtained. 

Results 

Table I summarizes the biotin balance studies of the individual chicks 
used in these experiments. The excreta samples contained approximately 
the same amounts of biotin for successive weeks with no increase following 
the injection of oxybiotin. For simplicity, only the figures for the total 
excretion of biotin during the 3 week period are presented. Both the per- 
manganate and Eaney’s nickel procedures were used for differential analy- 
sis and both sets of figures are presented. (These analyses were performed 
independently in two different laboratories.) Considering the many steps 
involved, the results obtained with both procedures in general are in close 
agreement. The Eaney’s nickel method, however, gave somewhat higher 
results for the biotin content of the excreta, although added biotin was 
quantitatively destroyed. However, even with the Raney’s nickel figures 
for the total biotin content of each chick plus excreta, the chicks injec- 
ted with oxybiotin did not have a significantly higher content of biotin 
than non-in jected controls (8.6 7 total for chicks injected with oxybiotin 
compared to 7.6 7 for non-injected controls). With the permanganate 
method lower quantities of biotin were found (7.1 7 ). The biotin content 
of chicks injected with oxybiotin was identical with that of the controls and 
not significantly different from that of newly hatched chicks (5.8 7 in non- 
injected controls, 5.4 7 by permanganate and 6.0 7 by Raney’s nickel in 
chicks injected with oxybiotin, and 5.1 7 in comparable day-old chicks). 

In the first series the total amount of basal diet consumed contained from 
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0.37|to 0.55 7 of biotin per cMck, while in the second series (supposedly 
identical, but made up of a different batch of ingredients) the food provided 

Table I 

Biotin Content of Individual Chicks and Excreta 


Dosage 


32 

32 

32 

32 

68 

68 

68 

68 


Average, . . 


idfZ-Oxybxotin-mjected animals 


Control animals J-Biotln-injected animals 


Permanganate 

procedure 

Raney’s nickel 
procedure 



Chick 

Ex- 

creta 

Total 

Chick 

Ex- 

creta 

Total 

Chick 

Ex- 

creta 

Total 

Dos- 

age 

Chick 

Ex- 

creta 

Total 

7 

5.3\ 

5.1[ 

4.3\ 

7.1/ 

5.1 

3.9 

7.5 

5.0 

7 

3.3 

2.2 

2.1 

2.5 

1 1-8 

1.3 

7 

6.9^ 

6.8 

5.4* 

8.2 

7.2 
6.4 

9.3 

6.3 

7 

5.OI 
5. of 
4,51 
8.1] 
7.3 

5.5 
7.8 

4.5 

7 

3.6 

4.2 

4.4 

3.9 

2.6 
2.6 

7 

6.8* 

6,8 

6.6* 

10,2 

11.7 

9.4 

10.4 

7.1 

7 

4.7I 

4.3| 

5.01 
5.8j 
9.51 
5.8/ 

1 5.0 
8.5 

5.1 
4.4 

7 

3.3 

2.9 

3.3 

1.8 

2.1 

1.8 

2.4 

7 

6.3* 

6.0 

6.5* 

7.2 

11.1* 

7.5 

6.8 

10.6 

6.9 

6.8 

7 

10.2 

10.2 

10.2 

10.2 

7 

9,8 

11.5 

15.8 

11.5 

7 

2.9 
2.7 
3.5 

3.9 

7 

12.7 

14.2 

19.3 

15.4 

5,4 

1.7 

7.1 

6.0 

2.7 

8.6 

5.8 

1.8 

7.6 


12.2 

3.3 

15.4 


* AssumiBg equal amounts of biotin were excreted by each chick in the pair. 


Table II 


Oxyhioiin Content of Individual Chicks and Excreta 


d/-Oxybio- 

tin 

j Permanganate procedure 

Raney’s nickel procedure 

injected 

Chick 

Excreta 

Total 

Recovery 

, Chick 

Excreta 

Total 

Recovery 

7 

7 

i 

7 

7 

per cent 

7 

7 

7 

per cent 

32 

15.31 


00 Q 

26.5* 

S3 

13.81 

1 

OA Q 

24.0* 

75 

32 

18. SI 



30.0 

94 

17. 5J 

1 


27.7 

87 

32 

13.51 

1 ' 

01 A 

24.0* i 

75 

10. ol 

i 

1 n K 

18.3* 

57 

32 

15.61 

f 

Zl .u 

26.1 

81 

13.8! 

f 

io.o 

22.1 

69 

68 

25.8 

22.0 

47.8 

70 

25.3 

17.7 

43.0 

63 

68 

32.3 

20.4 

52.7 

77 

33.0 

17.3 

50.3 

74 

68 

25.0 

28. 1 

53.1 

78 

26.8 

21.6 

48.4 

71 

68 

26.0 

34.2 

60.2 

88 

24.9 

28.6 

63.5 

79 


* Assuming equal amounts of oxybiotin were excreted by each chick in the pair. 


from 1.2 to 2.0 7 . The excretion by the non-injected control chicks of 
amounts of biotin greater than that present in the food consumed suggests 
that bacterial synthesis of small amounts of biotin may have occurred. 
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Analysis of comparable chicks which received biotin injections indicated 
that a large amount of the biotin could be recovered in the chick plus ex- 
creta (see Table I). Thus, if appreciable quantities of biotin were formed 
from oxybiotin in chicks injected with oxybiotin, it should have been de- 
tectable. The failure to find any increase in the total biotin of the chick 
or excreta following the injection of large dosages of oxybiotin excludes the 
possibility of oxybiotin being converted into biotin by the chick. 

In Table II are presented the recoveries of oxybiotin injected into chicks* 
With a dosage of 32 7 of dZ-oxybiotin 31 to 59 per cent was recovered within 
the chick, while 30 to 35 per cent was recovered in the excreta. 75 per 
cent or more of the injected oxybiotin was accounted for in the chick plus 
excreta. With the higher dosage of 68 7 of oxybiotin, 37 to 48 per cent was 
recovered within the chick and 25 to 50 per cent in the excreta. Certainly 
the recovery of oxybiotin was very good under the conditions of these ex- 
periments. The high recovery of oxybiotin precludes the possibility of its 
being converted into biotin. 


niscussioN 

The biotin balance experiments described in this paper demonstrate 
clearly that the chick does not convert oxybiotin into biotin. This con- 
clusion is further supported by the fact that about 75 per cent of the in- 
jected oxybiotin could be accounted for unchanged in the chick plus ex- 
creta. Recovery of injected biotin was of the same order. 

It must be concluded that the increased growth consistently observed 
following the administration of oxybiotin to biotin-deficient chicks is the 
result of the direct utilization of this compound . The experiments reported 
here complete the evidence for the first demonstration that the sulfur atom 
of biotin is not essential for the biological activity of this compound in a 
higher animal- Since several widely different species can utilize oxybiotin 
as such, it seems reasonable to predict that oxybiotin can replace biotin in 
all biological forms. 


SUMMARY 

1. The biotin content of chicks injected with oxybiotin was identical with 
that of control chicks and not significantly different from that of newly 
hatched chicks. 

2. The biotin excretion by chicks injected with oxybiotin was identical 
with that of control animals. 

3. When total dosages of 32 or 68 7 of dZ-oxybiotin were injected into 
chicks over a 2 week period, approximately 75 per cent of the oxybiotin was 
accounted for almost equally distributed between the chick and excreta. 
A similar recovery of injected biotin was observed. 
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4, Since the chick does not convert oxybiotin into biotin, the biological 
activity of this compound must be an inherent property of the molecule,- 
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SYNTHESIS OF CARBONYL-LABELED PYRUVIC ACID^' 

By H. S. anker 

(From the Departineni of Biochemistry, University of Chicago, Chicago) 
(Received for publication, July 12, 1948) 

Carbonyl-labeled pyruvic acid was synthesized from radioactive carbon 
dioxide for use in feeding experiments, the results of which are reported in 
the following communication (1). 

The synthesis involves the following steps. 

COs-^GHsCOOK-^CHsCOBr-^CHaCOCN-^CHsCOCONHs-^CHsCOCOOH 

Potassium Acetate — ^The method described here does not differ in 
principle from those published earlier (2) . The apparatus used is illustrated 
in Fig. 1. 25 mM of radioactive barium carbonate are introduced into 
the generator, 50 ml. of hydrochloric acid-water, 1:10, into the dropping 
funnel, and a saturated barium hydroxide solution into the last trap. After 
a moderate stream of nitrogen has been started, 100 ml. of an ethereal 0.5 N 
methyl magnesium bromide solution^ are pipetted into the reaction vessel, 
which is cooled in an ice bath. After all the air has been displaced, 100 ml. 
of 0.1 N sodium hydroxide solution are added to the gas absorption bottle.^ 
The nitrogen stream is reduced and the hydrochloric acid added rapidly 
to the barium carbonate. The reaction vessel is continuously shaken. 
When the barium carbonate is decomposed, the nitrogen stream is increased 
again. The reaction product precipitates as the carbon dioxide enters the 
reaction vessel. After shaking for 20 to 30 minutes, 50 ml. of ice water are 
introduced into the reaction vessel. When the precipitate has dissolved, 
30 ml. of 2 N sulfuric acid are added and the ice bath removed. All addi- 
tions are made after pressure equalization and without interruption of the 
nitrogen stream, which is continued until the ether layer has evaporated 
completely. 60 mu of silver sulfate and 50 ml. of concentrated sulfuric 
acid are added and the mixture is distilled with steam in an all-glass dis- 
tilling apparatus. The distillate is neutralized with 0.1 N potassium hy- 
droxide and concentrated to dryness. The residue is dissolved in 100 ml. 
hot methanol and filtered after addition of a small quantity of charcoal. 
The filtrate is again evaporated and dried. The yield is 65 to 85 per cent, 
based on the barium carbonate used. Nearly all unchanged carbon dioxide 

* This work was supported in part by a grant from the United States Public Health 
Service. 

1 Arapahoe Chemicals, Boulder, Colorado. 

2 Barium hydroxide solution is unsuitable here, as precipitated barium carbonate 
may clog the fritted disk. 
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CARBONYL-LABELED PYRUVIC ACID 


can be recovered from the alkali trap. (Only a very small quantity of 
barium carbonate should have precipitated in the barium hydroxide trap.) 

1-C^^ Acetyl Bromide (3 ) — ^20 mM of potassium acetate are pulverized^ 
mixed with 16 mM of benzoic acid, and added to a distilling flask. Two 
portions of 2 mM each of benzoic acid are used to ^Svash’^ out the flask which 
contained the potassium acetate. 10 ml. of benzoyl bromide are added to 
the mixture, a glass wool plug is inserted below the side-arm, and the flask 
heated carefully so that the acetyl bromide distils slowly into the tared 
receiving flask. The boiling range is 72-76®. Yield, 75 to 90 per cent. 

Acetyl Cyanide (4) — 8 mM of acetyl bromide are added to 9 mM of 
dry cuprous cyanide contained in an ice-cooled ampul. Sufficient dry 
cyclohexane to wet all the cuprous cyanide is added and the ampul is sealed 



]Pio. 1. Apparatus for the synthesis of labeled acetic acid. (The wash bottles are 
Coming catalogue, Nos. 31770 and 31750.) 

off. After standing for 3 days at room temperature the contents are ex- 
tracted with five portions of 2.5 ml. each of dry ether. The ether solution 
is used directly. Yield, 75 to 80 per cent. 

Pyruvamide (5 ) — ^The ether solution is introduced into a jacketed 
funnel with a fritted filter disk through which dry hydrogen chloride gas 
passes from the bottom. Ice water is circulated through the jacket and a 
calcium chloride tube is attached at the top. After the solution is saturated 
with hydrogen chloride, 6.5 mM of water are added to the ether solution and 
the hydrogen chloride stream continued for 30 minutes. Pyruvamide 
crystallizes out. The hydrogen chloride stream is discontinued and the 
material filtered by gravity. The precipitate is washed twice with 5 ml. 
each of ether-cyclohexane, 5:1, saturated with hydrogen chloride gas. The 
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top of the funnel is immediately connected to a nitrogen stream in order 
to drive off the hydrogen chloride completely (about 3 hours). The pyru« 
vamide obtained is recrystallized from a minimum amount of dry ethyl 
acetate. Yield, 40 to 70 per cent; m.p. 127°. 

^-^14 Pyruvic Acid — A solution of pyruvic acid is obtained by dissolving 
1 mM of p3?Tiivamide in 1 to 3 ml. of water, adding 1 ml. of 1 n hydrochloric 
acid, and heating on a steam bath for 90 minutes. The pyruvic acid con- 
tent is determined colorimetrically (6). In view of the known instability 
of pyruvic acid, the solution should be used as soon as possible. Yield, 
90 to 100 per cent. 


SUMMARY 

Pyruvic acid labeled with isotopic carbon in the carbonyl group was syn- 
thesized from isotopic carbon dioxide as starting material in about 40 per 
cent over-all yield. Potassium acetate, acetyl bromide, acetyl cyanide, 
and pyruvamide were obtained as intermediates in the synthesis. 

The product was stored in the form of pyruvamide rather than pyruvic 
acid in view of the stability of this compound. 
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SOME ASPECTS OF THE METABOLISM OF PYRIATC ACID 

IN THE INTACT ANIMAL=^ 

Bt H. S. ANKER 

{From the Department of Biochemistry ^ University of Chicago^ Chicago) 
(Received for publication, July 12, 1948) 

IJEtil the advent of the isotope technique, the formation of fat in adult 
animals was held to occur only on a diet containing an excess of calories. 
From the work of Schoenheimer and Rittenberg (1) it became clear that 
body fat is not an inert energy store but participates actively in inter- 
mediary metabolism. Their evidence also indicated that small molecules 
w-ere utilized to build up the fatty acid chains as well as the cholesterol 
structure. The observation that carbohydrate can serve as a precursor 
for body fat is very old, and many investigations have been carried out to 
analyze the details of this process. It is clear that on a balance basis fat 
must ultimately be derived from the carbohydrate or protein of the diet 
if no fat is supplied in the food. Stetten and Boxer (2) concluded from 
experiments with heavy water that a large portion of dietary carbohydrate 
is metabolized by way of fat. These authors (3) proposed too that inter- 
ference with fatty acid synthesis is one of the main metabolic defects in 
alloxan diabetes. Investigations by Bloch and Rittenberg (4, 5) revealed 
the importance of acetic acid as a precursor in the synthesis of fatty acids 
and cholesterol and established the quantitative significance of acetic 
acid as a major intermediate of metabolism. 

Smedley and Lubrzynska (6) first suggested pyruvic acid as an important 
intermediate in carbohydrate metabolism, and many investigations since 
have borne out the central role of pyruvic acid in glycolysis. It seems 
likely that pyruvic acid is also a key intermediate in the conversion of 
carbohydrate to other body constituents. The work presented here was 
undertaken to ascertain directly the utilization of pyruvic acid for the 
various metabolic processes, particularly the synthesis of acetic acid, 
fatty acids, and cholesterol. For this purpose pyruvic acid labeled in the 
the carbonyl carbon with was synthesized and fed to rats. Feeding 
experiments were also carried out with carboxyl-labeled pyruvic acid and 
labeled acetic acid. 


EXPERIMENTAL 

Syntheses of 'Acetic Acid and 2-0^^ Pyruvic Acid — These preparations 

are described in the preceding communication (7). 

* This work was supported by a grant from the United States Public Health Ser- 
vice. 
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SytithesiB of 1-C^^ Pyruvic Acid — ^The synthesis was carried out in the 
same manner as described for 2-C*^^ pyruvic acid, except that normal 
acetyl bromide and labeled cuprous cyanide were used as starting ma* 
terials. Labeled cuprous cyanide was prepared by shaking equimolar 
amounts of solid cuprous chloride and sodium cyanide in an aqueous 
solution. 

Feeding Experiments — Growing rats weighing about 120 gm. were fed 
ad libitum for 3 days on a diet consisting of 73 per cent corn-starch, 16 
per cent casein, 5 per cent dried yeast, 4 per cent salt mixture (8) and 2 
per cent cod liver oil. The pyruvic acid hydrolysate or sodium acetate 
dissolved in water was mixed with the diet. 100 mg. of p-aminobenzoic 
acid per 100 gm. of body weight or 50 mg. of y-phenylaminobutyric acid 
per 100 gm. of body weight were added to the diet when desired. Two 
strains of rats, a mixed laboratory strain whose original stock consisted 
of Wistar rats, and the Sprague-Dawley strain, were used in these experi- 
ments. In all cases the experimental conditions were kept as closely alike 
as possible. 


Isolation of Body Constituents 

Acetyl Derivatives — Acetyl-p-aminobenzoic acid and acetyl-7-phenyl- 
aminobutyric acid were isolated from the urine and purified as described 
by Bloch and Rittenberg (9). 

Hippuric Acid and Glycine — Hippuric acid was obtained from the urine 
and glycine isolated after hydrolysis of the hippuric acid, according to the 
method of Shemin (10). 

Liver Glycogen — ^The animals were killed by exsanguination in ether 
narcosis. The livers were immediately dispersed in ethanol in a Waring 
blendor and digested after the addition of 1 volume of 20 per cent KOH 
by heating for 2 hours. The insoluble glycogen was centrifuged and 
purified according to the procedure of Stetten and Boxer (2). 

Cholesterol and Fatty Acids — Cholesterol was precipitated as the digi- 
tonide from the unsaponifiable fraction. The digitonides obtained were 
decomposed with pyridine (11) and the free cholesterol recovered. The 
saturated fatty acids were separated via the lead soaps according to the 
procedure of Schoenheimer and Rittenberg (12). 

Urea — ^After extraction of the excreted acetyl derivatives, the urine was 
adjusted to pH 5 and treated with urease. The carbon dioxide liberated 
was precipitated as barium carbonate. 

Decarboxylation — Fatty acid was heated together with powdered iron to 
300° in a nitrogen stream. Carbon dioxide was precipitated as barium 
carbonate, and the ketones obtained from the residue recrystallized from 
ethanol (13). 



H. S. ANKER 


1339 


Isotope Analyses— The isolated compounds were burned in a micro com- 
bustion apparatus to carbon dioxide. The combustions w’ere carried out 
at about 900° with a Vicor combustion tube and a platinum gauze filling. 
The carbon dioxide was precipitated as barium carbonate. 

For analysis of the barium carbonate was suspended in methanol j 
the suspension transferred to cups, and a layer of barium carbonate 8 to 
15 mg. per sq, cm. thick was deposited. The samples were counted with a 
thin window Geiger-Muller counter for a suflScient length of time to give 
less than 5 per cent probable error. The number of counts was corrected 
for activity of infinitely thick samples with the curve published by Reid 
(14). The size of the cups (area, 3.47 sq. cm.) and the counting proce- 
dure were identical for all analyses. 

For analysis of the barium carbonate was converted to carbon dioxide 
in a vacuum system (15) and the gas analyzed in a mass spectrometer.^ 
The analyses have an error of about ± 0.01 per cent excess 

Throughout this communication the term ‘^relative isotope concentra- 
tion’’ (RIC) is used for reporting the analytical data. It is calculated in 
the following manner. 

_ radioactivity of isolated compound atom % excess in isolated compound 
radioactivity of fed compound atom % excess in fed compound 

The ^ ^relative isotope concentration” is independent of the kind of iso- 
tope used for individual experiments; i.e., the same figure is obtained 
if an experiment is carried out with either or Furthermore, by 
reporting the data as ‘^^relative isotope concentration,” the analytical 
values of the isolated material become independent of the isotope concen- 
tration of the administered substance. 

In the experiments reported here the weight of the animals as well as 
the amounts of the labeled test substance varied. For comparison of the 
analytical data from different experiments the term “concentration coef- 
ficient”- (CC) is introduced. 

^ The construction of the mass spectrometer was made possible by grants from the 
Dr. Wallace C. and Clara A. Abbott Memorial Fund of the University of Chicago and 
from the Charles H. and Mary F. S, Worcester Memorial Fund. 

^ The concentration coefficient is calculated from the isotope dilution formula (16), 
{{Cq/C) — 1)Q = ({Cq/C^) — l)g, where <7 q, Cq are the isotope concentrations of fed 
material, C is the isotope concentration of isolated material after feeding Q, Q is the 
quantity of fed material (in mM per 100 gm. per day) , C' is the isotope concentration 
calculated if q would have been fed, and q is the standard quantity. If the relative 
isotope concentrations are used and if the standard quantity is 1 mK per 100 gm. 
per day, then Cq — Cq — 1, q - IjC — RIC, and C' = CC, After substitution of 
these values and solving for CC, the formula for the concentration coefficient is ob- 
tained. In most cases the expression (1 — Q)iK/(7 in the denominator is negligible and 
the actual calculation can be simplified accordingly. The ‘‘concentration coefficients” 
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^ Q^{l-Q)RW 

where Q is the quantity of the compound fed in him per 100 gm« of rat 
tissue per day. 

The ^^concentration coefficient” affords the “relative isotope concen- 
tration” which would have been found if exactly 1 mM per 100 gm. per day 
had been fed. 

In cases in which the administered compounds contain several carbon 
atoms of which only one is labeled, the concentration coefficient may not 
be a true measure of the utilization of the test substance. The possibility 
exists that not all carbon atoms of the fed material are incorporated to 
an equal extent into the isolated compounds. In such a case the “specific 
concentration coefficient”- (SCC) relating only to the carbon atoms util- 
ized will be of greater significance. 

SCC ^ CC Xf 

where / is the fraction of carbon atoms of fed compound utilized. 

In Tables I, II, and V the “specific concentration coefficient” is given 
only in those instances in which the mechanism could be established 
experimentally, such as the utilization of carbon atoms 2 and 3 of pyruvic 
acid only for the acetyl groups and the fatty acids. 

Remits 

The analytical data are given in Tables I to VI. The isotope concen- 
trations found indicate that pyruvic acid is incorporated to a varying 
degree into the acetyl groups of the excreted foreign amines, liver glycogen, 
cholesterol, and fatty acids. 

In order to evaluate the extent to which a labeled precursor is utilized 
for the synthesis of a body constituent, it is necessary to know the isotope 
concentration of the precursor at the site of synthesis. This value depends 
on the dilution of the administered precursor by its endogenous analogue, 
t.e. the size of the metabolic pool. In the case of pyruvic acid it was not 
possible to determine the size of the pool directly. However, an indirect 
estimate was obtained in view of the fact that pyruvic acid provides acetyl 
groups for the acetylation of some foreign amines. 

Acetyl Groups — It is possible to determine the isotope concentration of 
the endogenous acetyl pool of the liver by taking advantage of the acetyla- 

defined here are similar to the ‘‘coefficients of utilization’’ of Bloch and Rittenberg 
(17). The “coefficients of utilization” were used to describe the efficiency of several 
test substances in forming the same metabolite, while the “concentration coefficients” 
are used to indicate the efficiency of a precursor for the formation of several different 
metabolites. 



H. S. ANKER 


1341 


tion reaction. The utilization, of a labeled compound as a source of acetyl 
can therefore be determined by an isotope analysis of the acetyl derivative 
excreted in the urine. Bloch and Rittenberg (9) had shoTO that acetic 
acid itself acetylates p-aminobenzoic acid as well as Y-phenylaminobutyric 
acid, ix, both aromatic and aliphatic foreign amines. They found on the 
other hand that alanine, presumably by way of pyruvic acid, is capable of 
providing the acetyl group for the acetylation of y-phenylaminobiityric 
acid only, but not for p-aminobenzoic acid. 


Table I 

Isotope Concentrations of Urinary Excretion Products after Feeding Labeled Pyruvic 

and Acetic Acids 


Compound fed 


Acetyl groups of acetyl- 


Experi- 

ment 

No. 


Per 100 
gm. 
per 
day 

Isotope 

concentra- 

tion* 

3 &-Aminobenzoic acid 

7 -Phenylanimobutyric 

acid 

RJCt 

cct 

5CCt 

BIC 

CC 

see 




MM 


per cent 

per cent 

per cent 

per cent 

per cent 

per cent 

It 

2-C^^ pyruvic acid 

0.46 

8,400 

0.14 

0.32 

0.21 

2.0 

4.3 

2.9 

2t 

1-G^^ acetic 

ti 

0,45 

12,600 

3.5 

7.6 

7.6 

2.7 

5.9 

5.9 

3§ 

2-C^^ pyruvic 

it 

0.50 

12,300 

1.0 

2.0 

1.3 

1,1 

2.0 

1.3 

3§ 

1-C^® acetic 

CC 

0.47 I 

11.9 




2.1 

4.3 

4.3 

4§ 

2-C^^ pyruvic 

{( 

0.50 

12,300 

1.2 

2.4 

1.6 

0.77 

1.5 

1.0 

4§ 

1-C^^ acetic 

CC 

1.04 

11.9 

4.6 

4.4 

4.4 

4.9 

4.7 

4.7 

5§ 

l.Qia pyruvic 

tc 

1.07 

17.0 

0.19 

0.18 

0.18 

i 




* Counts per minute of BaC^^Oa, or atom per cent excess 

\ RIG = relative isotope concentration, CC == concentration coefficient, and 
see = specific concentration coefficient, 
t Rats of the laboratory strain. 

§ Rats of Sprague-Dawiey strain. 


Similar results were obtained after feeding labeled pyruvic acid to 
rats of the laboratory strain. The analytical values (Table I) indicate in 
particular that there is no significant conversion of pyruvic acid to acetic 
acid, as in this strain the isotope concentration of acetyl-p-aminobenzoic is 
very low. From the experiment with carboxyl-labeled pyruvic acid it is 
clear that only a negligible fraction of the carboxyl carbon atoms of pyruvic 
acid is incorporated into the acetyl groups. Only carbon atoms 2 and 3 of 
pyruvic acid are therefore utilized in the acetylation reaction. The use of 
the “specific concentration coefficients” for these data is thus justified, 
the factor / being equal to 0.67. 

In the Sprague-Dawiey strain, the acetyl groups of y-phenylaminobu- 
tyric acid and p-aminobenzoic acid have nearly equal isotope concentra- 
tions, indicating a considerable difference of pyruvic acid metabolism in the 
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two strains. This result would seem to indicate that a portion of the fed 
pyruvic acid is decarboxylated to acetic acid, which in turn provides the 
acetyl groups for both foreign amines. The possibility cannot be excluded 
that Sprague-Dawley rats are capable of using pyruvic acid directly, i.e. 
without conversion to acetic acid, for the acetylation of p-aminoben2:oic 
acid. However, this explanation seems less plausible. If large quantities 
of labeled acetic acid are formed from the ingested pyruvic acid, it becomes 
impossible to evaluate the direct incorporation of carbon atoms of pyruvic 
acid into other compounds, such as fatty acids and cholesterol, for which 
acetic acid too is a precursor (3), 

Pyruvic Acid Pool — A calculation of the hepatic pyruvic acid pool and 
its isotope concentration can be attempted from the data obtained in the 
laboratory strain, since after feeding pyruvic acid, the isotope content 
of the acetyl group of acetyl-p-aminobenzoic acid is very small, and there- 
fore no appreciable conversion of pyruvic acid to acetic acid could have 
taken place. Therefore the appearance of the label in the acetyl group of 
acetyhy-phenylaminobutyric acid will be the result of direct acetylation by 
pyruvic acid; i.e., condensation of pyruvic acid with the amine and sub- 
sequent decarboxylation of the condensation product (18). The isotope 
concentration of this acetyl group depends on the isotope concentration of 
the pyruvic acid in the metabolic pool and on the relative proportion of 
acetyl groups of Y-phenylaminobutyric acid derived from pyruvic and 
acetic acids respectively. 

It can be seen (Table I) .that after feeding labeled acetic acid the rel- 
ative isotope concentrations of the acetyl groups of acetyl-p-aminobenzoic 
acid and acetyl-v-phenylaminobutyric acid in the laboratory strain are not 
identical. The acetyl group of acetyl-p-aminobenzoic acid is derived from 
acetic acid only and thus provides a measure of the isotope concentration 
of the acetic acid pool, while the isotopic concentration of the acetyl group 
of acetyl-7-phenylaminobutyric acid is lower. If it is assumed that this 
difference is due to direct acetylation by pyruvic acid, then the relative 
contribution of acetic and pyruvic acids for the acetylation of phenylamino- 
butyric acid can be calculated. 



where R is the ratio of acetylation of 7-phenyIaminobiityric acid by acetic 
to that by pyruvic acid, la is the isotope concentration of the acetyl group 
of acetyl-p-aminobenzoic acid, and la is the isotope concentration of the 
acetyl group of acetylphenylaminobutyric acid. 

From the data of Experiment 2 (Table I) R is found equal to 3.5, i.e., 
acetic acid acetylates 7-phenyIammobutyric 3.5 times as fast as does 
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pyruvic acid. From this ratio and from the isotope concentration of the 
acetyl group of acetyl-7-phenylammobutyric acid after feeding labeled 
pyruvic acid, the isotope concentration of the pyruvic acid actually em- 
ployed for acetylation and therefore the isotope concentration in the me- 
tabolic pool can be calculated. 

jp = I Ur + 1) 

where is the isotope concentration of the pyruvic acid pool, and is the 
isotope concentration of the acetyl group of phenylaminobutyric acid. 
The “relative isotope concentration” of the pyruvic acid in the pool is 
calculated to be 13 per cent. 

The size of the pyruvic acid pool is then given by 

(fp CT 

p r p 

Ip 

where Pp is the pyruvic acid pool in millimoles per 100 gm. of rat tissue per 
day, ip is the isotope concentration of administered pyruvic acid, and 
Fp is the quantity of administered pyruvic acid in millimoles per day. 

If this calculation is carried out, it is found that the pyruvic acid pool is 
about 6 to 7 niM per 100 gm. per day. Since this calculation depends on 
several isotope determinations in different animals, it can be considered 
indicative of an order of magnitude only. 

In comparison the acetic acid pool is found to be about 12 to 15 mM per 
100 gm. per day in the laboratory strain and about 20 to 25 mM per 100 gm, 
per day in the Sprague-Dawley strain. These values are in good agree- 
ment with the results obtained by Bloch and Rittenberg (9). 

The size of the pyruvic acid pool is far smaller than the quantity of car- 
bohydrate in the diet. It is comparable to the amount of pyruvic acid 
which could arise from a quantity of antiketogenic amino acid equivalent 
to that contained in the dietary protein. It w^ould appear, therefore, that 
in the liver only a small part of the administered carbohydrate is in equi- 
librium with pyruvic acid in the laboratory strain. 

For the Sprague-Dawley strain a similar calculation of the pyruvic acid 
pool cannot be made, since pyruvic acid provides labeled acetyl groups 
also for p-aminobenzoic acid. Therefore it is not possible to determine 
the relative contributions of pyruvic and acetic acids to the isotope content 
of the acetyl groups of 7-phenylaminobutyric acid. 

Liver Glycogen— Tho, incorporation of isotopic carbon from labeled py- 
ruvic acid into liver glycogen is quite variable in different animals but lies 
within the same range in both rat strains. The half life time of liver 
glycogen was determined by Stetten and Boxer (2) to be about 1 day. On 
the basis of this value about 85 per cent of the liver glycogen should have 
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been replaced by newly formed glycogen in the 3 day feeding period. 
From the data in Table II it can be estimated that in the laboratory strain 
the isotope concentration of the liver glycogen is only about one-thirtieth 
the isotope concentration of the pyruvic acid pool. A major part of the 
liver glycogen must therefore have been derived from unlabeled sources, 
presumably from dietary carbohydrate directly. This ol)servation is in 
agreement with the revSults obtained by Vennesland et ah (19), who observed 
that the extra glycogen deposited after administration of labeled lactic 
acid to fasted rats contained only a small fraction of the label. 

The isotope from carbonyl- as well as from carboxyl-labeled pyruvic 
acid is incorporated into liver glycogen to an equal extent, indicating the 
utilization of all carbon atoms of pyruvic acid for glycogen formation. 

Table II 


Isotope Concentrations of Liver Glycogen and Urea after Feeding Labeled Pyruvic 

and Acetic Acids 

The results are expressed in per cent. 


Esperi“ 
ment No, 

Compound fed | 

j 

Liver glycogen 

Urea 

RIC 

CC 

RIC 

CC 

j see 

1* 

pyruvic acid 

0.17 

0.38 




2* 

acetic 

a 

0.03 

0.06 




3t 

2-C^^ pyruvic 

tt 

0.26 

0.51 

0.43 

0.84 

0.28 

4t 

2-01-* “ 

et 

0.16 

0.32 

0.41 

0.83 

0.28 

4t 

1-C^3 acetic 

ee 

0.13 

0.12 

0.50 

0.49 

0.25 

5t 

1-C^^ pyruvic 

ee 

0.48 

0.41 

0.85 

0.80 

0.27 


* R,ats of the laboratory- strain, 
t Rats of Sprague-Dawley strain. 


Acetic acid carbon is incorporated to a small extent only into the liver 
glycogen. 

Urea — From experiments by Mackenzie and du Vigneaud (20) it is known 
that the urea carbon and the respiratory carbon dioxide have the same 
isotope concentrations. The '^specific concentration coefficients’" were 
calculated after the administration of 2-0^*^ pyruvic acid, 1-C^^ pyruvic 
acid, and 1-C^® acetic acid to rats of the Sprague-Dawley strain, with 
/ = I for the pyruvic acids and / = J for acetic acid. These data are given 
in Table II and suggest an analogous rate of metabolism for pyruvic and 
acetic acids in these animals. 

Glycine — Hippuric acid was isolated from the urine of rats which had 
been fed benzoic acid together with carbonyl- or carboxyl-labeled pyruvic 
acid or carboxyl-labeled acetic acid. The ^helative isotope concentrations” 
given in Table III indicate that acetic acid is not a precursor for glycine. 
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The isotope concentration of labeled gtycine was of the same order of 
magnitude after feeding either carbonyl- or carboxyl-labeled pyruvic 
acids. Degradation by iiinhydrin (21) of the glycine obtained after feed- 
ing carbonyl-labeled pyruvic acid indicates that over 80 per cent of the 
isotope was present in carbon atom 2. It is therefore concluded that car- 
bon atoms 1 and 2 of pyruvic acid are the precursors of carbon atoms 1 and 
2 of glycine respectively. In view of the fact that Shemin (10) has demon- 
strated the conversion of serine to glycine, it seems most reasonable to- 
assume that the utilization of carbon atoms 1 and 2 of pyruvic acid for 
glycine synthesis proceeds via serine as an intermediate. Chargaff and 
Sprinsoii (22) have proposed a mechanism for the conversion of serine 
to pyruvic acid. If this reaction series were reversible, it could account 
for the results obtained in this experiment, A similar observation was 
made by Buchanan et al. (23) who observed the conversion of lactic acid to 

Table III 


Incorporation of Isotopic Carbon into Glycine from Labeled Acetic and Pyruvic Acids 


Experiment 

Compound fed 

Glycine from hippuric acid 

No. 


Per 100 gm. 
per day 

Isotope 

concentration* 

RIC 

cc 



mM 


per cent 

per cent 

5t 

1-C^^ acetic acid 

0.22 

87,000 

0.008 

0.04 

5t 

l-C'^ pyruvic “ 

1.1 

17.0 

0.34 ! 

0.25 

6t 

2.C14 “ “ “ 

0.5 ! 

12,300 

0.35 1 

0.70 


* Counts per minute of or atom per cent excess 

t Rats of Sprague-Dawley strain. 


glycine in the pigeon. Comparing the isotope concentrations of the 
different carbon atoms of uric acid after labeled glycine feeding with 
labeled lactic acid administration, the authors reached the conclusion 
that carbon atoms 1 and 2 of lactic acid are utilized for glycine formation 
in the pigeon. 

Cholesterol — Experiments by Bloch and Rittenberg (4) have demon- 
strated the importance of acetic acid a»s a precursor of cholesterol. The 
contribution of acetic acid carbon atoms for the formation of liver choles- 
terol in the present experiments can be estimated from the turnover rate 
and the concentration of the acetic acid pool. It can be assumed that about 
30 per cent of the liver cholesterol was newly synthesized in the 3 day 
feeding period, based on a half life time of 5 to 6 days (5, 9). The fraction 
derived from the carboxyl carbon atom of acetic acid is calculated to be 
27 to 33 per cent of all carbon atoms of cholesterol in both rat strains- 
This value is in good agreement with the results obtained by Bloch and 
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Ritteaberg (4) who found acetic acid to provide over 50 per cent of the 
carbon atoms of cholesterol. Experiments by these authors (5) indicate a 
larger utilization of the methyl than of the carboxyl carbon atom of acetic 
acid. 

By a similar calculation it can be estimated that in the laboratory strain 
of rats about 7 to 8 per cent of the cholesterol carbon is derived from the 
carbonyl carbon atom of pyruvic acid. In this instance direct utilization 
of pyruvic acid is probable because, as has been shown, no conversion of 
P 3 n-uvic to acetic acid occurs in the laboratory strain. The extent of 
incorporation of pyruvic acid carbon atoms cannot be calculated in the 
Sprague-Dawley strain, as decarboxylation of pyruvic to acetic acid does 
occur for reasons mentioned above. 

Table IV 

Isotope Concentrations of Liver and Carcass Cholesterol after Feeding Labeled Pyruvic 

and Acetic Acids 


The results are expressed in per cent. 


Experiment 

No. 

! 

Compound fed 

Liver cholesterol 

Carcass cholesterol 

! RIC 

! cc 

RIC 

CC 

1* 

2-C^'^ pyruvic acid 

1 0.39 

\ 0.85 

Q.IO 

0.23 

2* 

1-C^^ acetic ‘‘ ! 

! 0.66 

1.5 

0.10 

0,23 

3t 

2-C^^ pyruvic “ 

0.16 

0.31 

0.14 

0.28 

4t 

1 2-C^^ 

0.09 i 

0.18 

! 0.08 

0.15 

4t 

1 acetic 

0.77 1 

0.73 

1 0.12 

0.11 

5t 

1-C^® pyruvic ' 

i 0.14 i 

1 1 

0.13 




Rats of the laboratory strain, 
t Rats of Sprague-Dawley strain. 


From experiments in the Sprague-Dawley strain with carboxyl-labeled 
pyruvic acid, it appears probable that pyruvic acid as a whole is utilized 
to some extent for cholesterol synthesis. After feeding carboxyl-labeled 
pyruvic acid the ^ Relative isotope concentration’’ of liver cholesterol was 
found to be about half of that which is obtained after administration of 
carbonyl-labeled pyruvic acid. The low analytical value does not permit a 
quantitative evaluation of this finding but suggests at least a partial 
utilization of the carboxyl carbon atom of pyruvic acid. 

In view of the uncertainty of the contributions of the methyl carbon 
atom of acetic acid and of the methyl and carboxyl carbon atoms of py- 
ruvic acid in these experiments, the “concentration coefficients” only are 
reported in Table IV, It is therefore not possible to set up a complete 
carbon balance from the data. Other precursors can be involved to a small 
extent only in the synthesis of cholesterol. 
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The ^Telative isotope concentrations” of the carcass cholesterols are 
found to be only slightly lower than those of the liver cholesterols. Since in 
adult animals the isotope concentration of liver cholesterol is found to be 
several times the isotope content of carcass cholesterol, the liver has been 
suggested as the site of cholesterol synthesis ( 9 ). The similarity of the 
values found in the experiments reported here is most probably due to 
the use of growing animals. In an unreported experiment carried out with 
an adult rat under comparable conditions, the isotope concentration of the 
carcass cholesterol is onl}” one-third of the liver cholesterol. 

Fatty Acids — Rittenberg and Bloch ( 5 ) have found that after feeding 
carboxyl-labeled acetic acid only the odd carbon atoms of the isolated 

Table V 


Isotope Concentraiions of Liver and Carcass Fatty Acids after Feeding Labeled 
Pyruvic and Acetic Acids 

The results are expressed in per cent. 


Experi-; 
ment ! 
Xo, 

i 

Compound fed 

Liver fatty adds 

Carcass fatty acids 

Saturated 

Unsaturated 

Total 

Saturated 

RIC 

CC 

see 

RIC 

ec 

SCC: 

RIC 

CC 

see 

RIC 

CC 

SCC 

1* i 

2-C^^ pyruvic 

acid 

1.1 

2.3 

1.5 

0.45 

0.99 

0.66 

0.11 

0.25 i 

0.17 

0.161 

0.34 

0.22 

2^^ } 

l-C^^ acetic 

a 

0.71 

1.6 

1.6 

0.22| 

0,49 

0.49 

10.06 

0.13 

0.13 

0 . 05I 

0.11 

0.11 

Bt 1 

2-0^^* pyruvic 

a 

10.42 

0.83 

0.56 

0.15 

0.30 

0.20 

0.16 

0.32 

0.21 

0.21 

0.42 

0.28 

4t : 

2-C‘< 

a 

0.41 

0.81 

0.54 

0.20 

0.39 

0.26 

0.15 

0.30 

0.20 

0.20 

0.40 

0.27 

4t j 

1-C^® acetic 

C( 

1.7 

1.6 

1.6 

0.42 

0.40 

0.40 

0.29 

0.29 

0.29 

0.52 

0.50 

0.50 

St ! 

1-C^^ pyruvic 

a 

0.0 



i 







i 



Rats of the laboratory strain, 
t Rats of Sprague -Dawley strain. 


fatty acids contained the label. They concluded that their finding made it 
mandatory to assume that fatty acids are synthesized from C2 units, that 
acetic acid is a precursor for C2 units, and that the C2 units from acetic 
acid are utilized at random for the entire fatty acid chain. This concept 
necessarily requires formation of C2 units from all other fatty acid pre- 
cursors and random utilization of these C2 units. Rittenberg and Bloch 
considered that the C2 units from acetic acid are not necessarily identical 
to the C2 units from other precursors and suggested the formation of 
acylpyruvic acids as intermediates with subsequent decarboxylation of 
the condensation products. 

The experiments presented here are in full agreement with the hypothesis 
of Rittenberg and Bloch. The data are given in Table V. After feeding 
carboxyl-labeled pyruvic acid the isotope concentration of the liver fatty 
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acids was found to be negligible. From this result it can be concluded that 
only carbon atoms 2 and 3 of pyruvic acid are used in fatty acid synthesis. 
Decarboxylations of saturated fatty acids isolated after feeding car- 
bonyl-labeled pyruvic acid yielded carbon dioxide, the isotope concentration 
of which was about twice that of the fatty acids. This indicates that the 
carbonyl carbon atom of pyruvic acid is incorporated in a random manner 
into the odd numbered positions of the fatty acid chain (Table VI). Ac- 
cordingly, in Table V the “specific concentration coefficients’’ are calculated 
with / == 0.67. 


Table VI 

Disirihution of Isotopic Carbon in Fatty Acid Chains after Administration 
of Labeled Pyruvic Acid 


Experiment 

No. 

Isotope concentration 


Found 

Calculated 

ih) 



counfs per min. 

counts per min. 


Saturated fatt.y acids, carcass 

121(a) 



Carbon dioxide, decarboxtdation 

225 

241 1 


Ketone, decarboxylation 

119 

list 

1 

Saturated fatty acids, liver 

87(a) 



Carbon dioxide, decarboxylation 

156 

\ 174t 


1 Ketone, decarboxylation 

90 

Sit 


* In this experiment p 3 Tuvic acid was injected. 

t Calculated from 6 = 2a. 

J Calculated from b = (32/33)a, assuming the average chain length of the fatty 
acids to be 17 carbon atoms. 

In the laboratory strain of rats, in which it is possible to calculate the 
isotope concentration of the pyruvic and acetic acid pools, an estimate 
of the extent of each compound as a precursor for the fatty acids of liver can 
be made. With a value of 1.9 days for the half life time of the liver fatty 
acids (4), about two- thirds of the maximum isotope concentration will have 
been reached in the 3 day feeding period. On this basis and from the 
isotope concentrations of the metabolic pools it is estimated that about 
one-sixth of the carbon atoms of the saturated liver fatty acids has been 
derived from pyruvic acid and about one-third from acetic acid; i.e., the 
ratio of incorporation of pyruvic to acetic acid carbon atoms is about 1:2. 
This ratio which is independent of the half life time may probably be sig- 
nificant for the mechanism of fatty acid synthesis. In the present experi- 
ments acetic and pyruvic acids account for only about one-half of the 
carbon atoms of the saturated liver fatty acids. The remaining carbon 
atoms may have originated from such unlabeled sources as the carcass 
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fatty acids or the dietary cod liver oil. On a completely fat-free diet a 
larger portion of the saturated liver fatty acids could possibly arise by 
synthesis. 

The isotope concentrations of the unsaturated liver fatty acid have little 
significance in themselves because this fraction contains also the multiply 
iinsaturated acids. The latter are essential; they are not synthesized in 
the animal (24) and therefore do not contain the label The isotope con- 
centration of the oleic acids will therefore be considerably higher than the 
total Iinsaturated fraction and may even approach the tracer concentration 
of the saturated fatt}^ acids in the liver. However, the ratio of incorpora- 
tion of pyruvic to acetic acid carbon into the unsaturated fatty acids can 
be determined. In the laboratory strain this ratio is about 4:5. It differs 
sufficiently from the ratio for the saturated acids to suggest a possible 
difference of the respective synthetic mechanisms (25). 

A similar estimation of the incorporation of p 3 TUvic acid carbon into 
the liver fatty acids of the Sprague-Dawley rats cannot be carried out in 
view of the conversion of p^niivic acid to acetic acid in these animals. 
However, the comparison of isotope ratios gives some indirect information. 
In Experiment 4 (Table IV) in which pyruvic and acetic acids had been 
fed to the same rat, the ratio for liver cholesterol is 

CC (pyruvic acid) _ q 25 
€C (acetic acid) 

for the saturated liver fattj^ acids (Table V) it is 

CC (pyruvic acid) _ q - 
CC (acetic acid) 

and for the iinsaturated liver fatty acids (Table V) it becomes 

CC (pyruvic acid) _ ^ 
iCC acetic acid) 

The higher ratios found in the liver fatty acids are most readily inter- 
preted b}^ assuming direct incorporation of pyruvic acid carbon atoms. If 
the labeled carbon of pyruvic acid were to enter the isolated compounds 
onlj after conversion of pjTOvic acid into acetic acid, an identical ratio in 
all metabolites would have to be expected. 

In both strains, the total and the saturated carcass fatty acids are 
found to have approximately identical isotope concentrations. As the 
carcass fat contains only a small quantity of multiply iinsaturated fatty 
acids (26), the oleic acid fraction will have about the same isotope concen- 
tration as the saturated fatty acids. These results are in contrast to the 
experiments carried out wdth heavy water (27) in which the deuterium con- 
centration of the Iinsaturated fraction is considerably lower than that of 
the saturated fatty acids. This difference is not due to the use of growing 
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animals, because in the experiment with an adult rat under identical condi- 
tions the total and saturated fatty acids also have identical isotope con- 
tents. It seems most plausible to attribute the variations of experiments 
with labeled hydrogen and labeled carbon to different mechanisms of 
synthesis of saturated and unsaturated fatty acids (25). Such differences 
of the mechanisms were indicated by the unequal ratios of incorporation 
of acetic and p^Tuvic acid carbon atoms into saturated and unsaturated 
liver fatty acids and might easily account for the unequal uptake of deu- 
terium from the body water. 


DISCUSSION 

Considerable differences wure observed after feeding labeled pyruvic 
acid to two strains of rats, the laboratory strain and the Sprague-Dawley 
strain. In contrast the acetic acid metabolism proved to be nearly iden- 
tical in both. The differences observed in the two strains can be most 
readily accounted for, if the assumption is made that the Sprague-Dawley 
rats convert pyruvic acid to acetic acid on a high carbohydrate diet, 
whereas the laboratory rats do not do so. In this connection the observa- 
tion by Krahl and Cori (28) may be relevant. These authors found that 
Sprague-Dawley rats are much more resistant to the production of alloxan 
diabetes, as measured by the increase of the blood glucose level, than 
another strain. It may perhaps be speculated that this observation can 
be attributed to two competing pathways of pyruvic acid metabolism; 
namely, conversion to acetic acid and to glucose respectively. 

Experiments wuth heavy 'water by Schoenheimer ei al. had shovm that 
on a high carbohydrate diet the depot fat turns over at a rate requiring the 
daily synthesis of considerable quantities of fatty acids from small mole- 
cules. From similar heavy water experiments Stetten and Boxer (2) 
concluded that 35 per cent of dietary glucose is metabolized hj way of 
fatty acids. However, the experiments with isotopic carbon reported here 
lead to the conclusion that the conversion of carbohydrate to fat by way of 
pyruvic acid accounts for a small fraction only of the metabolism of dietary 
carbohydrate. The fate of the major part of carbohydrate metabolism 
remains unaccounted for. 

In the laborator}" strain, pyruvic acid accounts for only about one-third 
of the carbon atoms of the saturated and for about four-ninths of the 
unsaturated liver fatty acids synthesized. The other carbon atoms are 
provided by acetic acid. In the Sprague-Dawley strain the metabolic 
sequence 

Carbohydrate — > pyruvic acid > acetic acid — > fatty acids 

\ / 

may account for a somewhat larger part of carbohydrate metabolism. 
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SXjaiMABY 

Carbonyl- and carboxyl-labeled pyruvic acids and carboxyl-labeled acetic 
acid were synthesized and fed to two strains of rats. 

Acetyl derivatives of p-aminobenzoic and 7-phenylaminobutyric acids 
were extracted from the urine; glycogen, cholesterol, and fatty acid were 
isolated from the liver and cholesterol and fatty acid from the carcass. 

In the Spragiie-Dawley strain conversion of pyruvic acid to acetic acid 
seems to occur. 

In the laboratory strain no significant conversion of p3TUvic acid to 
acetic acid was found. An estimate of the pyruvic acid pool could be 
made, indicating that pyruvic acid is not in complete equilibrium with 
dietary carbohydrate. Pyruvic and acetic acid carbon atoms are incor- 
porated into fatty acids. On a quantitative basis acetic acid provides a 
larger number of carbon atoms for the fatty acids than pyruvic acid. 

The utilization of pyruvic acid as a precursor for cholesterol is small. 
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ON THE METABOLIC FATE OF PYRUVAMIDE AND 

ACETAMIDE* 

By H. S. anker AND E. EAPER 
(From the Department of Biochemistry, University of Chicago, Chicago) 

(Received for publication, July 12, 1948) 

Tlie method used for the synthesis of labeled pyruvic acid as reported 
in the preceding communication (1) involved the isolation of labeled pyru- 
vamide as an intermediate and suggested an investigation of the fate of 
this compound in relation to pyruvic acid. Pyi'uvamide showed a marked 
difference from pyruvic acid in its metabolic behavior. In addition, an 
experiment with labeled acetamide was carried out for comparison. 

EXPERIMENTAL 

The synthesis of pjTUvamide and the isolation of body constituents 
were carried out as previously described (2). 

Acetamide — Carbox^d-labeled potassium acetate was converted to acetyl 
bromide (1) and this compound added to an excess of liquid ammonia. 
After evaporation of the excess ammonia, the residue was extracted with 
hot ethyl acetate from which acetamide crystallized out after cooling. 
Yield, about 50 per cent; m. p. 

Formic Acid — The urine was acidified with sulfuric acid, extracted with 
ether for 12 hours, and the ether extract evaporated to dryness. The 
residue was taken up in water, acidified, and treated with dinitrophenyl- 
hydrazine. The h 3 Tlrazones were extracted with eth^d acetate and dis- 
carded. The remaining water layer was distilled with steam. The dis- 
tillate "vas neutralized with sodium hydroxide, concentrated to a volume of 
5 ml., and filtered. The p-bromophenacyl ester was then prepared as 
described by Hurd and Christ (3). 

Results 

Pyruramide Feeding — Data showing the incorporation of isotopic carbon 
into a number of metabolites after pyruvic acid, pyruvamide, and acetic 
acid feedings to rats of a laboratoiy strain are presented in Table I. The 
significance of the isotope concentrations obtained in the various isolated 
compounds after administration of pyruvic and acetic acids has been 
discussed previously^ (2). In particular it was found that in the laboratory 
strain only a negligible amount of pyruvic acid is converted to acetic acid, 

* This work was supported by a grant from the United States Public Health 
Service. 
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It can be seen by inspection of Table I that in all isolated compounds the 
distribution of the labeled carbon from pyruvamide is practically identical 
to that found after the administration of acetic acid. The results, however, 
differ significantly from those obtained after feeding pyruvic acid. 
Pyruvamide in contrast to pyruvic acid is a source of acetyl groups for 
acetyl-p-hminobenzoic acid exactly as is acetic acid. Pyruvic acid con- 
tributes less labeled acetyl for the acetylation of 7-phenyIammobutyric 
acid than does either acetic acid or pyruvamide. The isotope contents of 
glycogen and cholesterol, isolated from the liver, are similar after pym- 
vamide and acetic acid feeding but differ distinctly from that obtained after 
administration of pyruvic acid. In experiments in which pyruvic acid 


Table I 

Isotope Concentraiions of Body Co7istituents after Feeding Labeled Pyruvic Acid^ 
Pyruvamide, and Acetic Acid 


Compounds isolated 

Relative isotope concentrations* 
after feedingf 

Pyruvic 

acidt 

Pyruvamidet 

Acetic acid 

Acetyl group of acetyl-p-aminobenzoic acid 

“ “ ‘‘ acetylphenylaniinobutyric acid. . . 

Liver glycogen 

per cent 

0.10 

1 1.3 

1 0.12 
0.26 
0.73 

per cent 

2.1 

2.6 

0.05 

0.54 

0,66 

per cent 

3.5 

2.7 

0.03 

0.66 

0.71 

cholesterol 

“ saturated fattv acids 


* RIC radioactivity of isolated compound 

specific radioactivity of fed compound 
t 0.46 mM per day for 3 days. 

t Radioactivity of pjruvamide and pyruvic acid calculated as present in 2 carbon 
atoms only. 


and pyruvamide were injected rather than fed, a similar pattern of distribu- 
tion of the label was obtained. These results may be taken as evidence 
that pyruvamide undergoes splitting between carbon atoms 1 and 2 in the 
body and that tliis splitting reaction occurs at a considerably faster rate 
than hydrol^'sis to pyruvic acid. The possibility was tested that the 
splitting of pyruvamide yields, besides acetic acid, a fragment consisting 
of the carboxyl carbon and amide nitrogen, which could contribute to the 
sjmthesis of urea. Carboxyl-labeled pyruvamide was therefore fed. The 
results shown in Table II indicate that the isotope concentration of urea 
did not differ from that of the expired carbon dioxide. It is therefore 
unlikely that the carboxyl carbon of pyruvamide is a specific precursor of 
urea. The analytical values from this experiment were considerably 
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below the isotope coBcentration of urea isolated after the administration 
of carboxyl-labeled pyruvic acid. This indicates that carbon atom 1 of 
p;>wuvamide is not readily converted to CO2. From the urine of Sprague- 
Dawley rats fed normal pyruvamide, formic acid could be isolated and 
identified in the form of its p-bromophenacyl ester. Sonne et aL (4) have 
shown that formic acid is not converted to carbon dioxide in the pigeon. 
The occurrence of foimic acid in the urine after pyruvamide feeding to- 
gether with the low isotope concentration of carbon dioxide after feeding 
carboxyl-labeled pyruvamide suggests that the splitting of pyruvamide 
in the body yields acetic and formic acids as products. 

Pyruvamide in Liver Slices — The utilization of carbon atoms of pyru-' 
vamide for the s^mthesis of fatty acids and cholesterol in vitro was deter- 
mined under conditions w'hich permit the demonstration of fatty acid 
synthesis in liver slices.^ The data are given in Table III. 


Tabxe II 

Isotope Conceniraiion of Urea and Respiratory Carton Dioxide after Feeding Car- 

hoxyl-Ldbeled Pyruvamide 



Isotope coacentrations 
after feediag carbosyP 
labeled pyruvamide* 

CO** after 12 brs 

atom per cent excess 

0.03 

0.03 

0.00 

0.03 

0.00 

30 “ 

n it 52 “ 

Urea, 1st 30 brs 

2nd 22 “ 



* 51 per cent excess in the carboxyl carbon. 


Bloch has shoAra that in this system the synthesis of cholesterol from 
labeled acetic acid in the presence of insulin is not materially changed by the 
addition of pyruvic acid. It can be seen from Table III that in the pres- 
ence of pyinvic acid the isotope is incorporated to a similar extent from 
labeled pyruvamide or labeled acetic acid into the isolated cholesteroL 
If both labeled acetic acid and unlabeled pyruvamide are present, the 
isotope concentration of the cholesterol is lower. If it is assumed that 
acetic acid and pyruvamide can be utilized interchangeably, as can be 
concluded from the fact that individually both are utilized to a similar 
extent for cholesterol synthesis, the lower isotope value will be due to 
dilution of the labeled acetic acid by carbon atoms derived from the un- 
labeled pyruvamide. The experimental data are consistent with this 
assumption. 

^ Blocb, K., private communication. 
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Bloch and Kramer (5) have also shown that in the presence of insulin the 
incorporation of isotope into the fatty acids from labeled acetic acid is 
considerably enhanced if unlabeled pyruvic acid is added to the medium. 
'The data in Table III indicate that pyruvamide can, at least partially, 
replace acetic acid as a source of carbon atoms for the synthesis of fatty 

Table III 

Isotope Concentrations of Fatty Acids and Cholesterol after Addition of Labeled Pyni- 
vamide and Acetic Acid to Rat Liver Slices 
1.5 gm. of liver slices in 16 ml. of Krebs-Ringer bicarbonate buffer at pH 7.4, con- 
taining O.S unit of insulin per ml. Incubated for 3 hours at 37° in O 2 -CO 2 . 


Isotope concentrations’* after addition of 


Compounds isolated 

0.12 nm 2 - 0 * j 

1 pyruvamidef and i 
! 0.18 mv pyruvic | 
1 acid j 

0.12 mM_ 1-Ci* 
acetic acid and 
0.18 mM pyruvic 
acid 

! 0.12 mil 1-C14 

j acetic acid and 0.18 
j niM pyruvamide 


j i>er cent 

per cent 

per cent 

Fatty acids 

0.07 

0.18 

0.008 

Cholesterol 

CO 

0 

41 

GO 

d 

0.7 ± 0.1 

0.24 


* Per cent specific radioactivity of added compounds. 

t Radioactivity of pyruvamide calculated as present in 2 carbon atoms only. 


Table IV 


Isotope Concentrations after Administration of Labeled Acetic Acid and Acetamide 


Compounds isolated 

Relative isotope concentrations'* after feedingf 

Acetic acid 

Acetamide 


per cent 

per cent 

Acetyl group of acetyl -p-aminobenzoic acid . . 

4.4 

\ 2.0 

Liver cholesterol. 

0.73 

i 0.07 

‘‘ saturated fattv acids ! 

1 1.6 

1 0.16 

Urea 

i 0.4fl 

1 0.15 


^ A specific radioactivity of isolated compound 
specific radioactivity of fed compound 
t 0.46 niM per day for 3 days. 


acids. If ill the experiments with labeled acetic acid normal pyruvamide 
is substituted for pyruvic acid, only a negligible uptake of labeled carbon 
into the fatty acids is observed. 

These results are in accord with those obtained in the feeding experi- 
ments in showing that pyruvamide in vitro acts similarly to acetic acid but 
differs considerably from pyruvic acid. In this series of experiments too, 
pyruvamide seems to be split much faster than it is hydrolyzed. 
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Acetamide Feeding — The isotope concentrations obtained after feeding 
labeled acetamide and labeled acetic acid to Sprague-Dawley rats are 
given in Table IV. It can be seen that acetamide is only about one- 
tenth as effective as acetic acid as a precursor for fatty acids and cholesterol. 
This finding indicates that only a small fraction of acetamide carbon en- 
ters the acetic acid pool. The hydrolysis to acetic acid is probably a slow 
process. 

On the other hand, how^ever, acetamide is quite eflSciently used for the 
acetylation of p-aminobenzoic acid, a value of about one-half of the isotope 
concentration of acetic acid being obtained. As the low value of isotope 
incorporation into fatty acids and cholesterol excludes the fact that acetic 
acid is formed in large amounts from acetamide, the assumption may be 
made that acetamide is capable of aeetylating p-aminobenzoic acid directly, 
i.e. without prior hydrolysis. 


SUMMARY 

Evidence has been presented to indicate that in the intact animal pyruv- 
amide is split into acetic acid and formic acid, rather than hydrolyzed to 
pyruvic acid. The splitting reaction must occur at a fast rate. In liver 
slices p3a’uvamide can substitute for acetic acid as precursor for cholesterol 
and fatty acids. The significance of pyruvamide as a normal metabolite 
is unknown. 

Acetamide is only partially and slowly hydrolyzed to acetic acid. The 
possibility exists that it may acetylate p-aminobenzoic acid without being 
hydrolyzed. 
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NAPHTHOQUINONE ANTIMALARIALS 
XXI. ANTISUCCINATE OXIDASE ACTIVITY=^ 

By HANS HEYAIANNf and LOUIS F. FIESER 
{From the Chemical Laboratoryf Harvard University, Cambridge) 

(Received for publication, May 10, 1948) 

Ball, Anfinsen, and Cooper^ studied a few representative 2-liydroxy-3- 
alkyl-1 ,4-naplitlioqiiinones under investigation as antimalarial drugs witii 
results that indicated a probable parallelism between in vivo activity in the 
inhibition of respiration of succinate oxidase and antimalarial activity as 
measured by assays in ducks. With kind guidance from Dr, Ball, we 
installed his test procedure and have investigated the possible parallelism 
in further detail. 


EXPERIMENTAL 

The inhibitory effect of naphthoquinones on mixtures of cytochrome c 
and dehydrated succinate oxidase from beef heart in a phosphate buffer 
containing sodium succinate was studied manometrically according to 
Ball’s technique.^ The compounds studied will be indicated by their code 
numbers; the structures are given in Table I. A typical dehydrated enz^nne 
preparation at a concentration of 900 mg. per liter respired at the rate of 
107 e.mm. per 30 minutes when freshly prepared, and at the rate of 86 
c.mm. per 30 minutes 1 month later; as the aging progressed, more and 
more drug was required to produce 50 per cent inhibition of the oxj^gen 
consumption 0.54 mg. of M-1916 per liter instead of the original 0.46 
mg. per liter). This effect seems attributable to the antagonism to drug 
action exerted by the increased amounts of enzymatically inert protein in 
the aged preparations. Thus portions of an old, completely inactive en- 
zyme preparation added to the test solutions of a fresh preparation and 
standard drug (M-1916) caused a progressive increase in the drug required 

* This work was done in part under a contract, recommended by the Committee on 
Medical Research, between the Office of Scientific Research and Development and 
Harvard University, and in part with the aid of a grant from the Rockefeller Founda- 
tion. 

With the technical assistance of Louise Wiarda and Jean B. Knowiton. 

Papers I to XVH, J. Am. Chem. Soc„ 70 , 3151-3244 (1948); Papers XVIII to XX, 
J, Pharmacol, and Exp. Therap., 94, 85-124 (1948). 

t Present address, Department of Chemistry, University of Oregon, Eugene, 
Oregon. 

^ Ball, E. G., Anfinsen, C. B., and Cooper, 0., J. Biol. Chem., 168, 257 (1947). 

1359 



1360 


KAPHTHOQUINOKE ANTIMALABIALS . XXI 


to half inhibit the system, and added plasma protein exerts a similar 
antagonism. However, neither the variation in a given enz^mie prepara- 
tion with time nor the variation from preparation to preparation was found 

Table I 

Relative Antirespiraiory Activity in Inhibition of Succinate Oxidase (37°) 


Standard, M-1916 = 1. 


Code No. j 

1 

2-Hydrosy-l,4-naphtlioquinone, side chain 

Relative 

potency, 

weight 

basis 

Activity 
against P, 
lophurae^ 

:vl-2261 

— (GH 2 ) 3 -ck- Acenapiith}^ 

9.7 


M-295 

— (OH 2 ) 3-/3-Tetralyl 

6.6 

39.3 

M-2254 

— (CH 2 ) 3 -o:-Naphthyl 

5.3 

>20 

M-2255 

— (CHo) 3-9 - (1 , 2 , 3 , 4-TetrahydroplienaBtbryl) 

5.1 

>80 

M-2243 

— CHoCH (CH 3 ) CH.-Cyclohexyl 

4.4 

17.4 

M-297 

— (CHa'js-iS-Decalyi 

4.3 

8.6 

M-333 

— CH2CH(CH3)(CH2)4CH(CH3)2 

4.0 

7.7 

M-1971 

— (CH 2 ) 4 -Cyclohexyl 

3.8 

11.4 

M.289 

— (CH2)8CH=CH2 

3.8 

14.3 

M-2257 

— (CH2)3-5-Hydrindyl 

3.1 

34.7 

M-273 

— CioH2i-n 

2.6 

20.4 

M-285 

— CH2CH(CH3)— CeHis-n 

2.5 

4.4 

M-287 

1 — (CH2)5CH(CH3)2 

2.2 

16.4 

M-374 

— (CHo) s-A^-Cyclohexenyl 

1.7 

23.6 

M4714 

— CisHsi-n 

1.2 

43 

M-1936 

—(CH 2 ) 12 -Cyclopentyl ' 

1.2 


M-2246 

— (CH 2 ) 2 CH (CH 3 ) -Cyclohexyl 

1.1 

39 

M-1916 

— (CH 2 ) 3-Cyclohexyl 

1.0 

21.4 

M-2237 

~-(CH2)3-C6H4(CH3)2-2,5 

0.73 

>75 

M-1933 

— (CH2)2GH(CH3)(CH2)3CH(CH3)2 

0.59 

13.9 

M-1929 

~(CH2)4CH(CH3)2 

0.56 

16.1 

M-1944 

— CH(CH3) (CHolaCHCCHs). 

0.35 

5.6 

M-2262 

— CH(CH 3 ) (CH 2 ) 2 -Cyclohexyl 

0.13 


M-1955 

— (CH.JaCfiHs 

0.11 

65 

M-1711 

— (CH2)3CH(CH3)2 

0.07 

75 

M-2263 

— CH 2 -Menthyl (Isomer B) 

0.07 


M-1963 

u ( " A) 

0.05 

>100 

M-2264 

— Phytyl 

0.04 


M-1523 

— CHaCHsCHCCHsls 

0,03 

68 

M-1935 

— C6H4Br-p 

0.02 

50 


to interfere with the determination of the potencies of a series of naphtho- 
quinones relative to that of the standard, M-1916. When the inhibitory 
effect of a given compound was studied, a parallel determination was always 
made of the effect of M-1916 on the same enzyme preparation, and a blank 
was run with each set of concentrations to offset variation in the concentra- 
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tion or activity of the different enzyme suspensions. The naphthoquinones 
give typical dosage-response curves that are linear up to about 70 per cent 
inhibition and then level off asymptotically. The drug activity is ex- 
pressed as the concentration (by weight) necessary to cause 50 per cent 
inhibition of respiration (LDso). The relative potency is given by the 
ratio of the LDgo values found for M-1916 and the substance studied in 
parallel determinations. In a series of comparisons in which the LD50 
for I\I-1916 varied from 0.46 to 1.07 mg. per liter, the following values were 
found for the relative potency of M-297: 4.1, 4.5, 4.5, and 5.3. 

Results 

The activities found for twenty-nine naphthoquinones are listed in Table 
I in the order of decreasing relative potenc^n The in vivo activities against 
Plasmodium lophurae in ducks, as determined by A. P. Richardson, are 
reported in terms of the effective dose (ED95) (mg. per kilo) required to 
produce a 95 per cent reduction in parasitemia (see Paper II). Some cor- 
relations between inhibitory power and antimalarial activity (last column) 
can be discerned in a sharply defined series of compounds; for example, 
among the compounds with normal and isoalkyl side chains the activity 
increases with increasing carbon content from C5 to Cs (0.03, 0.07, 0.56, 
2.2) and decreases from a Cio chain (2.6) to a C15 chain (1.2). The peak of 
antisuccinate oxidase activity seems to be about the same as that for anti- 
malarial activity, but beyond the peak the loss in activity with increasing 
molecular weight is less abrupt. The four compounds of highest anti- 
respiratorv activity all have side chains of high carbon content (C13 to 
Cit), 

However, when the results are considered as a whole, certain glaring dis- 
crepancies are observed between the in vitro and in vivo activities. M-295 
is the second most active inhibitor and is 6.6 times as potent as M-1916, 
but it is onl}^ half as active as an antimalarial; M-1944 is only one-third as 
effective an inhibitor as M-1916 but is nearly 4 times as active as this sub- 
stance in the duck assays. As a further test of the validit}^ of experi- 
mentation with this enz^une system, examination was made of several 
compounds differing significantly in structure from the hydroxyalkyl- 
naphthoquinones that show characteristic antiplasmodial actmty. It was 
found that a hydroxyl or carboxyl group in the side chain results in a prac- 
tically complete loss in antirespiratory activity, as well as in antiplasmodial 
activity, and that the introduction of a methyl group into the benzenoid 
nucleus of an active hydroxyalkylnaphthoquinone destroys the antisuc- 
cinate oxidase activity, whereas methyl substitution in the side chain has 
the opposite influence. In these subtle effects activity in the inhibition of 
succinate oxidase parallels antimalarial activity. However, M-1923, the 
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cMoride of hydrolapachol (M“1523) was found to have an antirespiratory 
potency 4.5 times as great as hydrolapachtol, and yet assays in ducks showed 
the compound to be completely inactive. Another probable discrepancy 
is that a-naphthoquinone showed marked activity as a respiration inhibitor , 
namely 46 per cent the potency of M-1916. It seems necessary to conclude 
that antirespiratory activity against the succinate oxidase system cannot 
be relied upon to give even an approximate index of antimalarial potency^ 

SUMMARY 

Activity in the inhibition of the succinate oxidase system does not appear 
to pro\dde a reliable guide to antimalarial activity in vivo. 



NAPHTHOQUINONE ANTIMALARIALS 

XXII. RELATB^E ANTIRESPIRATORY ACTIVITIES (PLASMODIUIM 

LOPHURAE)* 

By LOUIS F. FIESER and HANS HEY^IANNf 
{From the Chemical Laboratory ^ Harvard University ^ Cambridge) 

(Received for publication, May 20, 1948) 

In Papers XIX and XX of this series we have reported application of the 
procedure of Wendef for determination of the activities of 2-hydroxy-3» 
alkyl-1, 4-naphthoquinones in the inhibition of respiration of parasitized 
red blood cells to the study of naphthoquinone-protein interactions and to 
the investigation of metabolic drug deactivation. The present paper 
reports the results of the determination of the biological activities of an 
unusually extensive series of related compounds made available by a war 
time research. 


Results 

The methodology was that described in Paper XIX. Table I records 
the antirespiratory activities of several series of compounds relative to that 
of compound M-1916. The relative potency is reported on a molar basis* 
as calculated from the ratio, ICTq (M-1916)//Cro (quinone studied),, 
where ICfa is the molar concentration required to reduce respiration by SO 
per cent. ViTien more than one determination was made, the average de- 
viation is recorded and the number of determinations is given in parentheses. 
In some instances the values reported are averages of fourteen to twenty- 
three comparisons that were conducted over a period of several months in 
the course of studies of protein antagonism and drug metabolism, and the 
average de\dation is in the order of 15 to 25 per cent. For comparison with 
the molar in vitro activities in the inhibition of respiration of parasitized 
red blood cells, figures are given in the last column of Table I for the molar 
in vivo activities against Plasmodium lophurae in the duck relative to 

* This work was done in part under a contract, recommended by the Committee ox$ 
Medical Research, between the Office of Scientific Research and Development and 
Harvard University, and in part with the aid of a grant from the Rockefeller Founda- 
tion. 

Papers I to XVII, /. Am, Chem. Soc,, 70 , 3151-3244 (1948) j Papers XVIII to XX, 
I, Pharmacol, and Exp. Therap., 94, 85-124 (1948). 

W'ith the technical assistance of Shirley R. Katz and Sally S. Shy. 

t Present address, Department of Chemistry, University of Oregon, Eugene, 
Oregon. 

^ Wendel, W. B., Federation Proc., 5, 406 (1946). 
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Table I 

Relative Activity in Inhibition of Respiration of Parasitised Red Blood Cells at 
{Plasmodium lophurae in Ducks) 


Standard, M-1916 - 1. 


Code 

No. 

Side ciiain, type 

n 

Relative molar activity 

Antirespiratorj,^* 

In mvo 

M-1709' 


3 

0.05 =b 0.01 (3) 

0.1 

M4710 


4 

0.15 ± 0.02 (2) 

0.15 

M-268 


5 

0.5 i 0.02 (2) 

0.2 

M-260 


6 

0.5 zfc 0.09 (3) 

0.4 

M-271 


7 

1.3 ± 0.1 (3) 

0.6 

M-2275 


8 

2.1 ±: 0.1 (3) 

2.5 

M-273 


9 

1.65 ± 0.2 (4) 

1.1 

M-1926 


10 

3.1 =h 0.1 (5) 

0.6 

M-192S 


11 

2.5 rh 0.1 (3) 

0.9 

iM-1924 


12 

4.6 =b 0.2 (2) 

0.5 

M-234:7 


13 

1.9 ± 0.1 (3) 

F eeble 

M-1714 


14 

0.51 ± 0.05 (2) 

0.6 

M4706 

--(CH2).CH(CH3)2 

1 

0.1 

0 

M-1523 


2 

0.3 

0.3 

M-1711 


3 

0.4 

0.25 

M-1929 


4 

1.4 

1.2 

M-287 


5 

1.7 

1.25 

M-22S4 


6 

1.5 

2.5 

M-300 


7 i 

4.G 

2.3 

M-22S7 


8 ! 

1 

3.2 

1.8 

M-1920 

— (CHala-Cyclopentyl 

i 

1 i 

0.5 

0.2 

M-2321 

i 

2 

: 0.7 

0.6 

M-2322 

1 

3 

1 1.3 

1.2 

M-2331 

j i 

4 I 

I 1.1 

1.3 

M~2335 


5 

1 1.6 

1.8 

M-1914j — (CH 2 ),i-Cycloliexyi 

1 

1.4 

0.35 

M-1915 


2 

1.1 

0.9 

M-1916 


3 

1.00 

1.00 

M-1971 


4 

1.6 rb 0.1 (2) 

2.0 

M-1956 


5 

2.3 

0.8 

M-384 

— (CH2)n-4CCyclohexylcyclohexyI-cis 

1 

4.6 rb 0.2 (2) 

2.75 

M-2329 


2 

8.7 =b 0.2 (2) 

0.6 

M-2291 


3 

7.1 i 0.3 (2) 

1.9 

M-380 

— (CH2)«-4^-CycIoliexylcyelohexyl4mws 

1 

4,2 

3.8 

M-2330 


2 

4.6 

3.7 

M-2292 


3 

6.5 

3.8 
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Table I — Continued 


i 

Code 

No. 

1 

Side cbain, type 

n 

Relative molar activity 

Antirespiratory* i 

In "nim 

M-297 i 

~ (GH 2 ) 3-«3“DecalyI-f rans 


1.6 

db 0.3 

(4) ' 

2.9 

M-2279 

— (CH2)3-iS-DecaIyl-m 


4.1 

rh 0.6 

(5) 

7.2 

M-266 

— Cyclohexyl 


2.5 

± 0.36 

( 14 ) 

2.3 

M-232si 

— ^^-Decaiyi-ds 


12.6 

± 2.0 

( 4 ) 

4.4 

M- 2374 ; 

— ^-Decalyl-fmns 


4.0 

± 0.2 

(3) 

1.8. 

M-2293, 

— 4'-CyclohexylcycIohexyl-irans 


4.8 

± 1.0 

(9) 

36.2’ 

M-1955 

-{CHs),CtH6 

3 

0.3 



0.3 

IVI-22S6 


4 

0.2 



0.6 

M-2276 


5 

0.4 

± 0.04 

( 2 ) 

0.7 

M-2387 


6 

0.8 

± 0.04 

( 2 ) 


M-2386 


7 

1.6 

d: 0.1 

( 3 ) 


M.2382 


8 

1.7 

± 0.2 

( 3 ) 


M-2301 


9 

3.6 

± 0.4 

(8) 

1.95 

M-1738 

-(CHO.CsHsCl-p 

1 

0 



0.2 

M-2289 


2 

0.7 

± 0.11 

( 14 ) 

1.2 

M-2260 


3 

0.8 

± 0.1 

(2) 

1.2 

M-2340 


5 

2.5 



0.9 

M-2344 

■ 

9 

7.7 

rfc 0.2 

( 3 ) 

3.1 

M-2358 

-(CH2)„C6H5Br-p 

2 

0.4 



0.9 

M-2341 


5 

2.9 



<0,6 

IM-2362 


9 

7.4 



2.5 

IM-2346 

— (CH2)2C6H4CF,-m 


0.1 



0.2 

iSI-2365 

— (CH2)jC6HioCF3-3' 


0.91 ± 0.2 

( 3 ) 

0.7 

IM-2380 

-(CH5),.C6H40C6H6-P 

1 

0.14 

± 0.07 

(5) 


M-2338 


2 

2.8 

=fc 0.1 

( 6 ) 

0.85 

M-2309 


3 

4.6 

dr 0.8 

( 23 ) 

1.75 

M-236I 


4 

0.9 

dr 0.07 

( 3 ) 

Feeble. 

M-2345 


5 

2.5 

dr 0.2 

( 4 ) 

a 

M-2360 


9 

2,7 



1.6 

M-233I 

-(CHj)sC(OH)(CH3)2 


0.2 

± 0.01 

( 2 ) 

Weah 

M-2343 

— (CH2)8C(OH)(C4H!,-n)2 


2.1 

d= 0.5 

(3) 

2.0t 

M-2376 

— (CH2)6C(OH)(C6Hn-n)2 


0.1 

dr 0.02 

(2) 

<1.6t 

M-2350 

-(CH2)sC(OH)(C5Hu-w)2 


3.4 

dr 0.8 

( 16 ) 

7.8t 

M-2367 

-(CH2)8C(OH)(C6Hi3-n)2 


1.3 

dr 0.1 

( 2 ) 

5.5t 

M-2363 

-(CH2)„CeH40CH3-p 

4 

0.3 

0 

0 

( 3 ) 

0.5 

M-2357 


5 

0.8 



1.4(?) 

M-2334 


9 

2.6 

( 2 ) 


0.2 
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Table I — Concluded 


Code 

No. 

Side chain, type 

n 

Relative molar activity 

Antirespiratory* 

In vivo 

M-2233 

— (CH2)4CH(CHs)C02H 


0 

0 


—CH.CHCCHa) (CH2)4C0.>H 


0 


M-2336 

— (CHo)^— C 6 H 10 OH- 4 ' 1 


0.1 ± 0.01 (4) 



i Isomeric metabolite 


O.OS 


M-2342 

' -~CO(CIl2hCdh 


0.01 

0 

M-2349, ~-CO{CIhh-Cdlii 


0 


M~2352; — (CH2)ioOC6H5 


6.2 ± 0.15 (2) 

0.9 

M-2370 

— (CH2)ioOCcH4Cr,H5-p 


0 

0 

M- 2353 : — (CH.):CH=-CH 2 

i 

1.3 i 

1.7 


* The figures in parentheses refer to the number of determinations, 
t By intramuscular administration. 


M“1916 ; the calculations are based upon the best available EDgsc (corrected) 
(effective dose required to produce 95 per cent reduction in parasitemia) 
or ED 95 values recorded in Paper II. 

The results indicate that the in vitro test affords a reliable means for the 
preliminary screening of new compounds. Among the 82 naphthoquinones 
studied, there is no instance of high in vivo activity that is not reflected in 
high potency in the in vitro test. No exact parallelism exists between the 
two sets of results, and indeed instances can be cited of wide divergences; 
for example, the czs-/3-decalyl derivative M-232S is 3 times as active in 
vitro as in vivOj whereas the ^rans-4'-C3’’clohexylcyclohexyl derivative M-2293 
has an activity in vitro of only 4.8 as compared with the exceptional value 
of 36.2 in the duck assays. Nevertheless, even the exceptional M-2293 
would have been recognized as a compound of interest from the observation 
of an m vitro activity 4.8 times that of M-1916. New compounds are now 
submitted for assay only if they exhibit high activity as respiration in- 
hibitors. 

Another important service of the antirespiratory activities is the dis- 
closure of significant biological potency that sometimes is not revealed by 
bird assays conducted by the usual method of oral administration. Thus 
the tertiary alcohols M-2343, M-2350, and M-2367 proved to be only feebly 
active against Plasmodium lophurae when given orally, but the high in 
vitro activities prompted reassay by the intramuscular route, and the 
compounds were found to possess high in vivo potency. The failure of 
these and other substances of high molecular weight and low solubility to 
produce any but a weak response in the oral assays very probably is at- 
tributable to faulty absorption; the in vitro test is thus of particular value 
because of the absence of the variable factor of absorption. A graphical 
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Fig. 1. Comparison of molar activities relative to M-1916 (ordinate), plotted 
against the number of carbon atoms in the side chain (abscissa) . 

comparison of the relative molar in vivo and in vitro activities is given in 
Fig. 1 for seven series of naphthoquinones. The in vivo charts have a 
decidedly different character than those of Paper II in which the activities 
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are expressed on an absolute weight basis; in the chart of relative molar 
activities for the ??.-alkyl series, for example, the peak for the C9 side chain 
appears very niiich more pronounced and there is a less abrupt loss in activ- 
ity from Cio on. Both sets of data are subject to considerable experimental 
error and to the uncertainties of biological variation; some of the in vivo 
activities are based upon iincorrected ED95 values observed in a single 
assay, and some of the in vitro activities represent the results of a single 
series of Warburg determinations. Within the rather wide limit of toler- 
ances indicated, it can be concluded from the charts that when the naph- 
thociiiinone side chain contains no more than about 10 carbon atoms the 
relative m vivo and in vitro activities show considerable correspondence. 
With an increase in the size of the side chain beyond this limit the in vitro 
activity’ continues to rise, probably as long as the naphthoquinone sodium 
salt possesses adequate solubility, whereas the in vivo activity either falls 
off or increases to a lesser extent as the result of increasingly poor absorption 
from the gut. That members of the arylalkyl series having C15 to C21 side 
chains are surprisingly high in in vivo activity may be associated with the 
greater hydrophilic character of this type of side chain, particularly when it 
contains a halogen substituent. 

The enhancement of both types of activity by a p-halo substituent is 
noteworthy. The activities of p-chloro- and p-bromophenyl derivatives 
parallel one another closely over a wide range of activity (0.2 to 7). The 
following comparisons can be made of the ratio of activity of a p-cliloro 
compound to that of the p-bromo derivative: in vitro, 1.7, 0.9, and 1.0, 
average 1.2; in vivo, 0.4, 1.3, 0.9, and 1.2, average 0.95. Evidently chloro 
and bromo derivatives possess the same potency on a molar basis, and hence 
the chloro compounds would be given preference in practical therapy. One 
comparison of in vivo activities indicates that a p-iodo derivative corresponds 
to the chloro and bromo compounds in molar activity; two comparisons are 
in agreement in showing that p-fluorophenyl derivatives have only 40 per 
cent the molar potency of the chloro, bromo, and iodo analogues. 

Although the seven charts of Fig. 1 of relative in vitro activity may seem 
to conform to widely varying patterns, only one of them, that for the n- 
allcyl series, is extensive and complete enough to form a satisfactory basis 
for judgment. In this series the activity rises slowly and steadily to a peak 
at C9 and then increases further to progressively higher peaks at Cu and 
C13. The curve for the isoalkyl series starts off in a similar manner but 
extend only through one substantial peak (at Cio); those for the two 
cycloalkylalkyl series may represent merely the first parts of the curves of 
the n-alkyl type. The curve for the co-phenylalkyl series, complete from 
Cg to C15, shows an initial slow rise and then a surge to a possible peak; 
again there is a suggestion of conformance to the pattern of the n-alkyl 
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series. The p-plienoxyplienylalkyl series can perhaps be regarded as one 
having only two lower members before a C15 peak is reached. 

On the assiiniption that the incomplete charts represent fragments con- 
forining approximately to the general pattern discernible in the n-alkyl 
series, it is understandable why an alternation in the in vitro activities of 
odd and even carbon homologues is observed in some series but not in 
others. Alternation occurs in the ?i-alkyl series, but only in the region Cg 
to Ci4 and not among the lower members. In the isoalkyl series a striking 
alternation is observed among the Cq>, Cio, and Cn derivatives. In the next 
four series of Fig. 1 the charts are incomplete in the region where alterna- 
tion could be reasonably expected. The data for the p-phenoxyphen3daikyl 
series cover this favorable region, and striking alternation exists from C14 

Table II 


Relative Susceptihiliiy to Human Protein Antagonism 


Code No. 

Side chain 

Relative anti- 
respiratory 
activity (duck) 


jCJuok 

M-1926 

-CnB,i-n 

3.1 

1.0 

M-1928 

— Ci2H23-^ 

2.5 

0.71 

JM4924 


4.6 

0.82 

M-2347 

ChHst-W- 

1.9 

0.97 

iM-2S38 i 

-(CH2)2C6H40C6H5-P 

2.8 1 

0.47 

M-2309 ' 

-(CH2)3C6H40C6H5-?) 

4.6 1 

4.1 

u-2m : 

~(CH2)4C6H4OCcH5-j0 

0.9 

0.41 

:M-2345 

— (CH2)5C6H40CgH5-P 

2.5 

0.73 

M-384 

— CH2-4'-CyclohexylcycIohexyi-czs 

4,6 1 

1.4 

AI-2329 

-—(CHolsA'-CycIoiiexylcyclohexyl-m | 

8.7 j 

3.8 

yi-2291 

— (CH2)34nCyclohexylcyclohexyl-c2's 

7.1 ! 

1.3 


to C17. Since the G21 homologue has an odd carbon side chain, similar to 
the peak C15 and C17 members, it may represent a further peak of the 
incomplete chart. The extremely potent C15 p-chlorophenyl compound 
may bear a similar relationship to the Cu homologue of its series. Another 
limited instance of alternation not shown in Fig. 1 is among the three 
e/s-4^-cyclohex}dcyciohexyIalkyI derivatives, whose in vitro activities are 
4.6, 8.7, and 7.1 ; in the trans series no alternation wns observed. Parallel 
alternations in in vivo activity are apparent with the Ca to Cio w-alkyl com- 
pounds and with the to Cie p-phenoxyphenylalkyl derivatives, whereas 
an alternation in the opposite sense is indicated for the three aa-4'-cyclo- 
hexylcyclohexyl compounds. The alternation in the in vitro activities is 
more profound, and the effect is of so striking a magnitude as to be indica- 
tive of a real phenomenon. Perhaps the odd or even character of the 
side chain determines firmness of binding to proteins. 
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The experiments reported in Table 11 were made to see whether alterna- 
tion could be detected in the antagonistic effect of human plasma proteins. 
The three series of homologues selected for study all exhibit striking alter- 
nation in antirespiratory activity in suspensions in duck serum. In the 
n-alkyl series such differences as w^ere observed in the relative susceptibility 
to added human serum are within the limit of experimental error. In 
the other two series a striking and consistent alternation was observed; 
odd and even homologues vary in susceptibility in some instances by a 
factor of 10. In each case the compounds that possess the peak poten- 
cies are the ones most strongly antagonized by human plasma proteins. 
The relationship is unfortunate from a practical point of view and demon- 
strates the importance of considering all available criteria for drug evalua- 
tion. That naphthoquinones particularly potent as respiration inhibitors 
are also highly susceptible to deactivation by specific proteins, presumably 
by virtue of a strong binding to the protein, suggests that the inhibitory 
action involves competitive protein binding; the drug action may therefore 
consist in combination with, and deactivation of, a respiratory enzyme. 

SUMMARY 

1. Comparison of relative in vivo activities of 82 naphthoquinones with 
the relative antirespiratory activities of the compounds in suspensions of 
parasitized er 3 d;hrocytes shows that the two manifestations , of biological 
activity are not fully parallel but that the convenient in vitro test provides 
a reliable guide to members of the series likely to possess significant in vivo 
activity. 

2. In some of the series investigated, alternations for odd and even 
carbon homologues are observable both in the in vitro activities and in 
relative susceptibilities to human protein antagonism. Since the homo- 
logues of highest potency are those of greatest susceptibility, drug action 
apparently consists in combination with a respiratory enzyme and resulting 
deactivation. 



THE NICOTINIC ACID, RIBOFLAVIN, d-AMINO ACID OXIDASE, 
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It is well established that in states of inanitioa and during periods of 
restricted protein intake animals suffer a loss of tissue protein, but the 
significance of this loss with relationship to enzyme activities and vitamin 
concentrations of tissue has not been clearly elaborated. In this respect, 
however, Potter and King (1) reported that the livers of rats maintained on 
a diet high in carbohydrate and low in protein or a diet high in fat and 
low in protein possessed diminished succinoxidase activity and decreased 
capacity for the oxidation of octanoate and citrate. Axelrod, Swingle, 
and Elvehjem (2), on the other hand, have reported an increase in the 
succinoxidase activity of livers from rats maintained on a restricted food 
intake for 3 weeks. 

Recently, in a more extensive study, Miller (3) reported that the ac- 
tivities of a number of enzymes, including catalase, alkaline phosphatase, 
xanthine dehydrogenase, and cathepsin, are decreased in the livers of rats 
fasted for a period of 7 days. The observed loss in enzyme activity ap- 
parently paralleled or exceeded the loss of liver protein, and accordingly 
this author concluded that the decrease in activity represented a loss of 
enzyme protein per se. Similar results were reported by Miller (4) with 
respect to rats maintained on a protein-free diet. 

A more quantitative relationship has been shown to exist between 
protein intake and liver arginase activity by Lightbody and Kleinman 
(5). These authors demonstrated that the liver arginase activity w'as 
directly related to the protein intake and the length of time the animals 
were maintained on a particular dietary regime. This relationship was 
interpreted as expressing an adaptation of the arginase content to a need 
for the enzyme as determined by the amount of protein which the organ- 

* Aided by a grant from Wyeth, Incorporated, Philadelphia. A preliminary 
report of this work was presented before the American Society of Biological 
Chemists, Atlantic City, New Jersey, March 15, 1948 (Seifter, S., Harkness, D. M., 
Feldman, B., Rubin, L., and Muntwyler, E., Federation Proc., 7, 187 (1948))- 

1371 
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ism was required to metabolize. No attempt was made by these wmrkers 
to correlate the observed changes 'with the concentration of liver protein. 

A relationship likewise has been shown to exist between protein intake 
and the liver concentrations of certain B vitamins. Thus, Sarett and 
Perlzweig (6), Unna and coworkers (7), and Reisen, Schweigert, and Elve- 
hjem (8) have shown that the liver riboflavin is decreased in rats maintained 
on a low protein diet. On the other hand, Flinn and coworkers (9) observed 
an increase in the liver concentrations of nicotinic acid, pantothenic acid, 
pyridoxine, biotin, and vitamin Be in chronically undernourished animals. 

The present investigation was undertaken to determine (a) the nature 
of the relationship existing among the enzyme activities, vitamin concen- 
trations, and the protein levels of tissues, and (b) the effect that variations 
in the diet have on this relationship. Moi’e specifically, the study is 
concerned with the changes which occur in the D-amino acid oxidase and 
arginase activities and the riboflavin and nicotinic acid concentrations of 
the livers of rats maintained on a protein-free diet. These particular 
liver constituents were chosen for study because they include (a) an 
enzyme which requires a vitamin coenzyme, (&) an enzyme which re- 
quires no known vitamin coenzyme, and (c) two vitamins which are 
known to be components of various enzyme systems. 

EXPERIMENTAL 

Twenty-four male Wistar strain rats, between 16 and 23 weeks of age 
and weighing between 280 and 313 gm., were placed on a normal diet, 
adequate in all respects, for a period of 7 days. At the end of this time the 
animals were divided into three groups of eight animals each. Four 
animals in Group A were placed on a protein-free diet for a period of 7 
days. In a similar manner four animals in Group B were maintained on 
the same protein-free diet for 14 days. In Group C, four animals were 
kept on the protein-free diet for 21 days. In each group the remaining 
four animals served as pair-fed controls. 

The control diet consisted of commercial casein, 20 per cent ; sucrose, 
65 per cent; corn oil, 10 per cent; Salts 4 (10), 4 per cent; and dried brewers" 
yeast, 1 per cent. The protein-free diet was similar in composition ex- 
cept that the casein was replaced with an equal amount of sucrose. In 
addition all animals received daily 2 drops of a vitamin supplement which 
furnished the following water-soluble vitamins in the amounts indicated: 
thiamine 25 .7, riboflavin 30 7, nicotinamide 25 7, pyridoxine hydrochloride 
25 7 , calcium pantothenate 200 7, choline chloride 10 mg., and inositol 3 
mg. Twice weekly all animals received 2 drops of a cod liver oil-vita- 
min E supplement which furnished 200 U. S. P. units of vitamin A, 20 
U. S. P. units of vitamin D, and 1 mg. of a-tocopheroL 
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At the end of the indicated feeding period the animal was sacrificed by a 
sharp blow on the head; its liver was quickly excised and blotted free of 
adhering blood, and sampled immediately for the determinations outlined 
below. Water was determined by drying to constant weight at 103 °, 
and fat by weight dilference after extraction with ether. Nitrogen was 
determined on the dry, fat-free residue by the micro-Kjeldahl method. 
Glycogen content, determined on the livers of some rats as mentioned be- 
low, was measured by the method of Deane and his coworkers ( 11 ). Nico- 
tinic acid was determined microbiologically with Lactobacillus arabinosus as 
described by Snell and Wright (12). Riboflavin was determined micro- 
biologically with Lactobacillus casei as described by Snell and Strong ( 13 ). 
The microbiological procedures were carried out on an extract prepared 
by autoclaving a weighed portion of liver at 15 pounds for 30 minutes. 

Arginase activity was measured on an aliquot of a liver homogenate 
equivalent to approximately 0.3 mg. of tissue. The method of Van Slyke 
and Archibald (14) was employed for the determination, the formed urea 
being determined colorinietrically by the method of Archibald (15). Ac- 
tivity is expressed in Van Slyke-Archibald units. 

In order to obtain maximum arginase activity, the liver aliquot was 
homogenized in 0.05 m MnS04 prepared iii 0.9 per cent NaCL It was found 
that the arginase activity as determined ivas dependent upon the length of 
time that elapsed between the killing of the animal and the initiation of 
the activation with manganese and also on the duration of the activation 
period. In order to keep these factors constant, and thus to obtain results 
on a comparable basis, a strict time schedule was adopted wherein homo- 
genization with the manganous sulfate solution was started 5 minutes after 
the death of the animal, and activation was allowed to continue for 10 
minutes before incubation with the substrate. 

D-Amino acid oxidase was determined by a modification of the method 
described by Rodney and Garner (16). The modified procedure involves 
the measurement of the amount of keto acid formed by a liver homogenate 
after incubation with DL-alanine at a concentration of 0.005 m. This 
method was checked against determinations made by measuring the 
oxygen uptake under similar conditions, and excellent correlation was 
found within a fairly narrow range of tissue concentration. The essential 
steps of the procedure are detailed below. 

The test system, contained in a 125 ml. Erlenmeyer flask, consisted of 
the following materials in the amounts indicated: 0.5 ml. of 0.04 m sodium 
arsenite prepared in 0.11 m NaCl, 0.5 mb of 0.04 m DL-alanine, 2.0 ml. of 
Krebs-Ringer solution from which the calcium had been omitted, and 1.0 
ml. of a finely divided, well mixed, liver homogenate containing between 
100 and 200 mg. of tissue. A blank determination was prepared in the 
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same maimer except that the DL-alanine was replaced by an equivalent 
quantity of the Ringer’s solution. The remainder of the determination 
was then carried out by the method of Sealock (17). The air phase above 
the mixture in the flask was replaced by oxygen, the flask was stoppered, 
and the system then allowed to incubate at 37° for exactly 6 hours. At 
the end of this time the reaction was stopped by the addition of 1.0 ml. of 
20 per cent trichloroacetic acid, and 5 ml. of water were then added. 
The solution was filtered and the amount of keto acid formed was deter- 

Table I 


Water, Fat, Glycogen, and Nitrogen Contents of Livers of Protein-Deficient and Control 

Rats 



w 

s 




Nitrogen 

Group 

5 
*0 

6 

12: 

Water 

Fat 

Gly- 

cogen 

On basis of 
fat-free solids 

On basis of 
wet tissue 

On basis of 
solids free 
of fat and 
glycogen 




gm. per kg. 

gm. per 
kg. 

gm. per 
100 gm. 

gm. per kg. 

mg. per gm. 

gm. per 

100 gm. 

A ! 

Protein-free, 7 

4 

708.6 

24.2 


9.45 

25.20 



days 


(695-71S) 

(lS-33) 


(9.0-10.5) 

(23.7-27.8) 



Pair-fed con- 

4 

697.4 

15.7 


11.29 

32.25 



trol 


(689-713) 

(11-23) 


(9.9-13.1) 

(29.5-34.6) 


B 

Protein-free, 

4 

687.1 

58.1 


8.60 

21.85 



14 days 


(671-700) 

(31-67) 


(7.2-10.0) 

(18.2-23.7) 



Pair-fed con- 

4 

698.9 

11.5 


11.82 

34.14 


i 

trol 


(695-702) 

(9-15) 


(11.1-12.7) 

(32.5-36.0) 


C 

Protein-free, 

8 

668.4 

80.0 

9.1* 

9.15 

21.95 

13.90* 


21 days 


(636-694) 

(45-122) 

(&-10) 

(7.9-10.5) 

(20.8-24.6) 

(12.9-14.9) 


Pair-fed con- 

8 

696.3 

16.4 

3.8* 

11.80 

33.59 

13.70* 

1 

trol 


(692-703) 

(9-29) 

(2-5) 

(10.4-12.7) 

(30.1-30.8) 

(13.3-14.0) 


The figures in parentheses represent the range of the values. 
* Four animals. 


mined on 1 ml. of the filtrate by means of a 2,4-dinitrophenylliydrazone 
procedure. The D-amino acid oxidase activity is expressed in micromoles 
of pyruvate formed per unit of liver under these conditions. 

Results 

Throughout the course of the study the experimental animals consumed 
an average of 11 gm. of food per day, and, on the average, lost 7 gm. in 
body weight per week. The animals on the control diet, which were pair- 
fed to the protein-restricted group, consumed an equal amount of food and 
gained, on the average, 3 gm. in body weight per week. 

The results obtained from the analyses of the livers of the protein- 
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restricted and control rats for water, fat, and nitrogen are presented in 
Table I. Maintenance on a non-protein diet, under conditions of adequate 
caloric intake, resulted in a decrease in the concentration of liver protein 
as indicated by the amount of nitrogen obtained per gm. of liver. The rate 

Table II 


Nicotinic Acid and Riboflavin Concentrations and Arginase and jy-Amino Acid Oxidase 
Activities of Livers of Protein-Deficient and Pair -Fed Control Rats 


Group (4 animals each) 

i 

Nicotinic acid i 

i i 

Riboflavin 

j Arginase* 

B-Amino acid 
oxidase activityf 


i 

7 per 

mg. per 

y per 

mg. per 

units 

units X 
iO-3 per 
gm. N 

units i 

units per 


i 

1 

\ 

gm. N 

gm. j 

gm. N 

per gm. 

per gm. : 

gm. N 

A 

Protein-free, 7 days 

102.0 

4.06 

18. OJ 

0.7011 

m 

3.6§ 

15.0 

596 



1(95- 

(3.8- 

(17- 

(0.66- 

(76- 

(3.1- 

(12- 

(489- 

1 


104) 

4.4) 

19) 

0.77) 

i 95) 

4.0) 

20) 

805) 


Pair-fed control 

1 152.8 

4.75 

26. 6t 

0.824t 

434§ 

15. 2§ 

34.6 

1098 

1 

1 1 (133- 

(4.3- 

(22- 

(0.65- 

(426- 

(14.4- 

(32- 

(923- 

i 


172) 

S 5.2) 

38) 

1.13) 

503) 

16.1) 

38) 

1212) 

B 1 

Protein-free, 14 ! 

79.5 

3.64 

1 16. 4t 

0.734t 

138 

6.3 

1 11.8 

529 


days 

(62- 

(3.0- 

(13— 

(0.71- 

(35- 

(1.9- 

;(8- 

(395- 


i 

99) 

4.2) 

18) 

0.78) 

263) 

12.8) 

' 15) 

646) 


Pair-fed control 

139.1 

4.08 

35.3 

1.037 

5601 

16.41 

39.2 

1154 



(106- 

(3.3- 

(34- 

(0.98- 

(429- 

(13.2- 

(35- 

(970- 



172) 

5.1) 

37) 

1.15) 

737) 

21.8) 

41) 

1258) 

C 1 

Protein-free, 21 

74.3 

3.42 

17.8 

0.825 

lost 

4.81 

11.9 

529 


days 

(65- 

(3.1- 

(13- 

(0.60- 

(54- 

(2.5- 

(10- 

(437- 



81) 

3.9) 

22) 

1.04) 

243) 

! 11.6) 

15) 

1 653) 


Pair-fed control 

147.2 

4.58 

33.1 

1.015 

3831 

j 12.11 

43.1 
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(125- 

(3.6- 

(25- 

(0.84- 

(320- 

(10.6- 

(34— 

:(980- 



181) 

6.0) 

44) 

1.24) 

420) 

13.9) 

64) 

1 1802) 


^ The unit is defined as the amount of arginase which in 1 minute at 25°, at pH 
9.5, and substrate concentration of 0.285 m arginine will decompose 1 micromole of 
arginine to form 1 micromole of urea (see (14)). 

t The activity is expressed here as units which are equivalent to the micro- 
moles of pyruvate formed under the conditions of the assay. 
t Three animals only. 

§ Two animals only. 


of decrease was greatest in the 1st week of protein restriction; however, 
the maximum absolute decrease was already apparent in the animals on 
the diet for 14 days. The experimental animals maintained for 21 days 
showed no further loss of liver protein concentration as compared with the 
2 week group. 

The diminution of liver protein was accompanied by a steady fall in the 
water content of the liver and a steady rise in the liver fat. As can be 
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seeDj the iiver fat increased from about 1.5 per cent in the control animals 
to 8 per cent in the animals subsisting on the protein-free diet for 21 days. 



Fig. 1. Liver D-amino oxidase and arginase activities with respect to variations 
in liver nitrogen content. O, Group A, protein-free diet; 0, Group A, control 
diet; Group B, protein-free diet; S, Group B, control diet; <>» Group Cy protein- 
free diet; X, Group C, control diet. 

This change occurred even though all animals received 10 mg. of choline 
chloride per day. 
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The reduction in the nitrogen content of the fat-free liver solids in^he 
groups of animals on the protein-free diet, which becomes apparent when 



N ITROGEN - MS/GM 


Fig. 2. Liver nicotinic acid and riboflavin concentrations with respect to varia- 
tions in liver nitrogen content. For interpretation of reference points see the legend 
to Fig. 1. 

comparison is made with the pair-fed controls, was most probably due to 
an increase in the liver glycogen. In e%ddence of this. Table I includes 
the values for liver glycogen of eight additional rats which were maintained 
on the same dietary regimes as the animals in Group C. The data show 
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that the animals on the protein-free, high carbohydrate diet had an average 
liver glycogen content of 9 per cent as compared with the figure of 4 per 
cent for the control group. 

The results obtained from the analyses for riboflavin, nicotinic acid, 
D-amino acid oxidase, and arginase are presented in Table II. As in the 
case of the changes in protein concentration of the liver, protein restriction 
resulted in a decrease in the liver concentration of nicotinic acid and 
riboflavin as well as in the activities of the two enzymes. The diminution 
in the amounts or activities of these substances in all cases exceeded the 
decrease in the concentration of liver protein. This may be seen by 
comparing the values obtained per gm. of nitrogen in the protein-re- 
stricted groups with those obtained in the pair-fed controls. On this basis, 
the magnitude of decrease was considerably greater in the case of the en- 
zymes than in the case of the vitamins. 

The actual levels of the activities of D-amino acid oxidase and arginase 
were found to be directly related to the concentration of protein in the 
liver, as is shown in Fig, 1; here is shown the best straight line for the 
plot of enzyme activities against nitrogen per gm. of liver. From Fig. 1 it 
can be seen that a decrease in the liver protein concentration was accom- 
panied by a decrease in the activities of these two enzymes. However, the 
rate of diminution of enzyme activity appears to have exceeded the rate 
of reduction in the liver protein as evidenced by the failure of the curve 
to go through the origin upon extrapolation to an enzyme activity of zero. 

As is shown in Fig. 2, a similar type of relationship was observed to 
exist betw'een the concentration of liver protein and the concentrations 
of riboflavin and nicotinic acid. As in the case of the enzymes, the levels 
of these two vitamins were directly related to the level of protein in the 
liver. This relationship was seen to hold, although the intake of these 
vitamins for all animals was maintained constant at a supposedly adequate 
level. Also, as was found with respect to the enzymes, the rates of decrease 
in the concentrations of riboflavin and nicotinic acid in the liver were 
greater than the rate of reduction in the protein concentration. 

DISCUSSION 

The increase in liver fat which, in the present study, was found to 
accompany protein restriction in the diet, is similar to the findings of 
Reisen and coworkers (8) for rats receiving a low protein diet and com- 
parable amounts of choline. That such an increase is not due to a de- 
creased intake of methionine per se was shown by these workers. In 
their experiments, for instance, the incorporation of this amino acid into 
the low protein diet at a level equivalent to the methionine content of 
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a 20 per cent casein diet did not cause a lowering of the level of liver 
fat. 

The decrease in the liver concentration of protein encountered in ani- 
mals on a protein-free diet under conditions of adequate caloric intake 
is in marked contrast to the protein changes which apparently occurred in 
the livers of fasted rats as observed by Miller (3). For a given enzyme 
one may take the figure reported by this author for units of enzyme activ- 
ity per gm. of Ih^er and divide it by the reported figure for units of ac- 
tivity per gm. of liver protein. This result, divided by the factor 6.25, 
then yields a figure representing the concentration of nitrogen in the partic- 
ular livers under consideration. Such an analysis of Miller^s data shows 
an increase in the nitrogen concentrations of the livers of the fasted ani- 
mals (36 mg. of nitrogen per gm. of liver) as compared with the control 
animals (32 mg. per gm. of liver). 

The diminution in the activities of n-amino acid oxidase and arginase 
with dietary protein restriction is in agreement with the results obtained 
by Potter and Klug (1) with respect to the capacity of livers obtained 
from rats which had subsisted on a low protein diet to oxidize succinate, 
citrate, and octanoate, and, further, is consistent with the results of Miller 
(4), who found a similar decrease in the activities of five liver enzymes 
in animals fed a non-protein diet. The changes which have been reported 
with regard to the enz 3 mie activities of the livers of fasted and under- 
nourished animals (2, 3) would appear to indicate that the mechanisms 
involved in producing these changes differ from those operating in causing 
the changes observed in animals restricted only with respect to dietary 
protein. Furthermore, the direct relationship between enz 3 rme activity 
and liver protein concentration, as found in the present study, does not 
necessarily hold in the case of fasting animals. Thus Miller (3) has found 
that the xanthine dehydrogenase and catalase activities of the livers of 
fasting animals may be found to decrease, even though appropriate cal- 
culations, as explained previously in this discussion, indicate that the pro- 
tein concentration increases. 

Since riboflavin is an integral part of the coenz^nne necessary for the 
activity of n-amino acid oxidase and since the riboflavin concentration in 
the liver decreased on a non-protein diet, it would appear quite possible 
that the changes in n-amino acid oxidase activity observed in this study 
could be due to a decrease in coenzyme concentration. However, since a 
similar decrease was encountered in the activity of the enzyme arginase 
which does not require a vitamin cofactor for its activity, it is more likely 
that the diminution in activity of both enzymes represented a loss in 
enzyme protein per se. In this regard it is interesting to note that Lan 
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(18) has reported that rats bearing transplanted hepatomas showed a 
greater decrease in the activity of liver D-amino acid oxidase than of the 
liver concentration of the coenzjmie. 

The observed changes in the riboflavin and nicotinic acid concentrations 
in the liver would appear to indicate that the levels of these vitamins in 
the liver are independent of the intake over and above a certain minimum 
requirementj but rather depend largely on the level of tissue protein. In 
the case of riboflavin this observation is supported by similar findings 
which have been reported by other investigators (6-8). 

The direct relationship which was found to exist between the concen- 
tration of liver protein and the levels of riboflavin and nicotinic acid sug- 
gests that these vitamins exist in a combined form in the liver and are 
not present as the free vitamins. Such an observation with respect to 
nicotinic acid has previously been made by Robinson and his coworkers 

( 19 ) . 


SUMMARY 

The effects of feeding rats a diet free of protein for varying periods of 
time have been studied with respect to the concentration of protein, ribo- 
flavin, and nicotinic acid, and the activities of D-amino acid oxidase and 
aiginase in the livers of these animals. 

Maintenance of rats on a protein-free diet caused a decrease in the con- 
centration of liver nitrogen, a decrease in the liver water content, and an 
increase in the liver fat. 

Animals subsisting on a protein-free diet possessed diminished liver 
arginase and D-amino acid oxidase activities and decreased liver con- 
centrations of riboflavin and nicotinic acid as compared with pair-fed 
controls. These decreases exceeded the loss in liver nitrogen. 

The activities of n-amino acid oxidase and arginase and the levels of 
riboflavin and nicotinic acid in the liver have been shown to be directly 
related to the concentration of liver nitrogen under the conditions of these 
studies. 

The significance of these observations is discussed. 
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A summary of the little that is known of the metabolism of lysine in 
animals is as follow^s: it is indispensable in the diet, its a-amino group does 
not participate in reversible transamination reaction in vivo (2), neither the 
li nor n form is attacked by the appropriate amino acid oxidase, certain 
6-nitrogen-substituted derivatives can replace lysine in the diet and their 
<x-amino groups are oxidized by amino acid oxidases (3, 4), no o'-nitrogen- 
substituted derivatives yet prepared can substitute for lysine in the 
diet (4-6). 

Partly because so little was known, w^e have undertaken a study of the 
metabolism of lysine with the use of as a tracer. The amino acid was 
synthesized with the isotope in the € position and resolved into its l and d 
isomers. In order to observe in an initial exploration as many aspects of 
its metabolism as possible, one or the other isomer w^as made into a mixture 
with unlabeled amino acids, corresponding to the composition of casein, 
and incubated with guinea pig liver homogenate under different conditions. 

The present communication deals wdth the finding of a-aminoadipicacid 
as a product of the degradation of lysine. 

Preparations 

Synthesis of Q^-Labeled Lysine — The steps in the synthesis are sum- 
marized in the following diagram; the position of the is indicated by 
an asterisk. 

BaC’^Os 0 * 0 ,. KC*N NC^-CHa-CHo-CH.Gi (7-chlorobutyromtriie) 

— > NC*-CH2*CH2*CH2-CH* (C00C2H5)2 (Diethyl ( 3 -cyano-n -propyl) malonate) 

NC**GH2*CH2*CH2*C(~N0H)-C00C2H5 (ethyl 2 -oxiniido- 5 -cyano valerate) 

->4 H 2 N*H 2 C*-CH 2 -CH 2 *CH 2 ^CH(—NH 2 )'C 00 H (DL-iysine) 


* This work is a part of that done under contract with the Office of Naval Research, 
United States Navy Department. A summary of this work has been reported ( 1 ) . 

The used in this investigation was supplied by the Monsanto Chemical Company, 
Clinton Laboratories, Oak Ridge, Tennessee, and obtained on allocation from the 
United States Atomic Energy Commission. 
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KC'^N — 309.8 rag. of BaC^Og was converted to by the method of 

Cramer and Kistiakowsky (7) and Loftfield (8, 9). The strongly aUraiiiie 
solution obtained after decomposition of the excess potassiimi was con- 
centrated to 4.7 gm. 90 per cent of the radioactivity was incorporated 
into the KC^N. 

'y'^CMorobutyronitnle'^—KC^ was converted to 7-chIorobiityromtriIe by 
a modification of the procedure previously described (10). To the 
were added 1.253 gm. of inactive KCN dissolved in 4 ml. of HoO and 28 inL 
of absolute ethanol. The solution was titrated slowly at 0° to pH lO.S 
with 6 N HCl ; 3.S ml. were consumed. The glass electrode was washed with 
2 ml. of H 2 O and the washings added to the solution, which was then 
refluxed with 19.2 gm. of trimethylene chlorobromide with vigorous stir- 
ring for 5§ hours. After cooling, the solution was diluted with 45 ml. of 
water, and the two layers separated. To the lower layer was added a 
chlorofoim extract (12 ml.) of the top layer. The mixture was washed 
vith 10 ml. of a 16 per cent CaCh solution, then with 3 ml. of water, and 
dried over fused CaCh. The chloroform was removed by distillation at 
atmospheric pressure, and the residue distilled in vacuo; the product ob- 
tained at 89-93"^ and 24 mm. was used for the next step- Yield, 1.535 gm., 
or 75 per cent. 

Diethyl (S-Cyano-n-propyl) Malonate^ — ^From the nitrile, DL-lysine was 
prepared by a modification of the method of Fischer and Weigert (11). 
1.0 gm. of sodium in a Carius tube was dissolved in 10 ml. of absolute 
ethanol. After cooling there were added 13.3 gm. of diethyl malonate, 
then a mixture of 13.3 gm. of diethyl malonate and 2.74 gm. of chloro- 
butyronitrile*, followed by 13.3 gm. of diethyl malonate. The tube was 
sealed and heated for 15 hours at 95-98°. Ethanol, malonate, and remain- 
ing nitrile were removed by steam distillation, the residue extracted with 
ether, and the ether extract dried over potassium carbonate for 15 minutes, 
filtered, and distilled at 0.5 mm. Yield, 5.20 gm. (86 per cent); b.p. 
128-131° at 0.5 mm. 

Ethyl B-Oximido-o-cyanovalerate'^ — 0.166 gm. of sodium was dissolved in 
2.64 ml. of absolute ethanol and cooled to —18°. A mixture of 1.13 ml. 
of eth}^ nitrite with 1.628 gm. of cold diethyl (3-cyano-n-propyl) malonate*, 
cooled to 0°, was then added dropwise into the ethylate solution and washed 
down with 0.66 ml. of cold absolute ethanol. After standing for 21 hours 
at —15° to —10°, the alcohol was removed at room temperature in vacuo. 
The residue, dissolved in 10 ml. of water, was extracted with 5 ml. of ether, 
and the ether washed with two 1 ml. portions of water. The combined 
aqueous solutions were cooled in ice, acidified with 10 per cent sulfuric acid, 
and extracted with ether. After removal of the solvent in vacuo and drying 
over sulfuric acid, the ester crystallized. Yield, 1.195 gm. (90.5 per cent). 
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DL“L?/sme*— In a flask with a reflux condenser L2o2 gm. of ethyl 
2-oxim.ido-5-cyanovalerate* were dissolved in 100 ml. of absolute ethanol, 
and 10 gm. of sodium added in small pieces as rapidly as possible. After 
75 minutes the metal was almost completely dissolved. 10 ml. of water 
were added, and the solution refluxed for 45 minutes. It was then cooled 
in ice and acidified by adding 50 per cent H 2 SO 4 slowly with vigorous stir- 
ring. The sodium sulfate was filtered off and washed several times by 
suspension in 95 per cent ethanol. Filtrate and washings were concen- 
trated in vacuo, and the residual alcohol removed by steam distillation. 
The remaining aqueous solution was made alkaline to phenolphthalein 
with barium hydroxide, boiled, and the barium sulfate filtered off. The 
excess barium was removed vdth carbon dioxide and the filtrate concen- 
trated to a syrup in vacuo. The syrup was taken up in ethanol, and a 5 
per cent alcoholic solution of picric acid added dropwise with stirring until 
further addition caused no more turbidity. After standing at 0“^ overnight 
the crude picrate ^vas filtered off and 'washed with cold absolute ethanol 
and ether. After two recrystallizations, first from 10 ml. and then from 
5 ml. of hot water, 0.656 gm. of lysine* picrate was obtained. Yield, 
26 per cent. 

The picrate was converted to the hydrochloride by dissolving it in 13 ml. 
of hot water and 2.3 ml of concentrated HCL After the solution was 
cooled, the picric acid was extracted with ether. The aqueous phase, on 
evaporation in vacuo and drying over H 2 SO 4 and NaOH, gave DL-lysine 
dih 3 ^drochloride* in quantitative yield. 

Resolution of Bh-Lysine "^ — The DL-lysine 'was resolved by the carbo- 
benzoxy-aniline-papain method of Bergmann et al. (12-14). 

Carbohenzoxy-BJj-Lysme^ — 0.430 gm. of DL-lysine* dihydrochloride was 
dissolved in 2.9 ml. of 2 n NaOH and cooled in ice. 1.1 ml. of carbobenz- 
oxychloride and 2.3 ml. of 4 n NaOH were added in four portions, and the 
mixture shaken vigorously for 25 minutes while cooling in ice. After ex- 
traction with ether the aqueous phase was acidified with HCi and the 
carbobenzoxylysine taken up with ether. It weighed 0.733 gm. after 
evaporation and drying in vacuo; m.p. 100-103°. 

Carbobenzoxy-ij-Lysine Anilide^ — 0.730 gm. of carbobenzox^^-DL-lysine* 
was dissolved in 1.9 ml of n NaOH and 1.8 ml. of water. To this solution 
were added 0.46 ml. of aniline, 7.1 ml. of a 0.3 per cent aqueous solution 
of cysteine hydrochloride, 8.2 ml. of citrate buffer solution (pH 5.0), 16.4 ml. 
of winter, 2.5 ml. of a solution of 0.100 gm. of papain in 2 ml, of water, and 
2 ml. of citrate buffer. After incubation at 40° for 19 hours, the L-aniUde 
was filtered off and washed once with 1 per cent potassium bicarbonate 
solution and thrice with water. Yield, 0.465 gm. Recrystallized from 
50 per cent ethanol, it melted at 121-122°. 
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'CshHsiOeNs (489.55). Calculated. C 68.70, H 6.38, N 8.59 
Found. 68.65, “ 6.65, ‘‘ 8.75 

irLysine Dthydrochloride ^ — The anilide was refluxed with 4.5 ml. of 6 n 
HC l for 2 hours. After cooling, the mixture was diluted with 30 ml. of 
water and made alkaline with freshly prepared silver oxide. After the 
silver chloride and excess silver oxide were filtered off and washed with 
water, the filtrate was extracted with ether. The clear aqueous phase was 
concentrated in vacuo to 20 ml., acidified with HCl, and allowed to stand 
for 30 minutes with occasional shaking. After filtration the liquid was 
evaporated to dr3mess in vacuo over NaOH and H2SO4 to give a quantita- 
tive yield of lysine dihydrochloride. [a]f - +15.95°, in water; c = 5.46. 
Berg (15) reports rotations from +15.63° to +16.55° for values of cfrom 

3.00 to 16.00. 

D-Lysine Dihydrochloride ^ — The filtrate (without washings) of the 
L-anilide was incubated with 25 mg. of papain for 5 days at 40°. After 
removing the precipitated mixed L- and D-anilides, the filtrate was acidified 
with HCl and extracted with ether. 0.243 gm. of carbobenzoxy-n-Iysine 
remained upon evaporation of the solvent. After refluxing with 3.0 ml. 
of 6 N HCl for 2 hours, extraction with ether, and evaporation of the aqueous 
phase, 0.130 gm. of D-lysine dihydrochloride was obtained. This was 
recrystallized from ethanol and yielded 99 mg. of purified material. [a]f = 
— 13.5°, in water; c = 4.47. The rotation corresponds to approximately 
92.5 per cent n and 7.5 per cent l form. 

ATialysis—CiEuOz^r^llCl, Calculated. N 12.79, Cl 32.36 

Found. 12.44, “ 31.82 

The total average yield of l- and D-lysine dihydrochloride obtained in 
several complete runs was 6 per cent, calculated on the KCN used. In 
an experiment in which BaCOs containing 4 millicuries of radioactivity was 
used, 230 mg. of L-lysine dihydrochloride with a specific radioactivity of 

24.000 counts (corrected) per minute per mg. were obtained. 

All the radioactivity measurements are expressed as counts (corrected) 
per minute. They were obtained with standard sample geometry, and 
corrected for background and resolving time. By means of empirically 
determined curves of self -absorption loss in different thicknesses of sample, 
they were corrected to maximum specific activity (16). 

DL-a-Aminoodipic Acid — DL-a-Aminoadipic acid was prepared by a modi- 
fication of the method of S0rensen (17). 1.228 gm. of chlorobutyronitrile 
and 2.060 gm, of diethyl sodium phthalimidomalonate were refluxed in a 
bath at 160—165 . After 4 hours the alkaline reaction had disappeared, 
and the excess nitrile was removed by steam distillation. The residue was 
cooled in ice and washed with water several times by triturating and decant- 
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ing. It weighed 2.050 gm. after drying. After solution in 12.5 ml, of 
absolute ethanol, it was heated under a reflux on a steam bath with 11 ml. 
of 4 N NaOH for 3 hours, 16 ml. of concentrated HCl were then added, 
the heating ' continued for 3 hours, and the solution evaporated on the 
steam bath. The residue was cooled in ice and extracted by repeated 
washing with ice-cold 33 per cent hydrochloric acid. The solution was 
filtered through a coarse fritted glass funnel, and evaporated. The residue, 
weighing 1.206 gm. after drying over H2SO4 and NaOH, was dissolved in 
2.5 ml. of water, filtered into a 10 ml. beaker, and washed with 1.3 ml. of 
water. The aminoadipic acid was precipitated by titrating to pH 3.1 with 
5 N NH4OH. After standing for 4 hours at 22°, it was filtered off and 
•washed with a few" ml. of water, alcohol, and ether. Yield, 0.629 gm. 
(62 per cent based on diethyl sodium phthalimidomalonate). 

The cx-aminoadipic acid was resolved in the same manner as was lysine- 
by the carbobenzoxy-anilide-papain method of Bergmann. 

Carbobenzoxy-BL-o:-aminoadipic acid, m.p. 124°. 

Analysis— (295.28). Calculated. C 57.28, H 5.82, N 4.75 

Found. 57.08, 5.84, “ 4.89 

Carbobenzoxy-L-aminoadipic acid anilide, m.p. 170-171°. 

Analysis— (370.39). Calculated. C 64.85, H 5.99, N 7.56 

Found. “ 65.56, “ 6.04, “ 8.30 

The L-g-aminoadipic acid melted at 205° with decomposition. Its spe- 
cific rotation was [a]f — +33.9°, in 6 N HCl; c = 5.49. 

Analysis— (161.17). Calculated. C 44.72, H 6.88, N 8.70 

Found. “ 44.83, ‘‘ 6.81, “ 8.65 

Procedure 

Guinea pig liver was homogenized in the apparatus of Potter and Elve- 
hjem (18) with a volume of saline solution equal to twice the weight of the 
liver. The composition of the saline solution was as follow^s: 0.123 m NaCI,. 
0.0128 M Na2HP04, 0.005 m KCl, 0.0033 m MgS04. Unless stated other- 
wise the pH was 7.5. 

The reaction mixture consisted of 2 ml. of homogenate, a sufficient 
quantity of a mixture of amino acids to provide a final concentration of 
1.2 per cent, and 0.01 m g-ketoglutarate. The amino acid mixture corre- 
sponded approximately to the composition of casein. Ail of the lysine 
therein contained (10 mg. of the dihydrochloride) was labeled in the 
€ position with (7400 counts (corrected) per mg. per minute). The 
final volume was 4 ml.; KOH was used for the neutralization. 

The reaction mixture was incubated at 38° under oxygen for 6 hours,. 
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after which the pH was adjusted to 5.0. The mixture was then placed 
in a boiling water bath for 10 minutes, filtered, the coagulated protein 
thoroughly washed with water, and the washings added to the main filtrate. 
The non-protein filtrate thus obtained was concentrated in vacuo. 

Results 

A, small fraction of the non-protein filtrate from an experimental run 
eonducted at pH 7.5 was chromatographed on filter paper with phenol and 
a-collidine, and the paper treated with ninhydrin (19). Two radioactive 
ninhydrin spots were found, one in the position of lysine, the other of 
glutamic acid. The radioactivity in the latter spot excluded its being 
glutamic acid, as the probable mechanism for the conversion of lysine to 
glutamic acid entails cleavage of the radioactive e-carbon of lysine. It 
seemed likely that the substance in question was a-aminoadipic acid, 
C'= 00 H-(CH 2 ) 3 *CH(NH 2 )-C 00 H, derived from lysine. 

Accordingly, a-aminoadipic acid was synthesized and chromatographed 
on filter paper. It gave the same chromatogram as the unknovm radio- 
active substance. 

This lead, that the radioactive substance in question might be a-amino- 
adipic acid, was followed. The main portion of the non-protein filtrate, 
from a reaction mixture to which 20 mg. of radioactive L-lysine dihydro- 
chloride had been added, was hydrolyzed by boiling overnight with 20 per 
cent HCl in order to hydrolyze any peptides present. The latter step was 
necessary for satisfactory chromatography on Lloyd's reagent (20); it 
also converted any of the piperidone of a-aminoadipic acid, which might 
have been formed, to the straight chain.^ After removal of the HCl by 
distillation, the hydrolysate was chromatographed on Lloyd's reagent. 
The fraction containing all the amino acids except the bases had about 5 
per cent of the radioactivity originally added as lysine. It was concen- 
trated to dr^mess, extracted with ether, and the residue taken up in water 
and decolorized by boiling with charcoal. The combined filtrate and 
w'ashings were evaporated to dryness, taken up in 3 ml. of water, and treated 
with solid Ba(OH )2 until the pH was 6.0. A small amount of radioactivity 
w^as in the precipitate; by far the major portion remained in the solution. 
Absolute ethanol was added to the latter to a final concentration of 95 per 
oent. The barium precipitate contained all the radioactivity originally 
in the solution. The barium w^as removed with sulfuric acid, the precipita- 
tion and resolution repeated three times, and after final removal of the 
barium the filtrate was concentrated to near dr^mess. A drop was chro- 
matographed on filter paper. Four ninhydrin spots were obtained; one 

^ a-Aminoadipic acid like glutamic acid cyclizes- Both forms of both amino 
acids chromatograph alike on filter paper with phenol and s-collidine. 
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in tbe glutamic acid region was radioactive, and the other three were in 
the alanine, aspartic acid, and threonine,, regions. 

Concentrated HCl was added to the main portion of the filtrate and con- 
centrated under a lamp until crystallization set in. About 100 mg. of 
crystals were collected. They gave a total of 630 counts (corrected) per 
minute. The mother liquor was found subsequently to have 7650 counts 
(corrected) per minute. The crystals gave three ninhydrin spots on the 
filter paper chromatogram; one in the glutamic acid region wms radioactive, 
and the other two were in the aspartic acid and alanine regions. 

The radioactive spot certainly contained cx-aminoadipic acid mixed with 
glutamic acid. We have tried to separate a-aminoadipic and glutamic 
acids by chromatography on filter paper with a number of solvent mix- 
tures; none effected a separation. 

The hydrochloric acid mother liquor was evaporated to dr3mess and the 
dry residue dissolved in 0.1 n HCL Solid Ba(OH )2 was added until the 
solution was allvaline to phenolphthalein, and then ethanol to a concen- 
tration of 75 per cent. 351 mg. of barium salt were obtained, giving a 
total of 7650 counts (corrected) per minute. The barium was removed 
with H2SO4, the filtrate concentrated to dryness, and the residue dissolved 
in 0.1 K HCl. The presence of a-aminoadipic acid in it was determined by 
crystallization after adding to a portion of the solution, containing approxi- 
mately 1650 counts (corrected) per minute, 100 mg. of non-radioactive 
£x-aminoadipic acid as a carrier. The quantity of carrier was about 600 
times that of the radioactive form.^ 

The solution was brought to pH 3.1 with ammonia and then concentrated 
slowly at room temperature under a low vacuum. The crystals which 
separated out were washed with a small amount of water and then ethanol, 
dried, and their radioactivity determined. Three recrystallizations were 
carried out, in the course of which 80 per cent of the carrier was left in the 
mother liquors. The specific activities of the crystals after each of the 
four crystallizations were consecutively 11.5, 13.7, 13.2, and 13.8 counts 
(corrected). 

"WTien 13.5 counts (corrected) are taken as the specific activity of the 
Qf-aminoadipic acid after addition of 100 mg. of carrier, 1350 counts (cor- 
rected) or 82 per cent of the radioactivity in the solution were in the 
a-aminoadipic acid formed from the radioactive lysine added to the reaction 

® This estimate was made as follows. The lysine dihydrochloride used had a 
specific activity of 7400 counts (corrected). The equivalent specific activity as 
tt-aminoadipic acid was, therefore (217/161) X 7400 = 9970 counts (corrected). A 
total of 1650 counts in the solution would, then, be given by 0.165 mg. of a-aminoadipic 
acid derived from the radioactive lysine added. Its dilution by the carrier would be 
100/0.165 = 606. 
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mixture. Constant specific activity was obtained, evidently^ on the first 
recrj^staJlization . 

The crystals remaining after the third recrystallization gave the follow- 
ing data, which correspond to those of a-aminoadipic acid. M.p., 204-205° 
with decomposition. 

Anahjsis—O&KiiOd^ (161.17). Calculated. C 44.72, H 6.S8, N 8.70 

Pound. “ 44,84, 7.03, “ S.G9 

A number of experiments were carried out with boiled liver homogenate 
and with n-lysine obtained from the resolution of the s}mthesized radio- 
active DL-lysine. 


Table I 

a-Aminoadipic Acid Formation from Lijsine 
The reaction mixture contained, in a total volume of 4 ml. of saline solution, 0.66 
,gm. (wet weight) of homogenized guinea pig liver, 10 mg. of radioactive lysine di- 
hydrochloride (7400 counts (corrected) per mg. per minute) , 1 .2 per cent (based on the 
final volume) of an amino acid mixture having a composition corresponding to that 
of casein, and 0.01 m a-ketoglutarate. The mixture was incubated at 38® under 
oxygen for 6 hours. 

The values are total counts (corrected) of the barium salt of the dicarboxylic acid 
fraction. 


pH 

Treatment of homogenate 

Isomer of lysine used 

Total counts per min. 

7.5 

Boiled j 

L 

0 

7.5 

Unboiled 

It 

3690 

8.5 

Boiled 

u 

0 

8.5 

Unboiled 

tt 

1250 

7.5 

Boiled 

D 

0 

7.5 

Unboiled 


1 180 

8.5 

Boiled 

it 

0 

8.5 

Unboiled 

(( 

115 


The results are summarized in Table I. They are expressed as counts 
(corrected) per minute in the dicarboxylic acid fraction obtained after 
chromatography on Lloyd’s reagent and precipitation from 75 per cent 
ethanol as the barium salt. Only the reaction mixtures with n-lysine and 
unboiled homogenate at pH 7.5 and 8.5 were carried through to the final 
stages of identification by dilution with carrier and recrystallization to 
constant specific activity. There was too little radioactivity in the others. 

The data show that more a-aminoadipic acid was formed at pH 7.5 than 
at pH 8.5. In preliminary experiments at pH values 7.5, 8.2, 8.5, and 9.0, 
the non-protein filtrates were chromatographed on filter paper, the nin- 
hydrin spots in the glutamic acid region dissolved off, and their radio- 
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activity measured. The highest counts were obtained at pH 7.5 and they 
diminished progressively with increasing pH. 

The low counts (Table I) obtained when D-lysine was used may be 
ascribed to the 7.5 per cent of ndysine in the D-lysine preparation. 

No a-aniinoadipic acid was formed when the homogenate was boiled 
before it was added to the reaction mixture and incubated. 

A rough estimate of the rate of conversion of lysine to a-arniiioadipic 
acid was obtained by comparing the total number of counts in the di- 
carboxylic acid fraction with that added as lysine. In a typical experiment 
at pli 7.5, 74,000 counts (corrected) were added as L-lysine dihydro- 
chloride. 3700 counts (corrected) were found in the dicarboxylic acid 
fraction after 6 hours incubation with liver homogenate. In 6 hours, 
therefore, 5 per cent of the added lysine was converted to a-aminoadipic 
acid. Of the 10 mg. of lysine dihydrochloride (equivalent to 6.72 mg. of 
l^^sine) added, 0.336 mg, was converted to a-aminoadipic acid. Expressed 
as a Q value, ^ the rate was 0.065. This is about one-hundredth that of urea 
formation in liver slices or homogenates (21, 22) and about the same as 
that of the methylation of guanidoacetic acid by methionine (23). 

This Q value is an underestimate. Some of the a-aminoadipic acid 
formed is converted to a-ketoadipic acid and to glutaric acid (24). 

The solubilities of a-aminoadipic and of glutamic acids and their salts 
are so similar that the former could not be detected in analyses of the 
amino acid composition of proteins by any of the isolation methods in use, 
Nor have we been able to separate them by filter paper chromatography. 
The two amino acids are separated by chromatography on starch by the 
method of Moore and Stein (25), with a solvent consisting of 1 part of 
0.1 N hydrochloric acid, 2 parts of n-propanol, and 1 part of n-butanol. 
Moore and Stein^ and we have found that the a-aminoadipic acid emerges 
from the column considerably in advance of proline, whereas glutamic 
acid (with alanine) is in the effluent after proline. With this method we 
are now investigating whether or not a-aminoadipic acid is present in 
proteins. 


DISCUSSION 

The only previous report, of which we are aware, of a-aminoadipic acid 
in biological material is that of Blass and Macheboeuf (26). These authors 
isolated from cholera Vibrio two compounds whose elementary analyses, 
reactions on acetylation, and ultraviolet spectra corresponded to a-amino- 

® Q is the change in amount of the substance in question expressed as if it were ’a 
gas in c.mm., at standard temperature and pressure, per mg. of dry weight of tissue 
used per hour. The dry weight of the liver used was 130 mg. ; the time was 6 hours. 

^ Personal communication. 
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adipic acid and lij^drox^^-oi-aminoadipic acid. Neither compound was 
identified with certainty, but there is little room for doubt that they Avere 
the amino acids named. The a-aminoadipic acid anioimted to 1.6 per cent 
and the hydroxy-a'-aminoadipic acid to 1.0 per cent of the dry weight of 
the organism. 

Neuberger and Sanger (3, 4) have presented evidence that before the 
a-amino group of L-lysine can be attacked by animal tissue enzymes the 
€-amino group must be masked, preferably by acylation. They discussed 
some possible pathAA^ays of the degradation of lysine in vivo. In one of 
them, formation of a-aminoadipic acid is the first step. The latter surmise 
is noAA^ substantiated by the eAudence presented above. ce-Aminoadipic 
acid, as the first (or one of the first) intermediate in the degradation of 
lysine, is in accord AAuth the enz 3 maatic findings of Neuberger and Sanger, 
in that conversion of the e-amino group to a carboxyl group is analogous to 
acylation. It also accounts for the failure of the a-amino nitrogen of 
lysine to participate in reversible transamination reactions in vivo. It is 
converted to a-aminoadipic acid before it yields its a-amino nitrogen. 

We have preAuously reported (27) evidence of the probable formation of 
a-aminoadipic acid from lysine in kidney. 

Mitchell and Houlahan ( 28 ) have found that a-aminoadipic acid can 
replace L-lysine in one lysine-requiring Neurospora mutant. The accu- 
mulation of large quantities of a-aminoadipic acid and of hydroxy-a- 
aminoadipic acid in cholera Vibrio points to unusual features of lysine 
metabolism in that organism Avhich is analogous to those found in mutants 
of microorganisms. 


SUMMARY 

1. The synthesis and resolution of lysine labeled with in the e position 
and the synthesis and resolution of a-aminoadipic acid are described. 

2. a-Aminoadipic acid is formed from L-lysine in guinea pig liver homo- 
genate. D-Lysine is inactive. 

3. Over the pH range 7.5 to 9.0, the reaction is fastest at pH 7.5. Boiling 
destroys the catalytic actmty of the homogenate. 

4. a-Aminoadipic acid can be separated from glutamic acid by chroma- 
tography on starch. 

The authors were assisted by A. A. Dvorsky, D. Eggarter, H. E. Jeffery, 
G. Oppenheimer, and A. Tollestrup. 
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THE DEGRADATION OF a-AMINOADIPIC ACID IN GUINEA 

PIG LIVER HOMOGENATE^ 
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In continuation of our study of the metabolism of L-lysine, a-amino- 
adipic acid, which is formed from lysine in guinea pig liver homogenate ( 1 ), 
was synthesized with in the €-position. The metabolism of the latter 
compound was followed by search for the radioactive tracer among the 
probable metabolic products. Two have been identified, a-ketoadipic and 
glutaric acids. 

The accompanying diagram (I) indicates one of the pathways of the 
catabolism of lysine. The asterisk indicates the position of the labeled 
carbon. 


HaC*— NH 2 

1 

C^OOII 

C’^OOH 

C’^OOH 

1 

1 

CHi 

1 

CII2 

1 

OIL 

1 

1 

CH2 

1 

CH2 

1 

— ^ Clh — 

1 

■> CHs ^ 

1 

CH2 

1 

CH2 

CII2 

1 

CII2 

1 

1 

CHs 

1 

HC— NIL 

1 

HC— NIL 

1 

1 

c=o 

C^^OOH 

1 

COOH 

1 

COOH 

coon 


Lysine 

a-Aminoadij^ic acid 

a-Ketoadipic acid 

Glutaric acid 


( 1 ) 

PreparcUions 

A summary of the synthesis and resolution of a-aminoadipic acid labeled 
with in the e position is shown in diagram (II). The radioactive carbons 
are marked with an asterisk, 

* This work is part of that done under contract with the Office of Naval Research, 
United States Navy Department. It was reported at the meeting of the American 
Society of Biological Chemists, March 15-19, 1948. 

The used in this investigation was supplied by the Monsanto Chemical Com- 
pany, Clinton Laboratories, Oak Ridge, Tennessee, and obtained on allocation from 
the United States Atomic Energy Commission. 
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COOCtsHfi 

KC*N NC=^ • CHo * CHs • CH 2 • Cl NC=^- (CHo)^ • C * COOCaHs 


7 -Chlorobutyroaitriie 


N 

0=C c=o 

/ \ 


Diethyl (3-cyaiiopropylplitlialiinido) malouate 
HOOC*- CH 2 • CHo • CH. • CHCNHa) • COOH 


a-Amino adipic acid 


(II) 


The details of the preparation have been described in a previous com- 
munication (1). 

89.3 mg. of BaC^'^Os containing 0.625 millicurie of yielded 0.127 gm. 
of pure L-o'-aminoadipic acid, giving 14,450 counts (corrected) per mg. per 
minute. 

a-Keioadipic Acid — Diagram (III) is a summary of the synthesis of 
a-ketoadipic acid. 

HOOC . (CH2) c • COOH C.Hs • OOC • (CH2) 3 • COO • C0H5 

Glutaric acid Diethyl glutarato 

-> CaHs . COO • CO • CH • (CH 2)2 • COO • C2H5 HOOC • (CH.) 3 • CO • COOH 

COO-CsHs 

Triethyl 2-oxaloglutarate a-Ketoadipic acid 

(III) 


Diethyl glutarate was prepared by the method of Locquin and Elghozy 
(2), and triethyl 2-oxaloglutarate by the method of Gault (3). The latter 
compound was decarboxylated with HCl After removal of the HCl 
in vacuo spontaneous crystallization set in. The crude product was puri- 
fied by solution in warm ether and rcprecipitation by the addition of an 
equal volume of petroleum ether. The light orange crystals had the fol- 
lowing composition. 

CfiHsOs (160.06). M.p. 124°. Calculated, C 44.98, H 5.04; Found, C 45.12, H 5.04 

Procedure 

The preparation of the guinea pig liver homogenate and the saline solu- 
tion are described in a previous communication (1). 

In a representative experiment 2 ml. of homogenate containing 0.66 gm- 
of liver (wet weight) and 2 ml of saline solution containing a mixture of 
5 mg. of n-a-aminoadipic acid ( 14 , 450 ) counts (corrected) per minute per 
mg.) and 5 mg. of non-radioactive L-a-aminoadipic acid were added to 
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each of four 20 ml. beakers. Two were immediately brought to pH 5.0 
and boiled for 10 minutes, the coagulated protein extracted with water, 
and the non-protein filtrates and washings combined. The other two 
beakers were incubated at pH 7.4 under oxygen at 38° for 6 hours, then 
deproteinized by boiling at pH 5.0, and their non-protein filtrates combined. 

Restdts 

The non-protein filtrates were cleared by boiling with charcoal, acidified 
with hydrochloric acid to a concentration of 0.1 N, and then extracted with 
ether. After the ether was evaporated, the residue was taken up in 3 ml. 
of water; 100 mg. of non-radioactive a-ketoadipie acid and 91 mg. of 
phenylhydrazine hydrochloride dissolved in 2 ml. of water were added. 
The oil, a-ketoadipic acid phenylhydrazone, which settled out first, crys- 
tallized in 2 hours. The recrystallization procedure was as follows: 2 ml. 


Table I 

Specific Radioaclivity of a-Ketoadipic Acid Phemjlhydrazone 
after Successive Recryslallizations 


No. of crystallmtions 

Counts (corrected) per mg. per min. of phenylhydrazone from 

Reaction mixture at zero time 

Reaction mixture after 6 hrs. 
incubation 

1 

1.8 

10.1 

2 

1.0 

3.1 

3 

0 

2.7 

4 

0 

2.6 

5 

0 

1 2.7 

6 

0 

2.8 


of water were added to the crystals, and the suspension brought to boil and 
then treated with ethanol dropwise until all the crystals dissolved. The 
solution was then cooled, the crystals collected, and their specific radio- 
activity determined. 

Table I gives the specific radioactivities of the phenylhydrazone samples 
obtained from the reaction mixtures at zero time and after 6 hours incuba- 
tion. The figures show that by the second recrystallization all the radio- 
activity had been removed from the phenylhydrazone obtained from the 
zero time reaction mixture, and that constant specific activity had been 
attained in the case of the phenylhydrazone obtained after 6 hours incuba- 
tion. The counts in the first and second crystallizations probably arose 
from a-aminoadipic acid, and, in the case of the 6 hour reaction mixture, 
also from glutaric acid arising from degradation of the a-ketoadipic acid 
formed from the added a-aminoadipic acid. 
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The melting point of the radioactive phenyliiydrazone after the fifth 
crystallization was 141-142°, and of a mixture with an authentic sample 
141-142°. Gault (3) reported the melting point as 141°. After the final 
recrystallization, 15 mg. of the phenylhydrazone remained. 90 per cent 
of the added a-ketoadipic acid was, therefore, left in the mother liquors. 

These data prove that the a-aminoadipic acid was oxidatively deaminized 
to a-ketoadipic acid. 

The rate of formation of a-ketoadipic acid from a-aminoadipic acid can 
be calculated from the value of the constant specific activity of the 
a-ketoadipic acid phenylhydrazone obtained from the reaction mixture 
incubated for 6 hours. The specific activity of the phenylhydrazone was 
2.7 counts (corrected) per mg. per minute. 100 mg. of a-ketoadipic acid, 
equivalent to 156.3 mg. of its phenylhydrazone, were added as a carrier. 
The weight of the radioactive form being neglected, the total a-ketoadipic 


Table II 

Specific Radioacitivity of Barium Glutarate {Dried at 100°) after 
Successive Reprecipitations 


No. of precipitations 

Counts (corrected) per mg. per min. of barium glutarate from 

Reaction mixture at zero time 

Reaction mixture after 6 hrs. 
incubation 

1 

0 

1.50 

2 

0 

1,33 

3 


1,30 

4 


0.95 

6 


1.01 

6 


1 1.01 


acid in the solution contained 156.3 X 2.7 = 422 counts (corrected). 
144,500 counts (corrected) were added originally as 20 mg. of a-aminoadipic 
acid. 0.29 per cent of the latter was found as the keto acid, or 0.058 mg. 
Expressed as a Q value,' this rate is 0.005. It is about one-twelfth that of 
the formation of a-aminoadipic acid from L-lysine (1). 

In another experiment similar to the preceding, the non-protein filtrate 
was examined for evidence of formation of glutaric acid. The procedure 
was the same as before to the stage after evaporation of the ethereal extract 
of the non-protein filtrate. 100 mg. of non-radioactive glutaric acid were 
added as a carrier in the subsequent crystallization. The mixture w'as 
taken up in 3 ml. of water and treated with saturated barium hydroxide 

‘ Q is the rate of change of the substance in question e.xpressed as if it were a gas in 
c.mm., at standard temperature and pressure, per mg. of dry weight of tissue used per 

hour. 
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solution to pH 9.0; the final volume was 5 ml. No precipitation occurred. 
10 ml. of 95 per cent ethanol were then added. The precipitate of barium 
glutarate peiitahydrate was filtered off. 96 per cent of the Avater of hydra- 
tion Avas driven off by drying at 100°, and the specific radioactivity of the 
compound was determined. 

The solution in Avater and precipitation Avith ethanol Avere repeated five 
times. Table II gives the specific radioactivities of the barium glutarate 
samples obtained as above from the reaction mixtures at zero time and after 
6 hours incubation. After the final reprecipitation 30 mg. of barium salt 
(as pentahydrate) remained, corresponding to 11 per cent of the original 
glutaric acid added. 

Analysis of the radioactive barium salt after the last precipitation gave, 
on an anhydrous basis, 51.3 per cent of barium (calculated, 51.4 per cent). 

These data prove that glutaric acid was one of the products formed in 
the liver homogenate from the added oj-aminoadipic acid. There can be 
little doubt that a-ketoadipic acid was formed first, and that the glutaric 
acid arose by its oxidative decarboxylation. 

The calculation of the rate of formation of glutaric acid from the added 
o!-aminoadipic acid is as folloAvs: the final constant specific activity of the 
barium glutarate Avas 1.0 count (corrected) per mg. per minute; 100 mg. of 
glutaric acid, equivalent to 202.5 mg. of anhydrous barium glutarate, were 
added as carrier; the glutaric acid formed from the added a-aminoadipic 
acid contained, therefore, 202 counts (corrected) per minute; 144,500 counts 
w^ere contained in the oi-ammoadipic acid; 0.14 per cent of the latter was, 
therefore, found as glutaric acid. The Q value is 0.0024. 

Of the two successive oxidative steps in the degradation of a-aminoadipic 
acid, deamination followed by decarboxylation, the latter is probably the 
faster. 0.43 per cent of the added a-aminoadipic acid Avas found in the 
above two degradation products. This figure represents the rate of its 
deamination. The corresponding rate of decarboxylation was 0.14/0.43 
or 33 per cent. 


SUMMARY 

1. The synthesis of a-ketoadipic acid is described. 

2. In guinea pig liver homogenate oj-aminoadipic acid is oxidatively 
deaminized to a-ketoadipic acid and the latter is oxidatively decarboxylated 
to glutaric acid. 

3. The deamination of a-aminoadipic acid is much sloAver than its forma- 
tion from L-lysine. The decarboxylation of a-ketoadipic acid is faster than 
the deamination of a-aminoadipic acid. 

4. The foregoing evidence was obtained with the use of lysine and of 
ei-aminoadipic acid labeled with in the € position. 
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The elementary aiial3^ses were carried out by Dr. G. Oppe.nlieimei\ 
The authors were assisted in this work by A. A. Dvorsky^ D. Eggarter, 
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The publications on KjeldahUs method foi' determining nitrogen that 
have appeared since KjeldahPs (1) original paper in 1883 perhaps out- 
number those on any other analytical method in the same period of time.^ 
The diversity of papers is attributable to the immense usefulness of the 
method, to its need for modifications for applications to various types of 
organic and inorganic compounds, and to the search for catalysts to provide 
such modifications and to accelerate the digestion. Kjeldahl himself used 
a digestion mixture of sulfuric and phosphoric acids which he found was 
adequate for many organic substances. For alkaloids, however, he found 
the addition of an oxidizing agent necessary and added potassium per- 
manganate crystals to the hot concentrated digest. 

The substances that have been added to the sulfuric acid digest may be 
divided into three classes: (1) Potassium sulfate to increase the boiling 
point and thereby accelerate the digestion process. (2) Oxidizing agents. 
The requirement for these is that they must assist the digestion of organic 
compounds without destroying any of the ammonia formed. Perman- 
ganate was thus used by Kjeldahl. At present the oxidizing agents in most 
general use are hydrogen peroxide and potassium persulfate. (3) Metallic 
catalysts and other substances that act as accelerators. Phosphoric acid 
employed by Kjeldahl is such an accelerator; although its boiling point is 
lower than that of concentrated sulfuric acid, the presence of phosphoric 
acid makes digestion go faster. Phosphoric acid has the disadvantage of 
etching the digestion flask. The metallic catalysts used to accelerate diges- 
tion include mercury, copper, and selenium. 

^ The early history of the Kjeldahl procedure from 1883 to 1892 has been ful^y 
presented by Vickery (2), and reviews by Friedrich (3) in 1933 and Bradstreet (4) 
In 1940 give bibliographies. 
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Potassium sulfate to accelerate the digestion by raising the boiling point 
was introduced by Gunning (5) in 1889. Mercury was introduced by 
Wilfarth (6) in 1885. Arnold (7) in 1886 used sulfuric acid with both 
copper and mercury as catalysts. The Gunning- Arnold procedure was thus 
named by Ai-nold and Wedemeyer (8) who recommended a digestion mix- 
ture containing both the potassium sulfate introduced by Gunning and 
the copper and mercury introduced by Arnold. In this country the so 
called Gunning-Arnold method used as a standard macro-Ivj eldahl procedure 
for several decades has employed a mixture of sulfuric acid, copper sulfate, 
and potassium sulfate, with or without mercury. 

In testing the various modifications of the Kjeldahl method for pure 
organic substances the results have commonly been compared with the 
theoretical nitrogen contents of the substances or with the values obtained 
by the classic Dumas combustion. In applying the various Kjeldahl pro- 
cedures to protein material, however, theoretical nitrogen values are not 
available and in most instances Dumas combustions have not been used 
for comparison, the criterion for satisfactory results being comparison with 
maximum nitrogen values obtained by other Kjeldahl procedures taken as 
standards. 

The work in the present paper grew out of the observation that when 
dried preparations of plasma proteins were analyzed for nitrogen by the 
Campbell-Hanna (9) Kjeldahl procedure, in which a mixture of sulfuric 
and phosphoric acids with copper and selenium as catalysts is employed 
and digestion is continued for 12 minutes after clearing, results were several 
per cent lower than by the Dumas drj’- combustion. A suiwey of various 
digestion mixtures, including metallic catalysts, persulfate, and peroxide, 
resulted in the conclusion that none of the catalysts that have hitherto 
been used except mercury would give within a reasonable period of time 
a nitrogen yield from proteins equal to that of the Dumas combustion. 

Presumably the reason why mercury has been little used in routine 
macro- or micro-Kjeldahl procedures in current use is the added step in 
the analysis made necessary by the fact that when alkali is added to a 
mercury-containing solution of ammonia, as a preliminary to distillation 
of the ammonia, a considerable fraction of the ammonia is bound by the 
mercuric oxide precipitated and cannot be liberated by boiling. To pre- 
vent low results from this cause it has been customary to add either a sulfide, 
or thiosulfate, which liberates sulfide, in order to precipitate the mercury. 
The addition of sulfide to the acid solution of digest causes an unpleasant 
evolution of hydrogen sulfide, and the heavy precipitate of mercuric sul- 
fide increases the tendency to bumping during digestion. These unpleas- 
ant features can be avoided by the use of zinc dust to reduce the mercuric 
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oxide to metallic mercury during the distillation. This device was intro- 
duced in 1892 by Bottcher (10) and was used by Arnold and Wedemeyer 
(8)j but apparently has since been overlooked. The zinc dust not only 
reduces the mercuric oxide to metallic mercury but also, by providing an 
evolution of fine bubbles of hydrogen gas, causes the boiling during diges- 
tion to proceed very smoothly and with minimum danger of bumping, 

Sorensen and Andersen (11) studied the application of the Kjeldalil pro- 
cedure to lysine and found that addition of mercury to the digest was neces- 
sary for accurate results. They concluded that any Kjeldahl procedure 
applied to proteins or their derivatives should be checked by comparison 
with the Gunning-Arnold method. Miller and Houghton (12) confirmed 
the necessity of mercury in analysis of lysine. Pregl and Roth (13) recom- 
mended the use of mercury in analyses of protein material, but did not 
emphasize the necessity of the addition. 

In the present paper details of a procedure are given for use of a mercury- 
containing digest with three types of Kjeldahl analyses: (1) macroanalyses, 
(2) microanalyses with distillation and titration of the ammonia, and (3) 
inicroanalyses with gasometric determination of the ammonia by the hypo- 
bromite reaction.^ 

For determination of the ammonia in the distillate in the macromethod 
we have found the procedure of Meeker and Wagner (14) advantageous, 
compared with the older method of collecting the distilled ammonia in a 
solution of excess standard acid and titrating back the excess with standard 
alkali. In the Meeker and Wagner procedure the ammonia is distilled into 
boric acid solution and is titrated by adding standard sulfuric acid to the 
distillate until the pH is lowered to that of a control standard with boric 
acid alone. This procedure eliminates the necessity of using standard 
alkali. For titrations in the micromethod, however, we have found that 
routine analyses are more accurate when the older procedure of distilling 
into excess standard acid is employed, with back titration with alkali. 
For the small amounts of ammonia present in the microanalyses this pro- 
cedure gives a sharper end-point than the titration in the presence of boric 
acid. In the gasometric micromethod the hypobromite procedure for 
ammonia described by Van Slyke and Kugel (15) is employed, the mercury 
being first removed by boiling for a moment with zinc dust, 

2 A pliotometric microprocedure, in which the same digestion mixture is used, 
has been employed by Dr. Howard Eder in this laboratory and will be reported by 
him later. After digestion the acid digest is diluted and treated with a small amount 
of Na2S. The excess H2S is removed by boiling for a minute or two, and the am- 
monia is determined by iiesslerizing an aliquot of the clear supernatant. 
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METHODS 
Macro-Kjeldahl 
Special Apparatus Required 

A still with glass Condenser tubes.® 

Glass spoons to measure 10 gm. of IV2SO4 and 2 gm. of ^iiic dust. These 
spoons are of the type used by Van Slyke and Folch ((17) Fig. 4) and de- 
scribed in detail by Van Slyke, Hiller, Weisiger, and Cruz (18). 

Reagents 

Powdered potassium sulfate, ammonia-free. 

Mercuric sulfate solution. Dilute 12 ml. of concentrated H2SO4 to 100 
ml. with water, and dissolve 10 gm. of red mercuric oxide in this solution. 

ConceniTated sulfuric acid, c.p. 

Zinc dust (not granulated zinc), ammonia-free. 

Concentrated sodium hydroxide solution, approximately 18 N. 

Boric acid, 4 per cent solution. 

Sulfuric acid, n/ 14 solution. 

Indicator. The mixed indicator described by Meeker and Wagner (14) 
or a 0.1 per cent solution of brom-cresol green in 95 per cent ethyl alcohol. 

Procedure 

Into 500 ml. Kjeldahl flasks measure the samples to be analyzed, add to 
each 10 gm. of potassium sulfate, 10 ml. of the mercuric sulfate solution, 
and 20 ml. of concentrated sulfuric acid. Digest over a low flame until 
frothing ceases and water has been driven off, then with “subboiling’’' 
{i.e., heating just under the boiling point, so that there is an occasional 
slight ebullition, as originally recommended by Kjeldahl (1)), which is con- 
tinued for 2 hours after clearing. Cool, add 250 ml. of water, and after 
cooling add 2 gm. of zinc dust and 50 ml. of 18 N NaOH. Distil into 500 
ml receivers, each containing 50 ml. of 4 per cent boric acid. After 10 or 
15 minutes distillation all the mercuric oxide is reduced to metallic mercury, 
which amalgamates with the zinc, and the solutions become clear. Dis- 
tillation is continued until about 200 ml. of distillate are collected, or slight 
bumping begins. 

For titration of the ammonia in the distillate add either 5 drops of the 
mixed indicator of Meeker and Wagner (14) or 0.3 ml. of 0.1 per cent alco- 

3 Some of the metallic mercury formed by action of the zinc distils into the con- 
densers, and, if the condensing tubes are of block tin, they are eventually destroyed 
by amalgamation with the mercury. The importance of using glass condensers in 
place of the usual metal condensers in Kjeldahl stills, when mercury is in metallic 
form during distillation, has been pointed out by Andersen and Jensen (16) in their 
very thorough paper on the Kjeldahl method. 
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holic brom-cresol green solution and titrate with the n/ 14 sulfuric acid till 
the color matches that of a control flask. The control is prepared by meas- 
uring into a flask of the type used as receiver 50 ml. of boric acid, indicator 
solution, and enough water to make the volume equal to that in the receiver 
containing the distillate. 

Blank analyses are performed with all the reagents used. 

Calculation 

T B ^ mg. N in sample analyzed 

T indicates the ml. of n/14 H 2 SO 4 used in titration, of the distillate, B the 
ml. used in titrating the blank. 

Titrimetric Micro-Kjeldahl 
Apparatus 

Glass spoons to measure 0.5 gm. of K 2 SO 4 and 0.2 gm. of zinc dust ((17) 
Fig. 4; (18)). 

Funnel to deliver K2SO4 into the bottom of the digestion tube. This 
should have a stem 12 cm. long and 1 cm. in diameter. It can be made 
from glass tubing by flaring one end into a funnel. 

Test-tubes of Pyrex glass, 22 to 25 by 200 mm. for digestion. 

Erlenmeyer flasks of 125 ml. capacity, to serve as receivers. 

Burette, 10 ml. calibrated. 

Calibrated pipettes, 1, 2, 5, and 10 ml. 

Micro digestion rack. 

Apparatus for steam distillation of ammonia from the digests."* 

Reagmts 

The K2SOi, concentrated HiSOt, mercuric sulfate solution, and zinc dust, 
described for the macroanalysis. 

^ A coavenieut micro steam distillation apparatus is the type described by Parnas 
and Wagner (13, 19) in which the contents of the distilling flask are removed auto- 
niatically by suction at the end of each distillation, and in which no burner is used 
under the distilling flask. The distilling flask devised by Farnas and Wagner (13, 
19) as described in the catalogues of the laboratory supply companies is good, except 
tliat in the round bottomed distilling flask the end of the bent inner tube is placed 
about 0*5 cm. too high to remove the solid particles by suction when zinc dust is 
used. The end of the inner tube should approach that section of the rounded por- 
tion of the flask which is the bottom when placed at the angle %ised for distillation. 
The ideal flask for use with zinc dust is one in which the bottom is cone-shaped, 
with a straight (unbent) steam inlet ending within a few mm. of the bottom. Dis- 
tilling flasks having these requirements for use with zinc dust were supplied by E, 
Machlett and Son, 220 East 23rd Street, New York. The condenser should be of 
glass, not metal, when mercuric sulfate is used as catalyst. 
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Aliindum chips, black (Norton’s No. 14). 

Sodium hydroxide, approximately 10 N solution. Dissolve 400 gm. of 
NaOH in water and dilute to 1 liter. 

Standard 71.4- mu ammonium chloride solution, to be used for checking 
the micro-Kjeldahl procedure. Dissolve 0.382 gm. of NH4CI, sublimed 
“analytical reagent” gi’ade, in water, and dilute to 100 ml. 1 ml. contains 
1 mg. of nitrogen. 

Acetate buffer with pH 5, 0.2 m. To 1 liter of 0.2 m sodium acetate (27.22 
gm. of NaC2H302-3H20 per liter) add 427 ml. of 0.2 n acetic acid (stand- 
ardized by titration against 0.1 N NaOH with phenolphthalein indicator). 

Alizarin red indicator solution, 0.1 per cent in water. 

Control flash for titration end-point. Measure into a 125 ml. Erlenmeyer 
flask 7 ml. of the 0.2 M acetate buffer, 63 ml. of distilled water, and 0.8 ml. 
of 0.1 per cent alizarin red indicator solution. This control flask should be 
made up fresh at least every 3 days, or oftener if molds grow in the solution. 

O.OI4S8 N (.v/70) HiSOi, made by dilution of standard 1 n or 0.1 n 
H2SO4 (14.28 or 142.8 ml. respectively to 1 liter). 

0.01428 {}r/70) NaOH solution. The solution is kept in a heavily paraf- 
fined bottle protected against atmospheric CO2 by a soda lime tube. The 
solution is standardized daily by titration against 10 ml. portions of the 
0.01428 N H2SO4 with the same pH and volume at the end-point described 
below for titration of distilled ammonia. 

Procedure for Titrimetric Microanalysis 

Digestion — Into Pyrex glass tubes 22 to 25 by 200 mm. measure 0.5 gm. 
of IV2SO4. (For the determination of albumin in a filtrate when the globulin 
has been precipitated with sodium sulfate, no K2SO4 need be added.) 
Samples containing 0.2 to 2 mg. of nitrogen are added, followed by 0.5 ml. 
of the mercuric sulfate solution, 1 ml. of concentrated sulfuric acid, 
and three or four pieces of alundum. The mixture is boiled gently 
over a micro burner until the water is boiled off; then the flame is increased 
slightly so that the concentrated digest is constantly boiling with slight 
motion. When entirely clear, gentle boiling is continued for 30 minutes. 
As soon as the tubes are sufficiently cool, about 2 minutes, but before the 
contents solidify, wash down the sides of the tubes with 3 ml. of water. 

Distillation — Each distilling apparatus should be tested for the volume 
of distillate required under the conditions used for distillation, to give the- 
oretical results with a standard ammonium chloride solution. 

Before each series of distillations the distilling apparatus is steamed out 
for 30 minutes. Before each digest is transferred from the digestion tube 
to the distilling flask, the lip of the digestion tube is greased lightly with a 
little vaseline to avoid loss during transfer and washing. The contents of 
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the tube are washed into the distilling flask with four portions of 1.5 to 2 
ml. each of water. The sides of the tube are rinsed down with each portion. 
While the third washing is in the funnel of the Parnas distilling apparatus, 
add to it, in the funnel, 0.2 gm. of zinc dust. Deliver the mixture of w^ash- 
ing and zinc dust into the distilling flask and follow it with the fourth 
washing. Deliver 5 ml. of 10 N NaOH into the distilling flask and distil 
into 10 ml. of 0.01428 n H2SO4 with the tip of the condenser below the sur- 
face of the acid. Distil a volume found to be required by the test with 
standard ammonium chloride solution as described above, then lower the 
receiving flask so that the tip of the condenser is above the surface of the 
acid, and distil 1 minute longer. Wash the tip of the condenser into the 
flask with a few drops of water. 

Titration — To each distillate add 0.8 ml. of 0.1 per cent alizarin red indi- 
cator solution and titrate with 0.01428 n NaOH from a 10 ml. burette till 
the color matches that of the acetate buffer solution in the control flask. 
The final volume should approximate that in the control flask. 

Blanh analyses should be done frequently; the entire procedure should 
be followed through. 


Calculation 

Mg. N in sample analyzed = 0.2 (B — T) 

B = ml. of 0.01428 n NaOH required in the back titration of blank analyses; 
T == ml. of 0.01428 n NaOH required in the titration of the distillate. 

Gasonieiric Micro-Kjeldahl 
Apparatus 

The Van Slyke-Neill manometric apparatus (20, 21). 

The glass spoons^ funnel^ and Pyrex digestion tubes described for the titri- 
metric mieroanalysis. 

Reagents 

The K^SOi, concentrated H 2 SO 4 , mercuric stdfate solution, and zinc dust, 
described for the macroanalysis. 

Alundum chips, black (Norton’s No. 14). 

Hydrochloric acid, approximately 0.01 n. 

Sulfuric acid, approximately 3.5 n (100 ml. of concentrated H2SO4 di- 
luted to 1 liter with water). 

Brom4hymol blue, 0.4 per cent. 

Sodium hydroxide, approximately 10 n. 

Bromine solution. 60 gm. of KBr are dissolved in 100 ml. of water. 2,5 
ml. of bromine are dissolved in the KBr solution. 
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Procedure 

Digestion — Digestioa is carried out as described for the micro titrimetric 
procedure. 

Treatment of Digest — ^Af ter cooling the digest for 2 minutes, 3 ml. of water 
and 0.2 gm. of zinc dust are added, and the contents of the digestion tube 
are heated till they begin to boil, to accelerate amalgamation of zinc and 
mercury. The mixture is then cooled, a drop of 0.4 per cent brom- 
th;}niiol blue is added, and the solution is neutralized, as described by Van 
Slyke ( 22 ), by adding from a pipette 10 n sodium hydroxide, a drop at a 
time, with occasional cooling of the tube in cold water. Addition of alkali 
is continued until the mixture becomes alkaline to the indicator. 3.5 n 
sulfuric acid is then dropped in until the color just changes back to acid, 
in order to prevent loss of ammonia during subsequent deaeration. 

Transfer of Digest to Van Slyhe-Neill Chamber — The digest solution, after 
the above treatment, is decanted into the cup of the Van Slyke-Neill blood 
gas apparatus and the volume is noted. The solution is then drawn down 
into the chamber. Into a graduated pipette is drawn enough 0.01 n HCI 
to make the total volume of the solution up to 10 or 11 ml, and this HCI is 
used in three portions to rinse into the gas apparatus the drops of solution 
adherent to the walls of the digestion tube and to the zinc-mercury amalgam 
in the bottom of the tube. Each portion is used to rinse the walls of the 
digestion tube, then the walls of the cup of the gas apparatus, and is then 
drawn down into the chamber. 

Gasomeiric Determination of Ammonia — ^The cock of the gas chamber is 
sealed with a drop of mercury, the chamber is evacuated, and is shaken 2 
minutes to extract the air from the solution. The extracted air bubble is 
ejected. The extraction is repeated, and the slight air bubble obtained is 
ejected.® Then 1 .25 ml. of 10 n NaOH are placed in the cup of the chamber, 
and 0.75 ml. of the bromine solution is added and mixed with the alkali. 
1.5 ml. of the mixture are run into the chamber, and the cock is sealed with 
mercury. The chamber is then evacuated and shaken 3 minutes. 

Measurement of Evolved N 2 , — The gas volume is reduced to 2 ml. and the 
reading, pi mm., on the manometer is noted, together with the temperature. 
The gas is then ejected from the chamber, the meniscus of the solution is 
lowered to the 2 ml, mark, and p 2 is read on the manometer. 

® If the 10 N NaOH used to neutralize the digest has been permitted to absorb a 
large amount of atmospheric CO2, the gas extracted from the digest solution at this 
point will contain more CO2 than air, and the second extraction will yield a relatively 
large bubble, almost entirely CO2. A large bubble on the second extraction does not 
indicate the necessity for a third extraction; the two extractions remove the air 
completely, and any CO2 that remains in the solution does not contaminate the Na 
evolved by the hypobromite reaction, since the latter is carried out in strongly 
alkaline solution. 
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Blank determinations are performed with the entire procedure. 

Calculations are made as described by Van Slyke (22) from the table of 
factors on p. 242 of his paper (22). 

EXPERIMENTAL 

Preparation and Analysis of Total Protein Prepared from Plasma 

Total proteins were prepared from two different lots of Lyovac (lyophi- 
lized pooled normal human plasma of Sharp and Dohme) and from fresh 
dog plasma. Of the Lyovac, 2 gm. were dissolved in 50 ml. of water. Dog 
plasma was obtained from freshly drawn dog blood, with potassium oxalate 
as anticoagulant. Since the nitrogen values obtained are used to estimate 
the factor by which the nitrogen of normal human and dog plasma proteins 
is multiplied to calculate the protein, the purification of the proteins is out- 
lined in some detail. 

Lipides were removed by treatment with alcohol and ether. To 50 ml. of the 
Lyovac solution, or to 20 ml. of dog plasma to which 30 ml. of water had been added, 
225 ml . of absolute alcohol, then 225 ml . of ethyl ether were added with shaking. After 
mixing well, the mixture was allowed to stand for 2 hours until the supernatant fluid 
was clear. About 300 ml. of the clear supernatant fluid were siphoned off. The pre- 
cipitate, with the remainder of the supernatant, was transferred to a 250 mi. centri- 
fuge bottle, centrifuged, and the supernatant fluid decanted off. The residue was 
washed once with 200 ml. of a mixture of 1 part of water to 4.5 parts each of absolute 
alcohol and ether. After thorough mixing with a footed rod, it was centrifuged and 
decanted. The residue was washed twice with 200 ml. portions of anhydrous ether 
in the same manner. The last traces of ether were removed from the residue in the 
centrifuge bottle by running a gentle current of air over the surface. 

Mineral salts were removed by the procedure described by Robinson and liogden 
(23). The finely powdered residue was completely dissolved in 200 ml. of water, the 
pH adjusted to 5.0 to 5.2 with 0.1 n acetic acid, and the solution placed in a boiling 
water bath for 1 hoxir. After cooling to room temperature, the coagulum was centri- 
fuged, and the supernatant solution was removed by decantation. The residue was 
Tvashed eight times with 150 ml. portions of boiling water, twice wdth 150 ml. portions 
of absolute alcohol, and three tirncis with 150 ml. portions of anhydrous ether. The 
last traces of ether were removed from the residue by a gentle current of air. 

The finely powclercal residue was spread on hardened filter paper on a largo watch- 
glass and air-dried by pljicing in a room with constant temperature of 2»r and con- 
stant humidity of 30 per cent. After 40 hours the preparations wore ground and well 
mixed and allowed to equilibrate for 24 hours longer, at which time they had come to 
constant weight. 

Samples for all analyses were taken in closed vessels in the room in which 
the preparations had been air-dried. Carbon and hydrogen were deter- 
mined by the micromethod of Pregl (13). Nitrogen was determined by 
the micro-Dumas procedure, by macro-Kjeldahl according to the procedure 
here described, and by the procedure of Campbell and Hanna (9), modified 
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by coiitiniiing the digestion for 2 hours, instead of 12 minutes, after the 
digest cleared.® Moisture content was determined by heating in an air oven 
at 102° to constant weight. Ash was determined on the residues from car- 
bon determinations. Values for C, H, and N were corrected for moisture 
content of the air-dried preparations and for ash when present. Hydrogen 
was further corrected for the hydrogen of the water content. The results 
are shown, in Table I. 

The results obtained by the macro-Kjeldahl procedure with mercury as 
catalyst checked with those by the Dumas method within the limits of error 


Table I 

Elementary Analyses of Total Plasma Proteins Prepared from Dried Pooled Human 
Plasma and from Fresh Dog Plasma 


Analysis 

Procedure used for analysis 

Source of total plasma protein 
preparation 

Average 
for human 
plasma 

Fresh dog 
plasma 

Dried 
pooled 
human 
plasma, I 

Dried 
pooled 
human 
plasma, IE 



per cent of 

per cent of 

per cent of 


1 


dry ^weight 

dry weight 

dry weight 


Ash 


0.14 

0 

0.31 


Moisture 


11.78 

9.84 

9.37 


Carbon''^ 

Combustion 

53.25 

53.57 

53.25 

53.41 

Hydrogenf"** 

a 

6.97 

7.05 

7.15 

7.10 

Nitrogen* 

Dumas 

16.38 

15.96 

16.08 

16.02 

u 

Macro-Kjeldahl with Hg 

16.33 

16.07 

16.04 

16.06 

ti 

Campbell and Hanna method 

15.90 

15.42 




with Se (9) 





^ protein ^ -r— -rr 

Factor - — rr — for macro-Kjeldahl with Hg 

6.12 

6.22 

6.24 

6.23 

catalyst 







* Corrected for moisture and ash content, 
t Corrected for hydrogen in ligO content of preparations. 


of duplicate analyses. Macro-Kjeldahl analyses by the procedure of 
Campbell and Hanna (9) even when digestion was prolonged for 2 hours 
after clearing, gave only 97 per cent of the nitrogen determined by the 
Dumas method. 

Recovery of Jimmonia by Macro Distillation in Presence of Mercury 
As controls for various procedures 10 ml. portions of 1 per cent solution 
of ammonium sulfate or 20 ml. of m/14 ammonium chloride solution were 

® The digestion mixture of Campbell and Hanna is made by dissolving 10 gm. of 
CuS 04 - 5 H 20 and 10 gm, of selenium oxide in a mixture of 250 ml. of syrupy H3PO4 
and 750 ml. of concentrated H2SO4. Of this, 20 ml. are used for each macroanalysis. 
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diluted with water and distilled, after addition of 5 ml. of 18 n NaOH, into 
50 ml. of 4 per cent boric acid, and titrated with n/14 sulfuric acid. The 
amounts of ammonia titrated in the distillates were taken as 'TOO per cent,’^ 
for comparison with the amounts of ammonia obtained when' mercury and 
other reagents were added. Distillations of ammonium sulfate or ammo- 
nium chloride were then performed in the presence of IV2SO4, liaSO.!, and 
HgO in the amounts used in the macroprocedure described, with addition 


Table II 


Recovery of Ammonia in Macro Distillation of Ammonium Salts in Presence of EiSOu 
KSOa, HgSOA, and 18 nNoOH, with Various Procedures for Preventing 
Retention of Ammonia by HgO 


Substance cUatilled 

No. of 
determ ina* 
tions 

Procedure for treating mercury 

Ammonium 
distillate, 
mean yield 




per cent 

(NH.)2S04 

3 

25 ml. 4% KoS added to acid mixture heptre 

98.2 



NaOH 


a 

3 

2.5 gm. solid NaoSoOr SH.O added after NaOH 

08.0 

a 

3 

2.5 “ “ “ “ before “ 

99.7 


2 

5% Na,>S 203 - 51120 dissolved with NaOH 

99.4 

NH 4 CI 

7 

2 gm, zinc dust added before NaOli 

100.0 


of potassium sulfide, sodiimi thiosulfate, or zinc dust to prevent retention 
of ammonia by the mercuric oxide. The results are shown in Table 11 . 

Effect of Digestion Rate and Time on M acro-Kjcldahl Procedure 

2 ml. samples of plasma were analyzed by the rnacro-Kjeldahl procedure 
described in this paper. When plasma was digested with rapid boiling, so 
that clearing occiirixHl in 15 to 18 minutes, and boiling was continued for 
0.5 and I hour after clearing, the results were 99.2 and 99.0 per cent of those 
by the procjcdure as described, in which ^^subboiling” was used throughout, 
and was continued for 2 hours after the digest became clear. With “sub- 
boiling^’ the preclearing period was 30 to 92 minutes. When the preclearing 
period required 50 to 92 minutes, maximum results were obtained even 
when the postclearing time was shortened to less than 2 hours. Digestion 
prolonged more than 2 hours after clearing gave no higher results than a 2 
hour period. The blank determinations for the 8 hour digestion were twice 
as high as those for the 2 hour digestion. The results are shown in Table 
III. 
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Table III 


A7ialyses of ^ Ml.-Sajnples of Plas^na for Total Nitrogen by Present Macro -Kjcldahl 
Procedure, Varying Digestion Rate and Time 


Digestion before clearing 

Digestion after clearing 

Total 

diges- 

tion 

time 

N 

found 

Average 
N found 

Per cen t of diges- 
tion by subboiling 
with 30 min. to 
clear and 2 hrs. 
after clearing 

Time 

Conditions 

Time 

Conditions 

min. 


hrs. 


hrs. 

mg. 

nig. 


15-18 

Boiling 

0.5 

Boiling 

0.75 

21.07 








21.07 








21.35 

21.14 

99.2 

15-18 

a 

1 

ti 

1.25 

21.29 








21.24 








20.80 

21.11 

99.0 

50 

Subboiling 

0.5 

Subboiling 

1.25 

21.43 








21.39 








21.43 








21.21 

21.37 

100.2 

92 

ti 

0.5 

i t 

2 

21.36 








21.07 








21,15 








21.46 

21.26 

99.7 

92 

t( 

1 

n 

2.5 

21.38 








21.40 








21.38 

21.39 

100.3 

30 

C( 

1 

ti 

1.5 

21.07 








21.07 


1 






21.02 








21.15 

21.08 

98.9 

30 

6i 

2 

a 

2.5 

21.23 








21.33 








21.34 








21.36 

21.32 

100.0 

30 

£< 

4 

it 

4.5 

21.31 








21.17 








21.01 








21.37 

21.22 

99.5 

30 

tc 

8 

ti 

8.5 

21.14 








21.49 








21.34 








21.28 

; 21.31 

i 100.0 

1 


Effect of Selenium in Addition to Mercury Catalyst in Macro-Kjeldahl 

Procedure 

Dog plasma was analyzed by tlie macroprocednre as described^ with mer- 
cury as catalyst, and by the same procedure with addition of 0.15 gm, of 
selenium powder. 
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It appears from Table IV that selenium and mercury together give diges- 
tion not significantly more rapid or complete than mercury alone. 

Comparison of Methods for Determination of Total Nitrogen of Plasma 
by Various Macro-Kjeldakl Procedures 

An approximately 7 per cent solution of Lyovac (lyophilized pooled 
human plasma, Sharp and Dohme), two pooled dog plasmas, and a pooled 
human plasma were digested by the method described in this paper with 
mercury as catalyst, and by the procedure of Campbell and Hanna (9) with 
Se and Cu as catalysts. In distillation of the digests containing mercury, 
thiosulfate was used instead of zinc dust, as these analyses were done before 


Table IV 

Total Nitrogen of Plasma by Macro-Kjeldakl with Mercury As Catalyst with and with- 
out Addition of Selenium; Zinc Dust to Remove HgO during Distillation 




Catalysts used 

Source of x^lasma 
used (2;ml. samples) 

Time 

digested 

after 

clearing 

Mercuric oxide | 

Mercuric oxide 4- selenium 

Time 
required 
for digest 
to clear 

N per 2 ml, 
plasma 

N, per cent 
of 2 hr. 
digestion 

Time 

[ recpiired 
for digest 
to clear 

N per 2 ml. 
plasma 

N, per cent 
of 2 hr. 
digestion 
without Se 

1 

hrs. 

min. 

mg. 


min. 

mg. 


Dog 

0 

14* 

17.58 

98.9 

12* 

17.55 

98.7 

0 

27t 

17.54 

98.6 

26t 

17.52 

98.6 


0.5 

t 

17.73 

99.7 

t 

17.73 

99.7 


2.0 

t 

17.78 

100.0 

t 

17.72 

99.7 

Human 

0.5 

40t 

19.23 

98.7 

40t 

19.36 

99.3 


2,0 

40t 

19.49 

100,0 

40t 

19.41 

99.6 


* Boiling, 
f Suiiboiling. 


the use of zinc had been adopted. As shmvn in Table I, the ammonia yields 
from the digests with mercury might have been slightly higher if zinc had 
been used in the distillation. The results in Table V indicate that the 
digest mixture with mercury gave higher results than any of the other mix- 
tures. The difference might have been still a little greater if zinc had been 
used in the distillation. 

Recovery of Ammonia from NIhCl by Steam Distillation in Presence of 
All Reagents Used for Micro-Kjeldahl Procedure with Mercury 

As Catalyst 

Samples of standard NH4CI solutions, containing respectively 1, 0.5, and 
0.2 mg. of nitrogen, were measured into micro-Kjeldahl digestion tubes. 
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All reagents used for micro digestion were added and the contents of the 
tubes were distilled as described in the microprocedure. The ammonia was 
received into 10 ml. of 0.01428 n H 2 SO 4 . The volume of distillate collected 
was 50 ml. ; this was the volume found adequate for quantitative distillation 
of ammonia in the still that was used. (The volume of distillate required 

Table V 


Comparison of Medhods for Determination of Total Nitrogen of Plasma hij Various 

Macro-Kjeldahl Procedures 


Source of 
plasma used 
(2 ml. samples) 

Time digested after clearing 

Procedure used 

Digest, 10 gm. K 2 SO 4 , 1 gm. HgO, 
20 ml. H 2 SO 4 . Distillation with 
sodium thiosulfate dissolved in 

Digestion mix- 
ture of Campbell 
and Hanna (9) 
with Se and Cu 
as catalysts 

10 gm. K 2 SO 4 , 
0.2 gm. 
Cuso^-smo, 

20 ml, H 2 SO 4 

10 gm. K 2 SO 4 , 0.2 
gm. CuS 04*5H20, 
20 ml. H 2 SO 4 , 

0.5 ml. H 2 O 2 

Added NaOH 

Diluted acid 
digest, then 
NaOH added 

N in 
sam- 
ple 
ana- 
lyzed 

Per 
cent of 

2 hr. 
diges- 
tion 
with 
HgO 

N in 
sam- 
ple 
ana- 
lyzed 

Per 
cent of 

2 hr. 
diges- 
tion 
with 
HgO 

N in 
sample 
ana- 
lyzed 

Per 

cent of 
2 hr. 
diges- 
tion 
with 
HgO 

Nin 

sample 

ana- 

lyzed 

Per 

cent of 
2 hr. 
diges- 
tion 
with 
HgO 

N in 
sample 
ana- 
lyzed 

Per 
cent of 

2 hr. 
diges- 
tion 
with 
HgO 


hrs. 

Vlg. 


mg. 


mgi 


mg. 


mg. 


Solution of 

0.5 



17.11 

09.1 

16.76 

98.0 





Lyovac* 

1 



17.18 

99.5 








2 



17.27 

100.0 

17.03 

98.6 






4 





17.03 

98.6 





Pooled dog 

0.5 





22.50 

97.1 





Plasma 1 

1 





22.71 

98.0 






2 

23.16 

100.0 



22.85 

98.5 





Pooled dog 

0.5 22.63 

99.8 









Plasma 2 

2 

22.68 

100.0 



22.37 

98.6 






4 





22.54 

99.3 






8. 





22.63 

99.7 





Pooled hu- 

2 



23.03 

100.0 







man 

4 





22.65 

98.4 

22.13 

96.1 

22.06 

95.8 


* Lyophylized pooled human plasma, Sharp and Dohme. 


was determined by distilling samples of NH4CI containing 4 mg. of nitrogen, 
collecting varying volumes of distillate, from 25 to 50 ml. 25 ml. of dis- 
tillate showed 99.6 per cent of the theoretical value, and 50 ml. gave the- 
oretical values.) 

The recovery of ammonia by distillation of samples of NH 4 CI containing 
0.2 to 1 mg. of nitrogen varied from 99.6 to 100.4 per cent of the theoretical 
values, as shown in Table VI. 
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TaBL15 VI 

RecMvenj of Ammonia from KHiCl by Steam Distillation in Presence of All Reagents 
Used for Present Titrlmetric AJ kro-Kjeldahl Procedure with Mercury 4s 

Catalyst 


Theoretical 


1 

1 

1 

0.5 

0.5 

0.5 

0.2 

0.2 


Nitro.i!:en in NHA'l sample 


Recovered in distillate 


per cent 

100.0 
99.8 
99.8 
100.4 

100.0 
99.6 

100.0 

100.0 


Table Vll 


Deierminadon of Total Nitrogen of Plasma by Macro and by Micro Titrimetric 
Kjeldahl Procedures Described 


Procedure used 

Plasma in 
sample 
analyzed 

N found in sample 
analyzed 

N found per 100 ml. 
plasma 

N found in per cent 
of result by macro- 
procedure 

Replicates 

Mean 

Replicates 

Mean 

Replicates 

Mean 


ml. 

mg. 

mg. 

mg. 

mg. 



Mticro 

2 

10.38 


969.0 





2 

19.35 


967.5 





2 

19.34 


967.0 





2 

19.37 

19.30 

968.5 

968.0 


100.0 

Micro 

0.2 

1.932 


966.0 


99.8 



0.2 

1 .932 


966.0 


99.8 



0.2 

1 .940 

1.935 

970,0 

967,3 

100,2 

99.9 


O.l 

0.972 


972.0 


1,00.4 



0.1 

0.968 


968.0 


100.0 



0.1 

0.978 


978.0 


101. 0 



0.1 1 

0.970 

0.972 

970.0 

972.0 

t 100.2 

100.4 

i & 

0.05 

0.484 


968.0 


100.0 



0.05 

0.482 


964.0 


99.6 



0.05 

0.482 


964.0 


99.6 



0.05 

0.488 

0.484 

976,0 

968.0 

100.8 

100.0 

U 

0.02 

: 0.198 

1 

990.0 


102.3 



0.02 

0.198 


990.0 

' I 

102.3 



0.02 

0.196 

0.197 

980. 0 

986.7 : 

101.2 

i 101.9 
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Determination of Total Nitrogen of Plamia by Present Macro and Micro 

Titfimetric Kjeldahl Procedures 

The plasma iised for the analyses was an approximately 7 per cent solU“ 
tion of Lyovac (a lyophilized pooled human plasma prepared by Sharp and 
Dolime). For macro-Kjeldahl analyses samples of 2 ml. were taken. For 
miero-Kjeldahl analyses 10- and 50-fold dilutions of the plasma were pre- 
pared with 0.85 per cent sodium chloride solution. Samples as designated 
in Table VII vrere taken for analyses, covering a range of approximately 
0.2 to 2 mg. of nitrogen. The results are given in Table VII. 


Table VIII 

Total Nitrogen Determined in Samples of 0.1 ML of Pooled Plasma by Present Gaso~ 
metric Micro -Kjeldahl Procedure 



Temperature 

Factor 

Nitrogen in sample 

Found 

Per cent of N by 
macromethod* 

mm. 

“C. 


mg. 


377.8 

23.0 

0.003156 

1.192 

100.1 

377.4 

23.3 

53 

1.190 

99.9 

377.8 

23.5 

50 

1.190 

99.9 

378.0 

24.0 

45 

1.189 

99.8 

377.4 

24.1 

44 

1.187 

99.7 

378.5 

24.4 

41 

1.189 

99.8 

379.0 

24.5 

40 

1.190 

99.9 

378,8 

24.6 

39 

1.189 

99.8 

Mean 



1.190 

99.9 


* Nitrogen by macro-Kjeldahl was 11.91 mg. per ml. 


Comparison of Total Nitrogeii of Plasma Determined by Present Macro 
Titrimetric and Micro Gasometric Procedures 

2 ml. samples of pooled human plasma were analyzed by the macro- 
Kjeldahl procedure. The mean result was taken as 100 per cent for com- 
parison with results by the microprocedure. For the microanalyses the 
plasma was diluted 10-fold, and 1 ml. samples of the dilute solution were 
taken for analysis. The results are given in Table VIII. 

DISCUSSION 

Nitrogen Content of Plasma Proteins — ^Total plasma proteins prepared 
from two pools of human plasma, analyzed for total nitrogen by the macro- 
Kjeldahl procedure described, with mercury as catalyst, gave a mean value 



A. HILLEB, J. PLAZIN, AND D. D. VAN SLYKE 


1417 


of 16.06 per cent, which checked with the mean value of 16.02 per cent by 
the Dumas method. The macro-Ivjeldahl procedure of Campbell and 
TTnnna. (9) with digestion for 2 hours after clearing and with Se and Cu as 
catalysts gave a value of 15.42 per cent. 

The literature on the analysis of plasma proteins reports varying nitrogen 
percentages. The lack of agreement is in part probably due to absence of 
exact data on the moisture and ash contents of the proteins analyzed. 
Proteins are so hygroscopic that completely dried samples cannot be 
weighed with accuracy. The most uniform analyses are obtained, accord- 
ing to the writers’ experience, when the protein is air-dried by equilibration 
with the moisture of the atmosphere, and samples are ■weighed for all anal- 
yses, including moisture and ash, during a short time interval and under the 
atmospheric humidity and temperature conditions of equilibration. In part 
it appears that the inconstant and usually low nitrogen values in the 
literature may have been due to the use of inadequate digestion procedures 
for Kjeldahl analyses. 

Bierry and Vivario (24) reported a mean nitrogen value of 15.26 per cent 
for preparations of total human plasma proteins. They did not give ash 
or moisture content, and did not indicate the procedure for the nitrogen 
analyses. Block and his associates (25-27) reported numerous analyses 
of total proteins of human serum, giving nitrogen values varying from 14.3 
to 15.3 per cent. Analyses were performed by macro-Kjeldahl, but the 
procedure used was not stated. Some of the samples were dried at 110“ 
(25, 27) ; other results (26) are given without mention of drying or of ash 
or moisture content. Murrill, Block, and Newburgh (28) prepared pro- 
teins from a pool of three human sera, but did not determine ash or moisture 
content. Nitrogen determined by the micro-Kjeldahl procedure of Pregl 
was 14.28 per cent. Robinson and Hogden (23) prepared proteins from 
three human sera. Dried ash-free samples were weighed. Nitrogen deter- 
mined by macro-Kjeldahl, with a digestion mixture of H 2 SO 4 , H,iP 04 , and 
SeOCh, gave values between 15.5 and 16.0 per cent, mean 15.72. Cook (29) 
prepared proteins from four pools of human plasma. Dried samples were 
weighed. Nitrogen determined by the miero-Kjeldahl procedure of Chib- 
nall, Rees, and Williams (30), with H 2 SO 4 , K 2 SO 4 , CUSO 4 , and Na 2 Se 04 , 
gave values between 14.71 and 15.54 per cent, mean 15.23. Nitrogen de- 
termined by these authors by micro-Dumas gave values between 13.29 and 
15.96 per cent, mean 15.20. No mention is made of ash content. They 
concluded that the proper factor for conversion of nitrogen to total plasma 
protein was 6.6. Brand, Kassell, and Saidel (31) and Brand (32) analyzed 
fractions of human plasma proteins for nitrogen by the micro-Dumas 
method, in which they used air-dried samples and corrected for ash and mois- 
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tlire content. In the fractions wliich were pure (albumin and T-globiilin) 
they found 15.95 per cent nitrogen for albumin and 16.03 for y-globiilin. The 
factors for conversion of nitrogen to protein calculated from these values are 
6.27 for albumin and 6.24 for v-globulin, agreeing closely with the factor 
found in the present paper for total proteins of normal human plasma. 

The factor 6.25? for conversion of nitrogen to protein, has been generally 
used for at least 75 years. Its origin is obscure and difficult to trace. It 
has long been loiowm that different proteins vary considerably in their 
nitrogen content, and that for each protein its own factor must be estab- 
lished before exact calculation of the weight of dry protein present can be 
made from nitrogen determinations. From the data given in this paper 
for total human plasma proteins, and the data of Brand and his associates 
for pure human plasma albumin and y-globulin, the factor 6.25 seems justi- 
fiable, for the present, for the calculation of weights of plasma proteins 
from nitrogen. 

Some of the markedly higher values for the factor for plasma proteins, 
derived from other analyses in the literature, appear to be attribut- 
able to low nitrogen values by the Kjeldahl procedures used. For our own 
protein preparations the factor calculated from the determination of nitro- 
gen by the procedure of Campbell and Hanna (9) is 6.49, because the pro- 
cedure gave nitrogen values 3 per cent lower than the Dumas combustion 
or Kjeldahl digestion with mercury as catalyst. 

Losses with Selemmn and Mercury As Catalysts — The literature indicates 
that when selenium is used as a catalyst for the Kjeldahl procedure the 
length of time for digestion should be carefully established for the substance 
analyzed. Sandstedt (33) reported that the loss of nitrogen on long heating 
with selenium is greater than with other catalysts. Davis and Wise (34) 
and Illarionov and Ssolovjeva (35) reported a loss of nitrogen if heating was 
longer than 35 minutes with selenium. Dalrymple and King (36) found 
that digestion for 1 hour with HgO and K2SO4 gave the same result as diges- 
tion for 3 to 6 hours with selenium or 1.5 hours with various seleiiates. 
With selenates the recovery of nitrogen rose with time of digestion to a 
maximum, then diminished with progressive loss of nitrogen. Patel and 
Sreenivasan (37) reported progressive losses of nitrogen during digestion of 
casein with selenium or selenium plus mercuric oxide as catalysts if diges- 
tion was prolonged beyond 15 minutes after clearing. Osborn and Krasnitz 
(38) reported that when the digestion period was extended danger of loss 
of nitrogen with different catalysts increased in the order of Hg, Se, Se -b 
Hg. Use of mercury involved the least danger of loss. 

Determinations of carbon, hydrogen, and of nitrogen by the Dumas 
method were performed by Dr. A. Elek, to whom we wish to express our 
gratitude. 
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SUMMARY 

Only digestion mixtures containing mercury as catalyst have been found 
to give nitrogen values for proteins as high as the values yielded by Dumas 
combustion. 

Methods are described in which digestion mixtures yielding nitrogen 
values equal to those of the Dumas combustion are employed, and in which 
the ammonia formed is determined by macro or micro titration, or by 
micro gasometric measurement. 
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DETERMINATION OF PROTEIN IN URINE BY THE 
BIURET METHOD 


By alma HILLER, ROGER L. GREIF, and WILLIAM W. BECKMAN 
With the Technical Assistance of John Plazin 

(From the Hospital of The Rockefeller Institute for Medical Research, New York) 

(Received for publication, July 15, 1948) 

A method for the determination of protein in urine by means of the biuret 
reaction was described by Hiller (1) and by Hiller, McIntosh, and Van 
Slyke (2), in which pure biuret prepared by Kahlbaum was used as a stand- 
ard for visual colorimetry. Since Hiller (1) the biuret method has been 
used for the determination of urinary proteins by Price (3) and by Lehmann 
(4), and has been widely used in many forms and modifications for the 
determination of plasma proteins. A review of the literature on the biuret 
method will not be given here, but may be found in the papers of Kiintzel 
and Droscher (5) and of Robinson and Hogden (6). The latter workers 
studied the conditions necessary for the production of a stable color which 
bears a quantitative relationship to the protein concentration and also 
published transmission curves for the biuret color. 

The present paper describes a photometric method for the determination 
of urinary protein in which the entire procedure is carried out in a single 
test-tube, which serves as a cuvette for the photoelectric spectrophotometer. 
The method can be used even when the urine contains Evans blue excreted 
after blood volume determinations. Since pure preparations of biuret are 
not now obtainable on the market, solutions of urinary proteins, of concen- 
tration determined by accurate Kjeldahl analysis, are used to prepare 
standard optical density curves, and the use of a chrome-alum solution for 
checking the curves is detailed. 


METHOD 

Apparatus 

Cuvettes, 15 by 100 mm. (outer measurements). Test-tubes, thick wall, 
without lip, from the Arthur H. Thomas Company, No. 9446, make good 
inexpensive cuvettes. After cleaning with dichromate cleaning mixture 
the tubes are tested for uniformity by reading the optical density of a solu- 
tion containing approximately 15 gm. of CuS 04 - 5 H 20 per 100 ml. in each 
tube in a spectrophotometer at a wave-length of 560 m/i. Tubes which 
read within an optical density variation of ±0.0015 of the average are 
chosen as cuvettes. These are then etched with numbers and calibrated 

1421 
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to contain 10 ml. The tubes must be carefully handled to prevent scratch- 
ing. Before each series of readings in the spectrophotometer, finger-marks 
must be removed by wiping the outside of the tube first with a damp, then 
^vith a dry towel. They must be cleaned immediately after use. A good 
cleaning procedure is to remove precipitates by rinsing and shaking with 
water ; then small amounts of copper sulfate which adhere to the upper part 
of the inner walls of the tubes are removed with dilute hydrochloric acid, 
approximately 1 n. The tubes are then rinsed five times with tap water 
and three or four times with distilled water and inverted in a test-tube rack 
to drain onto a towel. Onl};^ the tubes used for blank determinations need 
be dry. The tubes used for protein analysis can be used without drying. 

Rubber stoppers, solid No. 0, to fit cuvettes. 

Centrifuge metal shields 3| inches long and | inch in diameter will fit the 
size of cuvettes used. With an eight place head and three or four place 
trunnion carriers a large number of tubes can be centrifuged at one time. 

Photoelectric spectrophotometer. The Coleman junior model was used, 
but any type can be used, with a cuvette holder 3 inches in length. If the 
holder is too wide for the cuvettes, a ring of hard rubber can be fitted into 
the top of the holder to keep the cuvettes in a vertical position. 

A 5 ml. burette marked at 0.25 ml. intervals to deliver the copper sulfate 
solution. 

A 2r5 ml. burette to deliver trichloroacetic acid. 

Dispeyiser for sodium hydroxide. An aspirator bottle or a separatory 
funnel type of vessel, equipped with a soda lime tube and an outlet tube 
with a small opening for delivery of small drops. 


Reagents 

Trichloroacetic acid, 10 per cent solution. Keep in the refrigerator 
when not in use. 

Copper sulfate, 20 gm. of CUSO4 *51120 per 100 ml. 

Sodmm hydroxide, reagent grade, 3 per cent solution. This solution is 
stored in the dispenser described under ^fi4pparatus,” and should not l)e 
allowed to age beyond 2 weeks, as the solution on standing over a longer 
period of time in glass gives higher blanks and lower protein values than 
when freshly made (see Table III). 

Procedure 

If the urine contains a precipitate, it should be filtered before analysis. 

Precipitation of Protein — Enough urine to contain between 5 and 20 mg. 
of protein is pipetted into the bottom of each cuvette. The samples of 
albuminous urine usually range from 0.5 to 5 ml to contain the desired 
amount of protein. If the concentration of protein is higher than 30 mg. 
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per liter, the urine is diluted with water so that a sample will contain be- 
tween 5 and 20 mg. of protein. To the urine in each cuvette an equal 
volume of 10 per cent trichloroacetic acid is added. If the total volume of 
urine plus trichloroacetic acid is 6 ml, or less, mixing can l)e accomplished 
by shaking the cuvette. If the volume is greater than 0 ml., a thin stirring 
rod should be used to get complete mixture, with care not to scratch the 
wall of the cuvette. The rod is washed down with a few drops of water. 
The cuvette is allowed to stand 10 minutes, then centrifuged at about 2500 
R.p.M. for 10 minutes. The supernatant solution is decanted and the 
cuvette is inverted against a towel or filter paper for a moment to drain. 

Dissolving Protein Precipitate — The protein precipitate is dissolved by 
adding 2 ml. of 3 per cent sodium hydroxide. The cuvettes are shaken 
occasionally until solution is complete, but shaking must be gentle to avoid 
formation of foam. If cuvettes containing appreciable amounts of protein 
are allowed to stand for a time without occasional shaking, undissolved 
protein at the bottom of the cuvette will form a clear gel and may be over- 
looked, as it is difficult to see and requires a longer time to dissolve than 
does the white precipitate. If the cuvette is examined with a window or 
light as background, while whirling gently, a spiral of dissolving protein 
can be seen rising from the bottom of the cuvette. Solution is complete 
when there are no transparent strands on shaking the solution. More 3 
per cent sodium hydroxide solution is then added with occasional shaking, 
until the volume in the cuvette reaches the 10 ml. mark. 

Two dry cuvettes are filled to the 10 ml. mark with 3 per cent sodium 
hydroxide to serve as blanks. 

Setting Zero Point of Photometer — The zero optical density point is set 
before each reading with the holder in place, l)ut without a cuvette (air 
zero). 

Bkn/i’S'— The density of the 3 per cent NaOH in the cuvettes is read as 
Dui, Blank 1. 

Reading of Optical Density , Z)i, Due to Pigments in Urine Carried Down 
by Precipitate of Protein— The tubes containing redissolved protein are 
wiped and the optical density is read as Di at wave-length 560 mn- 

Development of Biuret Color and Reading of Optical Density, Da — After 
Di readings have been made, 0.25 ml. of 20 per cent copper sulfate is added 
from the 5 ml. marked burette to each protein solution ahd blank. Each 
tube is stoppered as soon as the copper sulfate has been added, and is 
immediately shaken vigorously about 15 times. Unless shaking is prompt, 
clumps of copper hydroxide may stick to the sides. Stoppers are removed 
and washed. The tubes are allowed to stand 10 minutes for the biuret 
color to develop, and are then centrifuged for 4 minutes at about 2500 
R.p.M. (Blanks should not stand longer than 10 minutes before centrifuga- 
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tioii as they tend to be lowered on standing.) They are then wiped clean 
and the optical density is read at 560 m/x, with the zero point set as de- 
scribed above. The readings of the protein solutions are recorded as D2 
and the blanks are Dbo, 'Blank 2. Tubes should be washed iniiiiediately 
after use as described under “Apparatus.” 


Calculation 

Di = optical density reading of 10 ml. of protein solution 
Dbi == solvent (3 per cent NaOH) = Blank 1 

D 2 = “ 10.25 ml. of protein solution + copper 

sulfate 

Db 2 ” optical density reading of reagent blank (NaOH + CUSO 4 ) = Blank 2 
Dp = “ “ due to biuret color formed from protein in a volume 

of 10 ml. 

(1) Dp - 1.025 (D 2 - Db 2) - (Di - Db,) 

The mg. of protein in the sample analyzed are read from a curve con- 
structed for this purpose, relating Dp to mg. of protein for the specific set 
of cuvettes and spectrophotometer used. 


Mg. protein per liter urine = 


mg. protein in sample analyzed X 1000 
ml. urine in sample taken 


Construction of Curve Relating Optical Density to Mg, of Protein in Sample 
Analyzed — The relationship between optical density reading and protein 
concentration depends on the specific set of cuvettes and on the spectro- 
photometer used. It is therefore imperative that a curve be constructed 
for each set of apparatus. 

Several urine samples containing protein can be used for this purpose. 
The urines are analyzed for total nitrogen and non-protein nitrogen by the 
macro-Kjeldahl procedure of Hiller, Plazin, and Van Slyke (7), who found 
that the best results of analyses of plasma protein were obtained when 
mercury was used as catalyst. For determination of non-protein nitrogen 
the protein is precipitated under the same conditions as for the biuret 
method; equal volumes of urine and 10 per cent trichloroacetic acid are 
mixed, let stand 10 minutes or longer, then centrifuged. Aliquot por- 
tions of the supernatant solution are taken for analysis. 

The calculation for the protein content of the urines is 


Protein per 1 (X) ml. - 6.25 [(total N per 100 ml.) — (non-protein N per 100 ml,)] 

Of each urine analyzed three or four samples of various size are chosen, 
containing amounts of protein ranging from about 3 to 15 mg. These are 
analyzed in triplicate by the biuret method, and the Dp values calculated 
by Equation 1 are plotted against the mg. of protein in the samples taken 
for analysis- A straight line curve can thus be constructed for calculations. 
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Such a curve was checked at frequent intervals and was found to remain 
constant over a period of 6 months. 

EXPERIMENTAL 

Choice of Wave-Length for Beading Biuret Color — Optical densities of 
the biuret color prepared from a sample of urine protein were read at 
various wave-lengths in the Coleman junior photoelectric spectrophotom- 
eter. A curve constructed from these data showed a maximum optical 
density at wave-lengths between 550 and 570 m^t, and was almost identical 
with the curve of Robinson and Hogden (6) . A wave-length of 560 m/x was 
chosen. 

Reprodiccibility of Results by Biuret Method — Urine samples were chosen 
which contained varying amounts of protein, between 3 and 19 mg. 


Table I 

Reproducibility oj Results by Biuret Method for Various Amounts of Protein in Sample 

of Urine Analyzed 


Urine sample 

Prolein found in sample; 
mean of 20 determinations 

Standard deviation, from mean 

ml. 

m^. 


per cent of mean 

0.5 

3.105 

±0.065 

±2,09 

1 

G.32S 

±0.077 

±1.22 

2 

12,798 

±0.126 

±0.99 

3 

19.030 

±0.171 

±0.90 


Twenty analyses were performed on each sample chosen. The results are 
shown in Table I. 

Stability of Biuret Color — On six urine specimens which were analyzed 
by the biiii'et method, optical density readings were taken within I hour 
after development of the biuret color. The cuvettes were stoppered and 
let stand at room temperature, 22°, in daylight but not in direct sunlight, 
and readings were repeated at 3 and 4 hours after color development. 
The results, recorded in Table II, show no appreciable change in optical 
density over a period of 4 hours. 

Effect of Age of S Per Cent Sodium Hydroxide Solution on Results Obtained 
by Biuret Method — 3 per cent sodium hydroxide solutions were protected 
from atmospheric CO 2 and were used after standing in glass containers for 
intervals up to 90 days, as indicated in Table III. For the analyses a solu- 
tion of serum albumin containing 3.9 mg. of protein per ml. was used. 
Samples of 1 ml. were analyzed in triplicate for each sodium hydroxide 
solution. All the analyses in Table III were done on the same day. Rea- 
gent blanks were determined for each solution used. The sodium hydrox- 
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ide solutions which were kept for 42 to 90 days all gave higher reagent 
blanks. The results shown in Table III indicate that the 3 per cent so- 


Table II 


Stability of Biuret Color on Standing at Boom Temperature in Daylight but Not in Sun- 
light; Optical Densities with Air As Zero 


Urine No. 

Optical density readings; time after biuret color development 

Within ^ hr. 

After 3 hrs. 

After 4 hrs. 

Water 

0.050 

0.050 

0.050 

Reagent blanks 

0.081 

0.080 

0.080 


0.081 

O.OSO 

0.080 

152 

0.441 

0.440 

0.440 

153 

0.391 

0.391 

0.391 

154 

0.233 

0.233 

0.234 

155 

0.349 

0.349 

0.350 

156 

0.300 

0.300 

0.300 

164 

0.590 

0.590 

0.590 


Table III 

Effect of Age of S Per Cent Sodium Hydroxide Solution on Biuret Results 


Age of NaOH 

Protein found in sample 

Deviation from protein found with 
freshly made NaOH 

days 

wg. 

tttg. 

0 

3.9 


1 

3.8 

-0.1 

2 

3.9 

0 

3 

3.9 

0 

4 

3.8 

-0.1 

5 

4.0 

+0.1 

6 

3.7 

-0.2 

7 

4.0 

-fO.l 

13 

3.8 

-0.1 

17 

3.7 

-0,2 

19 

3.7 

-0.2 

42 ’ 

3.6 

-0.3 

49 

3.7 

-0.2 

60 

3.6 

-0.3 

90 

3.7 

-0.2 


dium hydroxide solution may be used for a period of 2 weeks without 
appreciably affecting the accuracy of the procedure. 

Correction for Urinary Pigments in Biuret Method — When protein is pre- 
cipitated from a highly concentrated urine, some of the pigment is carried 
down with the precipitate. When such a precipitate is dissolved in alkali, 
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the solution is sufficiently colored to give a slight optical density reading at 
the wave-length at which the biuret color is read. 

To determine the amount of error introduced into the biuret method by" 
this color, a serum albumin solution containing 10.6 mg. of protein per ml.. 
was analyzed before and after addition of a dilute normal, straw-colored 
urine and of a concentrated normal, deeply colored urine. The results were* 
calculated with and 'without the correction for the color of the protein solu- 
tion (optical density readings Di in the method). Column 4 of Table IV 
shows that with varying amounts of protein in the sample the corrected! 
readings indicate, within the limits of error of the method, the amount of 
protein present. When the calculations are made without correcting for 
pigment (Columns 5 and 6, Table lY), the results are increased to a degree 


Table IV 

Effect of Urinary Pigments on Biuret Method 


Normal urine 

Serum 

Protein in 
sample 
calculated 
from added 
albumin 

Protein in sample by 
biuret method 

Protein 



albumin 



uncorrected, 
in per cent of 
corrected 

Color 

Sample 

taken 

solution 

Corrected 
for pigment 

Uncorrected 
for pigment 


(1) 

(2) 

(U 

W) 

(5) 

(6) 


ml. 

ml. 

mg. 

mg. 




0 

1 

10.6 

10.6 

10.6 

100.0 

Dark 

3 

0.25 

2.65 

2.7 

3.0 

1H).1 

u 

3 

0.5 

5.3 

5.5 

5.8 

1 105.5 

It 

3 

1 

10.6 

10.6 

' 10.9 

103,8 

it 

3 

1.5 

15.0 

15.8 

16.3 

103.1 

it 

4 

1 

10.6 

10.7 

1 11.2 

103.6 

Light 

4 

1 

10.6 

10. G 

10.9 

102. S 


beyond the experimental error of the method. This error becomes rela- 
tively greater when smaller amounts of protein are analyzed. 

The dye, Evans blue (T-1824), when injected into patients with pro- 
teinuria for the determination of plasma volume, is excreted bound to the 
urinary protein. A number of urines containing T-1824 were analyzed for 
protein by macro-Kjeldalil determination and by the biuret method. 
Results by the biuret method were calculated with and without the correc- 
tion for dye (included in the Di readings). Table V shows that results 
calculated with the correction check with the results by Kjeldahl analysis 
within the limits of error, whereas the uncorrected photometric results are 
higher. 

Comparison of Determinations of Urine Protein by Macro-Kjeldahl, h'lf 
Biuret Method, and by Sedimentation Method of Shevky and Stafford (8) As- 
Modified by MacKay (.9)"— Twelve urines were analyzed for protein (1) by 
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the inacro-Kjeidalil procedure described for construction of the curve for 
conversion of optical density to protein content, (2) by the biuret method, 
and (3) by the sedimentation method of Slievky and Stafford (8) as modi- 


Table V 

Analyses of Urine Containing Evans Blue hy Biuret Method 



Protein per liter 

Biuret, per cent of Kjeldahl 

Urine specimen. 


j Biuret method 

Corrected 
for dye 

Uncorrected 
for dye 


Macro-Kleidahl 

Corrected 
for dye 

Uncorrected 
for dye 


gw. 

gm. 

gm. 



B-251 

13.8 i 

14.0 

14.5 

101.5 

105.0 

B447 

33.0 

33.0 

33,5 

100.0 

101.5 

Se 

10.5 

10.4 

10.8 

99.1 

102.9 

C 

I 17.5 1 

18.0 

18.2 

102.8 

104.0 

M-173 

28.2 

28.0 

28.6 

99.1 

101.5 

B-171 

41.5 

41.0 

42.0 

98.8 

101.2 

M-177 

20.7 

21.0 

21.4 

101.5 

103.4 


Table \T 


Comparison of Determinations of Urine Proteins hy Macro-Kjeldaklf hy Biuret 
Method^ and hy Method of ShevJcy and Stafford 


Urine specimen 

Protein per liter 

Per cent deviation from Kjeldahl 

Macro- Kjeldahl 

Biuret method 

Shevky-Stafford 

Biuret method 

Shevky-Stafford 


sm. 

gm. 

gm. 



B-147 

33,0 

33.0 

47.2 

0 

+43.0 

B-251 

13.8 

14.0 

18.7 

+1.5 

+35.5 

B-171 

41.5 

41.0 1 

63.0 

-1.2 

+51.8 

M-173 

28. 2 

28.0 

34.5 

-0,9 

+22.4 

N-177 

20.7 

21.0 

28.8 

+1.5 

+39,0 

R 

8.0 

8.0 

10.4 

0 

+30.0 

W 

6,3 

6.3 

7.6 

0 

+20.5 

O’F 

25.6 

2d . 2 

24.7 

-1.5 

-3,5 

Sp 

3.6 

I 3.6 

3.8 

0 

+5.5 

Ro 

4.5 

4.5 

5.1 

0 

1 +13.3 

C 

17.5 

18.0 

18.2 

+2,8 

+4.0 

Se 

! 

10.5 

10.4 

10.8 

1 

o 

+2,9 


fied by MacKay (9). In Table VI the results by the biuret method are 
seen to check with those by macro-Kjeldahl analysis within the limits of 
error. The results by the sedimentation method show deviations from the 
Kjeldahl, ranging from —3.5 to +51.8 per cent. 

Procedures for Frequent Checking of Calculation Curve — ^To find a pro- 
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cedure for checking the calculation curve at frequent intervals a searchi 
was made for compounds which either give a biuret reaction or which give: 
an optical density curve similar to that of the biuret color. 

Chromic ammonium sulfate, Cr2(S04)3(NH4)2S04 -241120, was chosen- 
because in aqueous solution its transmission curve is near that of the biuret 
color, with a minimum transmission between wave-lengths of 570 and 590 
ran. Aqueous solutions of 0.5 and 0.25 per cent were prepared. These 
solutions showed a color instability when first made up. A daily increase 
was found in the optical density readings until the 4th day, but thereafter 
the readings remained unchanged when made at intervals up to 1 year. 
The optical density readings of the two solutions were located on the cal- 
culation curve and checked at intervals. Two preparations of chromic 
ammonium sulfate, one Baker’s “analyzed,” one a c.p. product obtained 
from the Fisher Scientific Company, gave the same results. 

SUMMAEY 

A biuret method for the determination of urinary protein is described 
in which the entire procedure is carried out in a single test-tube which 
serves as a cuvette for the photoelectric spectrophotometer. Results 
agree with those by an accurate macro-Kjeldahl method (digestion with 
mercury catalyst), the standard deviation from the Kjeldahl values be- 
ing of the order of ±1 per cent when the urine samples contained 6 to 
19 mg. of protein. 
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SUBSTITUTES FOR SAPONIN IN THE DETERMINATION 
OF OXYGEN AND CARBON MONOXIDE OF BLOOD 

By alma HILLER, JOHN PLAZIN, and DONALD D. VAN SLYIvE 
{From the Hospital of The Rockefeller Institute for Medical Research, New York) 

(Received for publication, July 15, 1948) 

When oxygen or carbon monoxide in blood is determined by setting these 
gases free from Hb02 or HbCO by means of ferricyanide, it is necessary to 
lake the cells completely, because ferricyanide does not penetrate the 
intact erythrocytes. The hemolytic agent used by Van Slyke and Neill 

(1) to lake the cells was saponin. 

During the past few years commercial preparations of saponin which 
have been used as a hemolytic agent in the determination of ox3^gen in 
blood by the method of Van Slyke and Neill (1) have been found in this 
laboratory to give results considerably lower than those obtained with a 
Kahlbaum preparation of saponin which had been previously in use. 

The use of Duponol WA and Duponol W-20 as a substitute for saponin 
in the determination of oxygen was reported by Vestling and Swerdlow 

(2) . They used the method of Sendroy (3) for the determination of oxygen 
capacity, in which 32 per cent potassium ferricyanide containing the hemo- 
lytic agent is added to the blood after saturation of the blood with air 
(oxygen) in the chamber of the blood gas apparatus of Van Slyke and Neill 
(1). Ramsay (4) used oleyl sodium sulfate as a substitute for saponin, and 
warned that an excess causes stop-cocks to leak and impairs greatly the 
hemolytic action. 

The presence and distribution of saponins in plants and their value as 
hemolytic agents have been investigated by Luft (5). 

The present paper describes procedures in which urea or infusions of 
senega root, root soapwort, and quillaja soap bark, which are commercially 
available,^ can l)e used as hemolytic agents in the determination of oxygen 
in blood. 

Evidence is given that hemoglobin can be determined by the carbon 
monoxide capacity method of Van Slyke, Hiller, Weisiger, and Cruz (6) 
without addition of a hemolytic agent such as saponin. 

METHODS 

Determination of Oxygen in Blood with Urea As Hemolytic Agent 

The method of Van Slyke and Neill (1) is used with slight modifications. 

^ Senega root, N. F, (cut and sifted), root soapwort (cut), and quillaja soap bark 
(cut) were obtained from the Amend Drug and Chemical Company, Inc., 117-119 
East 24th Street, New York 10. 
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Reagcnis 

Urea, 40 per cent solution, containing 1 per cent egg 

Potmsiim ferricyanide, 32 per cent solution. 

Sodium hydroxide j 1 N air-free solution. 

Sodium htjposulfde, NaoSoOd, air-free solution, described by Van Slyke 
(7). 

Caprylic alcohol. 

Procedure for 1 ML Samples of Blood 

2 drops of caprylic alcohol are drawn into the capillary of the blood gas 
apparatus (1, 7), and 7.5 ml, of the urea solution are measured into the 
chamber. After making a mercury seal, the solution is deaerated by evac- 
uating and shaking for 3 minutes, G ml. of the solution are run up into the 
cup; then 1 ml. of blood is measured into the chamber, followed by 1 ml. 
of the solution in the cup. After making a mercury seal, the mixture is 
evacuated and shaken 3 minutes to lake the blood. The vacuum is re- 
leased, the upper cock being kept closed. In the cup of the gas apparatus 
place a few ml. of water and a little mercury. From a small rul)ber-tipped 
burette containing the 32 per cent potassium ferricyanide discard a drop 
so that there is no air space in the tip, insert the tip through the water 
and mercury into the bottom of the cup, and admit 0.2 ml. of the ferricy- 
anide directly into the chamber. Seal with mercury, evacuate, and shake 
3 minutes. 

Carbon dioxide and oxygen are absorbed as usual (1), and pressure read- 
ings are taken with the meniscus at the 0.5 ml. mark. 

Blanks are carried out by the procedure for blood, except that after 
deaeration of the urea solution 4 ml. are run up into the cup in place of G 
ml, and the blood sample is omitted. The ferricyanide is thus added 
to 3.5 ml. of deaerated urea solution in the chamber, instead of to a 
mixture of 2.5 ml. of that solution with 1 ml. of blood. 

Determinaiion of Oxygen in Blood with Senega Root, Root Soapwort, or 
Quillaja Soap Bark As Hemolytic Agents 

Reagents 

Sodium hydroxide, sodium hyposulfite, and caprylic alcohol are the same 
as described above. 

1£ per cent potassium ferricyanide in 0,5 per cent infusion of either senega 
root, root soapwort, or quillaja soap bark. The infusions are made by 
grinding the root or bark in a mortar or fine grinder and measuring 0,5 gm. 
into 100 ml. of water. The water is heated to boiling and the infusion is 
strained through finely woven cheese-cloth in a funnel. 
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Procedure 

The procedure is that described by Van Slyke and Neill (1), except 
that the ferricyaiiide-saponin solution of these authors is replaced by a 
solution of ferricyanide in one of the above infusions. 

EXPERIMENTAL 

Determination of Oxygen in Blood — ^As controls by which to evaluate 
various procedures for the determination of oxygen in blood, blood was 
analyzed for oxygen capacity by the method of Van Slyke and Neill ( 1 ), 
except that the saponin-ferricyanide reagent contained 1.6 per cent potas- 
sium ferricyanide in place of 0.3 per cent. The saponin used was a Kahl- 
baum preparation which had long been in use in the laboratory and was 
known to give good results. The results by this procedure are recorded as 
100 per cent in Table I. 

A preparation of Baker saponin gave results which were 53.9 per cent of 
those with the Kahlbaum saponin when both were used in 0.3 per cent con- 
centration in the ferricyanide solution. A preparation of saponin from the 
Amend Drug and Chemical Company, used in the same concentration, 
yielded 83.6 per cent. A concentration of 1 per cent yielded 98.8 per cent. 

When water was substituted for the urea solution in the procedure de- 
scribed under ^‘Methods,” in which urea was used as hemolytic agent and 
the ferricyanide was added after laking of the blood, the yield was 97.3 per 
cent. 

When 40 per cent urea was substituted for saponin, and the procedure 
was the same as for the controls above, the yield was 81.3 per cent and the 
blanks were high. When 1 per cent egg albumin was added in addition to 
urea, the yield was 92.8 per cent. 

By the use of urea and egg albumin as described under ''Methods,” in 
which the l)lood is lakcd before addition of potassium ferricyanide, the 
yield was 99.5 per cent. The same procedure with omission of urea yielded 
94.2 per cent. 

Substitution of 0.5 per cent infusions of senega root, root soapwort, or 
quillaja soap bark for saponin gave results comparable to those with the 
Kahlbaum saponin. The results are shown in Table I. 

Simultaneous Deterniination of Carbon Dioxide and Oxygen in Blood — 
The method of Van Slyke and Neill (1) was used, with the acid saponin- 
ferricyanide reagent described by Peters and Van Slyke (8) . Two solutions 
are made: (a) 0.8 gm. of Kahlbaum saponin and 3.2 gm. of potassium 
ferricyanide diluted with water to 100 ml.; (6) 1 ml. of concentrated lactic 
acid of specific gravity 1.20 diluted to 100 ml. Before use equal volumes 
of the two solutions are mixed. Results with this reagent were used as 
controls by which to evaluate substitutes for saponin. 
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Table I 

Effects of Replacing Kahlbaum Saponin by Other Hemolytic Agents in Determination 
of Oxygen Capacity of Blood 


Blood 

No. 

Hemolytic 
agent used 

Procedure and reagents 

Oxygen 

Dupli' 

cate.s 

cajiacity 

Mean 

Mean in 
per cent 
of results 
with 

Kahlbaum 

saponin 




voL 

voL 





per cent 

per cent 


1 

Ivahlbaum 

Van Siyke-Neill procedure with 0.3% sap- 

20.58 




saponin 

onin in 1.6% potassium ferricyanide as re- 

20.60 

20.59 

100.0 



agent 




1 

Baker sapo- 

u 

11.04 




nin 


11.14 

11.09 

53.9 

1 

Amend sap- 

it it 

17.15 




onin 


17.25 

17.20 

83.6 

1 

li it 

Van Siyke-Neill with 1% saponin in 1.6% 

20.20 





ferricyanide 

20.34 

20.30 

OS. 8 

1 

Water 

Water deaerated, blood added, shaken 3 

20.06 





min. to hemolysse, then 0.2 ml. 32% ferri- 

19.98 

20.02 

97.3 



cyanide added 




1 

Urea 

Van Siyke-Neill with 40% urea in 1 for- 

10.72 





ricyanide as reagent 

16.75 

16.74 

81.3 

1 

Urea + egg 

Van Siyke-Neill with reagent containing 

19.12 




albumin 

40% urea, 1% egg albumin, 1.6% ferricy- 

19.05 

19.09 

92.8 



anide 




2 

Kahlbaum 

Van Siyke-Neill with 0.3% saponin in 1.6%) 

18.98 




saponin 

ferricyanide as reagent 

18.98 

18.98 

100.0 

2 

Urea + egg 

40% urea in 1% egg albumin, deaerated, 

18.86 




albumin 

blood added, shaken 3 min. to hemolyze, 

18.92 

18.89 

99.5 



then 0.2 ml. 32% ferricyanide added 




2 

Egg albumin 

As above, urea omitted 

17.92 






17.85 

17.89 

94.2 

2 

Senega root 

Van Siyke-Neill with 1.6% ferricyanide in 

18.94 





10% infusion of senega root as reagent 

18.97 

18.90) 

99.9 

3 

Kahlbaum 

Van Siyke-Neill with 0.3% saponin in 1.0% 

22.89 




saponin 

ferricyanide 

22.90 

22.90 

100.0 

3 

Senega root 

Van Siyke-Neill with 1.6% ferricyanide in 

22.89 





0.5% infusion of senega root as reagent 

22.98 

22.94 

100.2 

3 

Root soap- 

Van Siyke-Neill with 1.6% ferricyanide in 

22.82 




wort 

0.5% infusion of root soapwort as reagent 

22.80 

22.81 

99.6 

3 

Quillaj a 

Van Siyke-Neill with 1.6% ferricyanide in 

22.07 




soap bark 

0.5% infusion of quillaj a soap bark as re- 

22.83 

22.90 

100,0 



agent 





As substitutes for saponin, senega root and root soapwort were used. 

For these substitutes solutioa (a) was prepared by dissolving 3.2 gm. of 
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potassium ferricyanide in 100 ml. of 2 per cent infusion of the root. The 
infusions were prepared as described under ^'Methods.’" 


Table II 

Efect of Using Suhstitutes for Saponin in Simultaneous Determination of Carbon 
Dioxide and Oxygen in Blood 


Hemolytic agent used 

CO 2 per liter blood 

O 2 per liter blood 

Per cent of result with 
Kahlbaum saponin. 


Replicates 

i Mean 

Replicates 

Mean 

Mean CO 2 

Mean O 2 


ftlM 

i 

ntM 

mM 

mM 



Kahlbanm saponin 

16.82 


10.29 





16.69 


10.31 





16.75 

16.75 

10.25 

10.28 

100.0 

100.0 

Senega root 

16.77 


10.33 





16.78 

16.78 

10.32 1 

10.33 

100.1 

100.5 

Eoot soapwort 

16.84 


10.38 





16.94 

16.89 

10.28 

10.33 

100.8 

100.5 


Table III 

Determination of Carbon Monoxide Capacity of Blood by Method of Van Slyke, Hiller ^ 
Weisiger, and Cruz (8), loith and without Saponin 


Blood 

No. 

Determination* 

Hemolytic agent added to 
borax solution 

Carbon monoxide 
capacity 

Mean in 
per cent 
of results 
with 

Kahlbaum 

saponin 

Duplicates 

Mean 




voU "per ceni 

vol, per ceni 


4 

Total Hb i 

Kahlbaum saponin 

22.04 






21.94 

21.99 

100.0 

4 

a i{ 

None 

21.93 






21.98 

21.96 

99.9 

4 

U it 

None, but blood shaken 2 min. 

1 22.00 





with borax solution before 

21.98 

i 21.99 

100.0 



saturating with CO 




5 

Total lib 

Kahlbaum saponin 

18.52 


100.0 


a' it 

None 

18.50 


99.9 

5 

Actives 

Kahll>aum saponin 

18.24 


100.0 


a u 

None 

18.24 


100.0 


'‘Total Hb” is determined from the CO capacity of blood treated with Na2S204; 
‘‘active Hb’’ from GO capacity wdthout Na2S204 (6). 


1 ml. samples of blood were analyzed and readings of carbon dioxide were 
taken with the meniscus at the 2 ml. mark, and of oxygen at the 0.5 ml. 
mark. 
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The results when senega root or root soapwort was used as a substitute 
for saponin differed by less than 1 per cent from the results obtained with 
the Kalilbaum saponin, as shown in Table 11. 

Deterniinuiion of Carbon Monoxide Capacity of Blood WUhotd Saponin — 
Hemoglobin was determined in blood by the carbon monoxide capacity 
method of Van Slyke, Hiller, Weisiger, and Cruz (6), with and without addh 
tion of Kahlbaum saponin to the borax solution. The results in Table III 
show that a hemolytic agent is not required for the procedure. 

DISCUSSION 

When urea as hemolytic agent in the determination of oxygen in blood is 
added simultaneously with the ferricyanide, as is saponin in the method of 
Van Slyke and Neill (1), low results are obtained, as shown in Table I. If, 
however, the blood is first laked in the urea solution before adding potassium 
ferricyanide, good results can be obtained. Blanks performed by this pro- 
cedure, however, are high (10 mm. of P 02 f'ti® 0*5 uaark), and if such 
blanks are used the results are lowered. It was found, however, that when 
a protein, such as egg albumin, was added to the urea solution before addi- 
tion of potassium ferricyanide, the blanks were lowered to 3 mm. of Pq^ 
at the 0.5 ml. mark. When egg albumin in concentration of 1 per cent 
was added to 40 per cent urea solution, and both blood and blank analyses 
were performed by the procedure as here described, the results obtained 
were comparable to those by the original procedure with a good saponin. 

SUMMARY 

Some commercial preparations of saponin currently obtainable, when 
used as hemolytic agents in the determination of oxygen in blood by the 
method of Van Slyke and Neill, give low results. 

Infusions of senega root, root soapwort, and quillaja soap bark can be 
used as substitutes for saponin. Urea can be used in place of saponin if egg 
albumin is added to the urea solution and if the blood is laked in the urea- 
albumin solution before potassium ferricyanide is added. 

In the determination of hemoglobin by the carbon monoxide capacity 
method of Van Slyke, Hiller, Weisiger, and Cruz, saponin can be omitted 
from the reagents without affecting the results. The successive actions of 
borax and acetate buffer appear to lake the cells sufficiently to make the 
HbCO completely accessible to the ferricyanide. 
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INTERACTIONS OF QUATERNARY AMMONIUM COMPOUNDS 

AND PROTEINS 


A SDIPLE ]\iETHOD FOR THE RAPID ESTIMATION OF URINARY PRO- 
TEIN CONCENTRATIONS WITH ALKYLDIMETHYLBENZYL- 
AMMONIUM COMPOUNT3S^' 

By FRANCIS P. CHINARD 
With the Technical Assistance op Doha M. Newell 

{From the Hospital of The Rockefeller Institute for Medical Research, Neiv York) 

(Received for publication, July 15, 1D48) 

A simple method of titration with a cationic detergent has been developed 
which permits rapid estimation of the concentration of urinaiy protein 
witli a minimum of manipulations and time. The method depends on the 
formation of an insoluble anion-cation complex between quaternary am- 
monium ions, hereinafter referred to as the cationic detergent, and proteins, 
in the present instance mainly human albumin, at alkaline pH. No 
protein is precipitated from solution by the addition of the cationic deter- 
gent until a sliglit excess of this is present, at which time the solution shows 
faint but definite turbidity. Addition of more cationic detergent results 
at first in increasing tiirbidit}", but as the addition is continued the turbidity 
decreases, almost as abruptly as it appeared, to give a nearly clear solution. 
Further addition of the cationic detergent is not attended by reappearance 
of turbidity. Tiie end-point used in the present method is the appearance 
of a definite turl)idity. The protein-quaternary ammonium ion complex 
formation is sensitive to ionic, strength, non-electrolyte concentration, pH, 
and type of protein present (se(^, for example, Polonovski and MaclicI)oeuf 
(1), Schmidt (2), and Vuilko (3)). For this reason, the raetliod is restricted 
for accurate r(\siilts to urine pi'otein of the order of 2 or more gm. per liter 
(0.4 or more mg. of protein per sample) in order that the dilutions made 
may be siifFieient to reduce the factors of urine ionic strength, non-electro- 
lytes, and pH to n(*gligible proportions. The method is, however, applica- 
ble to most eases of significant proteinuria. Tlie simplicity of the pro- 
cedure is indicated by the fact that we have been able to complete nearly 
200 analyses in an afternoon. 

If the end-point is determined by the optical density change in a pho- 
tometer, the method can be used for samples containing as little as 0.02 
mg. of protein. 

* The preliminary phasee of this work were started while the author was a Fellow 
in the Medical Sciences of the National Research Council in 1945-46. 
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Reagents 

Alhyldimeihylhenzylammonn^^ chloride,^ 0.1 per cent soliition in distilled 
water. The solutions have been found to be stable for at least 3 months. 
This solution will be referred to as “the detergent.’^ 

2 N NaOH. 


Procedure 

Preparation of Standard Curve Relating Amount of Added Detergent to 
Amount of Protein in Sample— Because of the uncertain composition of the 
detergents available it is essential that a standard curve be prepared relating 
the amount of added detergent to the amount of protein in the sample. For 
the present w-ork a series of twelve urine samples was selected for use as a 
standard. The protein concentration of the urines was calculated from 
the difference between total nitrogen and nitrogen after precipitation of the 
proteins with an equal volume of 10 per cent trichloroacetic acid. The 
technique used for digestion and distillation was that described by Hiller, 
Plazin, and Van Slyke (4). Turbidity titrations wnre then carried out as 
described below; the results wei’e plotted with the protein concentration as 
ordinates and the ml. of detergent used as abscissae. An example of a 
standard curve with human serum albumin is given in Fig. 1. 

Titration of Urine Proteins — 0.1 or 0.2 ml. of the urine samples containing 
0.4 or more mg. of protein is accurately pipetted into 2.5 X 10 cm. test- 
tubes, and 4 ml. of distilled water are added, followed by 0.2 ml. of 2 n 
NaOH. (The pH of the solution is approximately 13.) The detergent is 
then added from a 2 ml. burette, with swirling, until the appearance of a 
definite and permanent turbidity. This turbidity is most easily detected by 
titrating against a black background and by having a beam of light passing 
through the test-tube at right angles. Reproducibility may I)e insured by 
comparing wfith samples of the standards titrated previously, but after a 
few preliminary trials it will be found that the reproducibility of this 

i Unless otherwise specified, the results reported here iuive !)eeu obtained with 
Biyristamidopropyldimethylbenzylammomiuin chloride (trade name, Aerosol M), 
manufactured by the American Cyanamid Company, 30 Rockefeller Plaza, N(%w 
York 20. For use 1 nil. of the concentrated detergent is dilut(‘d to 500 ml. in dis- 
tilled water. We are indebted to the American Cyanamid Company for several 
samples of their product. Equally satisfactory and similar results have been ob- 
tained with cetyldimethylbenzylaminomum chloride and dodecyldimcthylbcnzyl- 
ammonium chloride in 0.1 per cent solutions. These last two compounds are avail- 
able from, the Onyx Oil and Chemical Company, Jersey City 2, Nevr Jersey. A 
mixture of alkyldimethylbenzylammonium chlorides (alkyl CsHu to CisIIn), 
manufactured by the Winthrop Chemical Company, Inc., 170 Varick Street, New 
York 13, under the trade name Zephiran, may also be used in 0.1 per cent concen- 
tration, though it is slightly less satisfactory. 
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turbidity end-point is no more diffcult than in ordinary acid-base titrations 
%vith phenolphthalein as an indicator. The mg. of protein present in the 
sample analyzed are then calculated from a standard curve, established 
from urines containing varying amounts of protein calculated from Kjeldahl 
N determinations. 

Calculations — A standard curve relating ml. of detergent to protein con- 
centration is prepared as described above. The results for unlmovvas are 
read off the curve and the proper correction made for dilution of the urine. 

Results 

Standard Curve with Human Serum Albimin, Reproducibility of Results — 
Fig. 1 shows the relationship of the ml. of detergent required to reach the 
end-point and the mg. of human serum albumin present as determined by 
the Kjeldahl method. An average of six titrations was carried out for each 
point of the curve. The ml. of detergent added and the estimated stand- 
ard deviations for each point were 0.519 =fc 0.023, 0.863 ± 0.012, 1.220 ± 
0.019, 1.528 ± 0.011, 1.834 ± 0.020, 2.224 ± 0.022. The dotted line in' 
Fig. 1 (the extension of the straight line through the points) shows that the 
true end-point was overstepped by an absolute number of ml. for each point 
on the curve. The overstepping is equal to the X intercept of the extended 
straight line. This overstepping, equivalent to 0.18 ml. of detergent 
solution, is due to the fact that the first appearance of turbidity was not 
taken as the end-point, but rather the appearance of a definite turbidity, 
the reproducibility of which is indicated by the standard deviations above. 

Comparison of ResiiUs Obtained by Turbidity Titration with Several Deter- 
gents by Biuret Reaction — In Fig. 2 are plotted the protein concentrations of 
urine of patients with the nephrotic syndrome, some of whom were receiving 
lai’gc amounts of human serum albumin intravenously. The results ob- 
tained by turbidity titration with myristamidopropyldimethylbenzyl- 
ammonium chloride arc plotted as ordinates, while the results obtained by 
the biuret reaction (5) and the Kjeldahl method (as described above under 
“Preparation of standard curve”) are plotted as abscissae. Twelve 
Kjeldahl determinations of urine protein were used to calculate the equiva- 
lence of ml. of detergent and mg. of urinary protein. The estimated 
standard deviation of results by the turbidity titration from these by the 
Kjeldahl method was ±3.71 per cent. 'When the turbidity titration results 
were calculated as per cent of the biuret results, the mean for the 105 esti- 
mations was 100.5 per cent, with an estimated standard deviation of ±4.8 
per cent. 

In another smaller series of eleven urines the results of turbidity titrations 
with other alkyldimethylbenzylammonium compounds were compared with 
results of the biuret reaction as applied by Hiller, Greif, and Beckman (5). 
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For myiistamidopropyldimetliylbenziylammoriiuni chloride the mean was 
100.9 per cent of the biuret results, with an estimated standard deviation of 
it4.45 per cent; for cetyldimethylbenzylammoniiim chloride the mean was 
100.6 per cent of the biuret results, with an estimated standard deviation 
of ±3.65 per cent; for dodecyldimethylbenz 3 dammoiiiiini cliloricle the 



Fig. L ^SStandard curve” of human serum albumin titrated with luyristamido- 
propyldimethylbenzylainmonium chloride (1:500). 


mean was 99.6 per cent of the biuret results, with an estimated standard 
deviation of ±4.59 per cent; and for Zephiran the mean was 100.9 per 
cent of the biuret results, with an estimated standard deviation of ±5.56. 

Relation of Optical Density to Amounts of Detergent Added to Solutions of 
Albumin — Fig. 3 shows the result of adding increasing amounts of detergent 
solution to 0,2, 0.5, 1.0, and 1.5 mg. of human serum albumin under the 
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conditions described under “Procedure.” The solutions were not made up 
to the same final volume, as it was desired to check the end-point used under 
the conditions of the estimations. The optical densities were measured in 
cylindrical cuvettes (12 X 75 mm. outside diameter) in a Coleman model 



TJpine protein concentration in grams/liter 
ly biuret reaction* and byKjeldahl >« 

Fig. 2. (..■oiu|)aiisori of results obtaiiUMl by turbidity titration with myristaniido- 
propyldiinoliiylbtinzylaiuuuiiuuiu chloride (1:500) by the biuret reaction and the 
Kjcldfiiil method, 

G clinical Bpectrophotometcr at X — 450 within about 30 minutes of 
the addition of detergent to the first of a series. It will be seen that if an 
optical density of 0.025 is taken' as tlie end-point (this is the approximate 
optical density used as the visual end-point for the data in Figs. 1 and 2) 
the number of ml. of detergent added to the sample containing the smallest 
amount of protein is not in propoi’tion to the number of mb added to 
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samples containing larger amounts of proteins. Therefore, if protein were 
calculated as directly proportional to the detergent added, one would 
somewhat overestimate the amount of protein present, especially tor very 
small amounts of protein. That the estimated ‘'equivalence” end-points 
are in reasonably good proportion (0.13, 0.30, 0.60, 0.90 ml. of detergent 
for 0.2, 0.5, 1.0, and 1.5 mg. of protein, respectively), however, confirms 
the stoichiometry of the procedure already demonstrated in Fig. 1. 



Fig. 3. Relation of optical density to amounts of dotorgent (myristiHiiidopropyl- 
dimethylbenzylammonium chloride) added to solutions of human aorum albumin. 
The arrows indicate the estimated “equivalence” end-points. 

Effect of pH — Fig. 4 shows the optical density curves obtained l)y adding 
varying amounts of detergent to the same amount of protein, namely 1.0 
mg. of human serum albumin, at pH 7.0, pH 7.8, pH 9.2, respectively, 
under the conditions described under “Procedure” (pH approximately 13). 
Addition of 1 ml. of 2 n NaOH instead of 0.2 ml. results in a very slight 
shift of the curve to the right. 

Other Detergents — A few other cationic detergents have been tried, as 
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mentioned in ioot-note 1. Dimethylbenzylcetylammonium chloride, di- 
methylbenzyldodecylammonium chloride, and Zephiran give results sim- 
ilar to those obtained with the detergent routinely used as described 
above. The high molecular weight alkylimidazolinium compounds are not 
satisfactory for the present purposes because of the slowness of the devel- 
opment of the turbidity. Allcyltrimethylammonium compounds give 
indefinite end-points. Unsatisfactory results were also obtained with an N- 



Fig. 4. Bffoct of pH on titration curves of human serum albumin with myristami- 
dopropyldi methylbenr.ylaimnoniuiu chloride. 


(acylcolaminoformylmethyl)pyridinium chloride, and with cetylpyridinium 
chloride. 

Relation of Optical Density to Amount of Detergent Added to Plasmas, with 
Differing Albumin and Globulin Concentrations — ^The method is not at 
present recommended for plasma proteins, because they present some 
difficulties not encountered in urine. Because of the turbidity present 
before titration in some plasmas it is not possible in all cases to use the 
visual end-point described above to estimate total protein in plasma. In 
some preliminary experiments with plasmas of varying albumin and globulin 
concentrations the optical density curves show good correspondence 
between ml. of detergent added to reach the “equivalence” end-point and 
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total protein present. Peculiarities appear in the titration curves in the 
presence of abnormally large amounts of 7 -globiilins. Further work on the 
plasma proteins is under way. 


DISCUSSION 

While a considerable amount of work has been done on anionic and 
cationic detergent-protein complex formation, the exact nature of the 
process is not completely known. It is apparent from the work of Putnam 
and Neurath ( 6 ) that the cationic groups of proteins pla}' a major role with 
anionic detergents at acid pH. Similarly at alkaline pH the negative 
charges of the protein molecules must play a maj or role with cationic deter- 
gents. It ma 3 ' be noted, however, that the detergents are protein denatur- 
ants (7) and under certain conditions act to accelerate protein hydrolj^sis 
( 8 ). Further, there is probablj^ an unfolding of certain proteins in the 
presence of increasing amounts of detergents; native proteins eaiinot 
alwa^^s be recovered quantitatively^' after exposure to the detergents ( 0 , 9 ). 

For the present work, a tentative working lij’^pothesis (an extensioJi of 
that of Polonovski and Macheboeuf ( 1 )) is as follows: At pli 13, the 
carboxjd, phenolic, and sulfhydiyl groups are all dissociated; there arc still 
some positively charged guanidine groups, but the charges of the protein 
molecule are mainly^ negative. As detergent is added to the protein solu- 
tion, the positively charged quaternary ammonium ions are attracted to the 
negative charges of the protein molecule by Coulomb forces, van der Waals 
forces playing a role dependent on the substituents of the nitrogen of the 
detergent. As more and more of the negative charges of the protein are 
“neutralized” by^ the positively^ charged quaternaiy ammonium ions, the 
protein molecule becomes less and less polar until finaliyq at the so called 
‘‘ec|uivalence” end-point, aggregation of the protein molecules becomes 
possible through van der Waals forces. With further addition of detergent 
the non-polar portions of the added detergent become associated tiiroiigli 
van der "Waals forces with the non-polar portions of the detergent ions 
attached to the protein, the protein-detergent complexes become positively 
charged and repel each other, and dispersal of the aggregates then takes 
place. The X substituents in the detergent ions play a role in determining 
the extent of the van der W^aals forces and may be responsible for the un- 
satisfactory end-points obtained with the alkyltrimethyl, alkyldimethyl- 
ethyl, alkylimidazoliniiim, and alkylpyridinium quaternary compounds. 
Whth the alkyldimethylbenzyl compounds the number of moles of detergent 
required to reach the ^'equivalence” end-point (Fig. 3) per mole of human 
serum albumin varies with the detergent used, though it is of the order of 
magnitude of the sum of the total free carboxyl, phenolic, and sulfhydiyl 
groups calculated from Brand's data ( 10 ). Chain length of the alkyl 
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group may be of importance in this. A similarity to the zone phenomenon 
of antigen-antibody titration is evident in the fact tliat a definite protein- 
detergent ratio is required to produce aggregation. 

In any case, whatever the exact nature of the protein-detergent complex, 
it is evident that reasonably c[uantitative results are obtainable by the pro- 
cedure herein described. A method, to which tlie present one is similar in 
principle, was recently introduced b^^ Lambert (11) for the volumetric 
analysis of anionic and cationic detergents by turbidity titration. Maxi- 
mum tiirljidity measured photometrically is used by Lambert as the end- 
point, rather than the appearance of a definite turbidit}^ estimated visually. 
Use of maximum turbidity is possible for the estimation of proteins, but the 
additional eciuipment required and the extra time and manipulations in- 
volved would reduce the advantages of the present procedure. TLie 
technique descril>ed by Lambert takes about 5 times as long. 

SUMMARY 

A rapid simple method for the estimation of urinaiy protein concentra- 
tions is presented. The metliod depends on the formation of an insoluble 
complex between quatcniiuy ammoixium ions and proteins at pH 13. End- 
points are estimated \usually by the appearance of a faint but definite and 
permanent turbidity. The standard deviation was ±3.71 per cent from 
determinations by tlie Kjeldahl method in a series of twelve estimations. 
In a series of 105 estimations, the standard deviation was ±4.8 per cent 
from determinations by the biuret reaction. Several types of quaternary 
ammonium compounds have been tried; the most satisfactory for the 
present purposes are the alkyldimethylbenzylammonium group. A brief 
discussion of the possible mechanism of the quaternary ammonium ion- 
protein anion (complex formation is given. 

It is a. pleasure to acknowledge the help given by Dr. Hiller and Dr. Greif 
in making available tlieir biuret procedui’o before its publication. 
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USE OF THE HYPOBROMITE REACTION FOR THE ESTIMATION 
OF AMMONIA PLUS UREA NITROGEN IN URINES CON- 
TAINING LARGE AMOUNTS OF PROTEIN; THE REAC- 
TION OF ALKALINE HYPOBROMITE WITH PROTEINS 

By FRANCIS P. CHINARD 
With the Technical Assistance of Dora M« Newell 
{From the Hospital of The Rockefeller Institute for Medical Research , N'ew York) 

(Received for publication, July 28, 1948) 

Alkaline hypohalites have been in use for nearly a century for the es- 
timation of urea or of urea and ammonia nitrogen in blood and urine. 
Alkaline hypochlorite, first used by Davy (1) in 1854, was replaced a few 
years later by alkaline l\ypobromite as a result of Knopfs work (2). The 
N 2 evolved in the following reactions was measured voliimetrically. 


NH 2 


(1) C = O + aOBr” > N 2 + CO 2 + 3Br-“ 4- 2 H 2 O 

I 

NHs 

(2) 2NH4+ + 40Br- > Na + 4Br" + 4 H 2 O 

After Knop’s work there was a spate of modifications of the method, 
modifications having to do with concentrations of the reagents, length 
of reaction time, design of apparatus, elimination, and occasionally iden- 
tification of interfering substances. These modifications finally culminated 
in the manometric procedure of Van Slyke (3) as modified by Van Slyke 
and Kugel (4). This method has been extensively used both in this 
laboratory and elsewhere for the estimation of the blood and urine urea 
nitrogen from which, with knowledge of the urine flow, the urea clearance 
can be calculated. 

While reasonably satisfactory when only approximate results are re* 
quired, the hypobromite methods all suffer from the fact that the hypo- 
bromite reaction is neither specific nor quantitative. Many other sub- 
stances besides urea and ammonia evolve nitrogen; some, such as guani- 
dine and mono-substituted guanidines, give off nitrogen in considerable 
amounts; others, such as amino acids, amines, and peptides, in smaller 
amounts. Proteins evolve N in amounts determined chiefly by their 
arginine content. In addition, glucose in the high concentrations occa- 
sionally present in the urine of diabetics can cause error (5, 6). 
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Under the conditions of blood or plasma analyses, the hypobromite 
liberates approximately 98 per cent of the urea nitrogen; under the condi- 
tions of the urine analyses, hypobromite liberates approximately 95 per 
cent of the urea and ammonia nitrogen (3, 4). In the case of blood or 
plasma, the presence of non-urea N-evolving substances in the filtrates 
requires that a subtractive correction be applied to the calculated results; 
in the case of urine, one depends on the evolution of nitrogen from non- 
urea or ammonia substances to compensate approximately for the deficit of 
6 per cent in the nitrogen evolved from the urea and ammonia (3). In 
some cases, however, and especially when protein is present, the evolution 
of nitrogen instead of approximately compensating may introduce a posi- 
tive error as high as 30 per cent. While it is possible to correct approxi- 
mately for the protein error if the protein concentration in the urine is 
known, it is preferable to remove the proteins before doing the anal 3 ^ses. 

It is the purpose of the work reported here to present some additional 
data on possible sources of error inherent in the hypobromite procedure as 
at present applied (3, 4) and to describe an obvious means of circumventing 
the protein error. In addition, the reaction of alkaline h^^pobromite with 
certain proteins and compounds will be described briefl}^ 

Removal of Proteins from Urine 

The zinc hydroxide procedure of Somogyi (7) is used because it has 
been found to be effective in removing some of the interfering substances 
of blood as well as proteins (4). 

Reagents 

Add zinc sulfate solution. 12.5 gm. of ZnS 04 - 7 H 20 are dissolved in 
125 ml. of 0.25 N H 2 SO 4 and diluted to 1 liter. This solution is used for the 
precipitation of proteins from whole blood. For urine and plasma 100 ml. 
of this solution are diluted to 212 ml. with water, 

0.75 N NaOH. When 50 ml. of the zinc sulfate solution for whole 
blood are titrated with 0.75 n NaOH, with phenolphthalein as indicator, 
6.7 to 6.8 ml. of the alkali should be required. The solution is shaken 
vigorously during the titration. 


Procedure 

For urine containing less than 80 gm. of protein per liter, 1 ml. of urine 
is pipetted into a centrifuge tube, and 8.5 ml. of the zinc sulfate diluted 
for urine or plasma are added, followed by 0.5 ml. of the 0.75 n NaOH, 
The tube is stoppered, shaken vigorously, and allowed to stand for 10 
minutes. It is then centrifuged for 10 minutes at 2000 r.p.m. or more (18 
cm. radius). The supernatant solution is then filtered through a. pledget 
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of washed cotton placed in the stem of a funnel, and aliquots are taken for 
analysis. A blank analysis is run on 0.9 per cent NaCl to correct for the 
non-urea nitrogen-liberating substances in the cotton and the reagents. 

For urine containing 80 or more gm. of protein per liter, 0.5 ml samples 
of urine are taken, and 0.5 ml. of distilled water is added to each. The 
diluted urines are then treated as above. 

Details concerning manometric determination of urea in the filtrates 
and the factors used in calculations are given in the original publi- 
cations (3, 4). 


Table I 


Comparison of Nitrogen Evolved from Urines Containing Protein and Protein-Free 

Filtrates of Same Urines 


Urine No. 

N before 
protein removal 

(.a) 

N after protein 
removal 

(6) 

(«) - (h) 

1 

(a) as per cent 
of (&) 

, Protein 
concentration 


gm, per 1. 

gm, per 1. 

gm, per 1, 


gm. per L 

1 

2.338 

l.OOS 

0.430 

122.6 

57.5 

2 

0.734 

0.606 

0.128 

121.1 

17.3 

3 

2.038 

1.574 

0.464 

129.6 

59.5 

4 

2.250 

1.908 

0.342 

118.0 

36.0 

5 

(5.050 

5.710 

0.340 

106.0 

35.0 

6 

5.340 

5.162 

0.178 

103.4 

28.0 

7 

0.621 

0.487 

0.134 

127.6 

15.0 

8 

2.568 

2.481 

0.087 

103.6 

12.0 

9 i 

5.635 

5.371 

0.264 

104.9 

36.0 

10 

7.S50 

7.468 

0.382 

105.1 

60.5 

11 

4.820 

4,680 1 

0.139 1 

103.2 

18.0 

12 

1.065 

1.882 

0.083 1 

104.4 

G.7 

13 

7.100 

G.7S0 

0.320 

104.7 

39.5 

14 

2.937 

2.858 

0.079 

102.8 

3.6 

15 

7. 278 

7.175 

0.103 

101.4 

4.6 

IG 

5.418 

5,198 

0.220 

104.2 

' 18.0 

17 

2.803 

2.098 

0.105 

103.9 

10.4 

18 

2.051 

1.015 

0.146 

107.1 

38.6 

19 

4.714 

4.554 

0.160 

103,5 

i 13.0 

20 

7.108 

6.823 

0.185 

104.1 

27.9 


Comparison of N Evolved from Urine Containing Protein and from Protein- 
Free Filtrates of Same Urines 

Table I shows the differences in N evolved from urines containing protein 
and protein-free filtrates of the same urines. The urines were obtained 
from patients with the nephrotic syndrome, some of whom were receiving 
large doses of human serum albumin intravenously. Generally speaking, 
unless the urines are from patients receiving serum albumin or plasma 
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intravenously, urine protein concentrations will not exceed 25 to 30 gni. 
per liter, provided the urine flow is reasonably high (1 or more mL per 
minute) « If, however, the patient’s urine flow is small (less than 1 ml. per 
minute), then the urine protein concentration may rise to 40 or 50 gm. per 
liter. The urine protein concentrations were calculated from nitrogen 
determinations done by the micro- or macro-Kjeldahl procedures of Hiller, 
Plazin, and Van Slyke (8). The total nitrogen was determined directly, 
the non-protein nitrogen was determined after removal of the proteins by 



Urine protein concentration in grame per liter 


Fig. 1. Relationship of concentration of urine protein to difference in N evolved 
from urines and protein-free filtrates. 

precipitation with equal volumes of 10 per cent trichloroacetic acid, and the 
protein nitrogen was calculated from the difference. It will be noted that 
the errors due to protein are all positive and vary from +1.4 per cent to 
+29.6 per cent. The magnitude of the percentage error is determined by 
the ratio of the protein N evolved by hypobromite to the N evolved from 
the urea plus ammonia, not by the absolute amount of protein present. 
Fig. 1, in Avhich protein concentration is plotted against the difference in 
N evolved before and after removal of the proteins, shows that there is 
considerable scattering. A correction made on the basis of the data of 
Table I would be approximate, though adequate for clinical purposes. 
Fig. 1 is to be compared with Fig. 2 which shows, from analyses of pure 
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albumin solutions, the relatively close proportionality of N evolved to 
albumin present under the conditions of routine urine analyses when other 
N-evolving substances are absent. An additional point is that, in protein- 
free urine from normal individuals, treatment of the urine with the So- 
mogyi reagents resulted in loAver values for urea plus ammonia N thn-n in 
untreated urine; this effect is presumably due to precipitation of interfering 
substances other than protein. 

It may be noted here that the reaction of alkaline hypobromite with 
proteins and amino acids is not restricted to the guanidino group of the 
arginine; tyi-osine is brominated, free amino groups react, and there is also 
reaction with peptide groups (see, for example, Goldschmidt et al. (9, 10)). 
These reactions occur with little or no evolution of N. The result is that 
much more hypobromite is used up in reaction with proteins than would be 
expected from the N liberated. This fact becomes of importance when the 
protein concentrations are very high, because the reaction with protein 
may not leave enough hypobromite to give the expected N 3deld from 
urea. This effect has been found in a few cases in which the urine was 
not sufficiently diluted before analysis; less N was evolved per aliquot of 
urine than after greater dilution. If protein-free filtrates are used, error 
from this effect of excess protein is avoided. 

Evolution of N from Various Proteins 

The evolution of N from hiunan serum albumin was studied in some 
detail. Under the conditions of the routine urine analyses (3, 4) (2.5 
minutes reaction time measured from the moment of addition of the 
alkaline hypobromite to the moment the solution was brought to the 2.0 
ml. mark of the gas chamber for reading the volume), a reasonably stoichio- 
metric relationship was found between mg. of N evolved and mg. of pro- 
tein present, as illustrated in Fig. 2. It was found, however, that if the 
reaction time was prolonged beyond 2.5 minutes more nitrogen was evolved, 
though at a much slower rate than during the first 2.5 minutes. An 
example of the time course of the reaction is given in Fig. 3 for 20.0 mg. of 
human serum albumin (Curve A), and for 18.35 mg. of bovine 7-globulin 
(Curve B). Similar curves were obtained with edestin and gelatin. 

Because arginine is the only guanidine derivative reported in proteins 
in appreciable amounts, it was thought that the N evolved from intact 
proteins by alkaline hypobromite might give a measure of the arginine 
content of those proteins. It was found, however, in the few proteins 
examined that less N was evolved than was calculated from the arginine 
contents. While the results were quite reproducible provided the reaction 
times were the same, in no case was the calculated amount of N evolved. 
The data in Table II were obtained from proteins in aqueous solutions of 
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Human scpum albumin concentration 
in grams pep liter 

Fia. 2, Evolution of N from various amounts of human serum albumin in 2.5 
minutes* 



Hme in minutes 

Fig. S* Evolution of N from 20.0 mg. of human serum albumin (Curve A) and from 
18,36 mg. of bovine v-globulin (Curve B) . 





P. CHINABD 


1455 


approximately 1 per cent concentration, and the results were calculated 
on the basis of total protein N as determined by macro-Kjeldahl analysis 
(8)» The values for arginine N content were taken from tables published 
Chibnall (11) and Brand (12) and were not determined by analysis of 
the protein preparations used in these experiments; for this reason the data 
should be considered as preliminary. 


Table II 

Evolution of Nitrogen from Various Proteins hy Alkaline Hypohromite 


Protein 

Protein N 
in sample 

(«) 

Calculated 
arginine N 
in sample 

m 

Calculated N 
evolvable hy 
hypobromite* 
(c) 

N evolved by 
hypohromite 
in 2.5 min. 

(d) 

N evolved 
as per cent 
of (6-) 


mg. 

mg. 

■mg. 

mg. 


Human serum albumin 

3.190 

: 0.3990 

0.1S94 

0.1220 

64.4 

Gelatin 

3.402 

i 0.5175 

0.2459 

0.2373 

i 92.9 

Edestin 

3.404 

0.9820 

0.4661 

0.3745 

80.3 


Calculated N corrected for 5 per cent deficit in N evolved from urea and argi- 
nine under the conditions used for the analysis. Calculated arginine N is based 
on data of Brand (12) for human serum albumin. For gelatin and edestin, calcula- 
tions are based on data assembled by Chibnall (11). 

Evolution of N by Hypohromite Reaction from Guanidiney Guanidine Deriva- 
iiveSy Amino AcidSy and Other Compounds 

Under the conditions of the routine urinalysis, many substances besides 
proteins were found to evolve N when they reacted with alkaline hypo- 
bromite. In particular, guanidine and its derivatives of the type R 1 R 2 - 
^ — C( = NH) — NH 2 (where Ri and R 2 may be H, alkyl, or aryl groups) 
give off nearly two-thirds of their guanidine nitrogen. Of such a type are, 
for example, arginine, methylguanidine, creatine, and giianidoacetic acid, 
and of a similar type are dicyandiamide and guanylurea'. The evolution 
of N from the guanidino groups is quite rapid with these compounds and is 
complete or nearly complete in the 2.5 minutes required for urine analysis. 
Another group of substances, aliphatic diamines, evolve N at a slower but 
still appreciable rate. Pentamethylene- and hexamethylenediamine, orni- 
thine and lysine evolve about 3 per cent of their total nitrogen in 2,5 
minutes, and about 10 per cent of their total nitrogen in 10 minutes. 
This evolution of nitrogen may stem from nitrile formation, ring closure 
to form an amidine, and reaction of this latter group with more hypo- 
bromite. In contrast, monoamino-, mono-, or dicarboxylic acids, aspara- 
gine, glutamine, and creatine evolve practically no N in the routine reac- 
tion time. Glutathione evolves slightly less N per mole than do the 
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diamines. Mono-N-substituted ureas evolve nearly one-half their total 
iirea^nitrogen. 

In addition to the above nitrogen compounds, glucose also evolves gas 
which is measured as N in the routine analyses. A 1 per cent solution of 
glucose evolves an amount of gas equivalent to approximately 0.024 gm. 
of N per liter. Hence the hypobromite method should not be employed 
for analyses of urine from diabetics. 

DISCUSSION 

The sources of error and their significance are apparent from the above 
paragraphs. Of ancillary interest is the finding that not all of the arginine 
giianidino groups in proteins appear to be available for reaction with 
alkaline hypobromite under the condition used; this suggests that some of 
these groups may be involved in linkages and are therefore not free. (There 
is little likelihood that this effect is due to exhaustion of the OBr'" because 
of the proportionality of the results with different amounts of protein. 
The expected N is evolved from protein-urea mixtures.) Similar observa- 
tions have been made in the case of egg albumin by Goldschmidt et aL 
(9) ; in this protein even after a 4 hour exposure to hypobromite, there was 
still some intact arginine which could be demonstrated, suggesting that 
the arginine linkages in proteins were not all identical and that some of the 
guanidino groups were protected. Of similar import are the observations 
of Eoche and his collaborators (see, for example, (13)) who have used the 
Sakaguchi reaction on intact proteins and found less color developed 
than would be expected from the total arginine content of the proteins 
examined. In addition, Simms has suggested, from the evidence offered by 
his titration curves of certain proteins, that some of the arginine guanidino 
groups are somehow linked to other portions of the protein molecule (14). 
Further work is under way at present on the reaction of hypobromite with 
proteins and guanidine derivatives; preliminary experiments suggest that 
the hypobromite reaction may be of some use for rapid semunicroestima- 
tion of arginine in protein hydrolysates (c/. (15)). 

SUMMARY 

Under the conditions used for gasometric determination of urea and 
ammonia by the h}q3obromite reaction, the greater part of the guanidino 
groups in proteins reacts with evolution of nitrogen gas. In urine with 
high protein concentration (e.g, 30 or more gm. per liter) the nitrogen gas 
evolved from the proteins may cause a plus error of as much as 30 per 
cent in the urea determination. This error can be prevented by prelimi- 
nary removal of the proteins by Somogyi’s zinc hydroxide precipitation. 

The reaction of hypobromite with human serum albumin, bovine y- 
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globulin, edestin, and gelatin has been studied with regard to its time 
course and evolution of total nitrogen gas. The final amounts of nitrogen 
gas evolved were from 64 to 93 per cent of that which would be evolved 
by the giiaiiidino groups of arginine in the amounts reported to be present 
in these proteins. It appears that some of the guanidino groups in the 
protein molecules are not free to react with alkaline hypobroinite. 

The reactions of other substances with hypobromite have been reviewed. 
Glucose, if present in more than 2 per cent concentration, will cause evolu- 
tion of enough gas to produce a significant positive error in determination 
of urine urea. 
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LETTERS TO THE EDITORS 


THE USE OF LACTOBACILLUS LEICHMANNII IN THE: 
MICROBIOLOGICAL ASSAY OF THE ^^ANIMAL 

PROTEIN FACTOR’’ 


Sin: 

During the course of isolation studies on the “animal protein factor’^ 
we have emplo3"ed a microbiological assay method to follow its separation 
and purification from various naturally occurring cmde materials. Specific 


Concentrate per tube i 

0.1 N acid produced 

7 

ml. 

0 

3.20 

0 

3.30 

0.005 

4.45 

0.010 

5.65 

0.015 

6.80 

0.020 

8.65 

0.030 

10.50 

0.050 

11.40 


Medium: The 100 ml. double strength medium contains 1.0 gm. of acid-hydrolyzed 
norit-treated casein {Univ* Texas Pub., No. 82 (1941)); 20 mg. each of trypto- 
phan and cystine; 1 mg. each of adenine, guanine, xanthine, and uracil; 1 ml. each of 
Salts A, Salts B (Snell, E. B., and Wright, L. D., J. Biol. Chem., 139, 675 (1941)); 
1.2 gni, of sodium acetate; 4 gm. of glucose; 1 7 of biotin; 400 7 of pyridoxine; 400 y 
of pyridoxal; 200 7 each of riboflavin, thiamine, pantothenic acid, nicotinic acid; 
100 7 of folic acid; 0.2 ml. of Tween 80 and 500 mg. of norit-treated tryptic digest of 
casein. (The casein digest is prepared as follows: 25 gm. of Labco casein are sus- 
pended in 250 ml, of 0.8 per cent NallCOs and incubated under benzene with 0.5 gm. 
of trypsin for 48 hours. After digestion, the material is autoclaved 15 minutes and 
fdierod. Tlie filtrate is taken to pH 2.0, stirred 1 hour with 10 gm, of norit A, and 
filtered. The pH of the filtrate is then adjusted to 6.6 to 6.8.) Inoculum: 0.1 ml. of 
24 hour culture of L. Uichnannii grown in 1 per cent tryptose milk tube suspended 
in 10 ml. of saline. Sterilization: Autoclave 15 minutes at 120®. Incubation: 
for 24 hours for turbidimetric determination or 72 hours for titrimetric deter- 
mination. 

data showing the excellent correlation obtained between the microbiological 
and mouse growth^ assay methods for the “animal protein factor” will be 
published at a later date. 

1 Bosshardt, D. K., Paul, W. K., O’Doherty, K., Huff, J. W., and Barnes, R. 
Abstracts, American Chemical Society, 113th meeting, 22C (1948), 
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The organism employed in the microbiological assay is LaciobacUlus 
leichmmmii (ATCC 4797)* Its response to a highly purified preparation^ 
prepared in these laboratories, demonstrated to have “animal protein 
factor” activity in the mouse, is shown in the table. Using the basal 
medium and the conditions described in the table, we routinely have 
obtained highly satisfactory assay results with L. leichmannii for over a 
year. 

Recent reports from the Merck laboratories- have indicated that the 
“animal protein factor” is identical with or closely related to vitamin 
Bi2. If such is the case, it is probable that L. leichmannii may be the 
organism of choice for the microbiological assay of vitamin B 12 . The 
complex growth requirements of L. lactis (ATCC 8000), currently employed 
as the assay organism for vitamin B 12 ,® have made its use in routine pro- 
cedures difficult and unpredictable. We have found that both organisms 
will respond to purified liver preparations (shown to be active as “animal 
protein factor” in mice) and similarly to relatively large amounts of thy- 
midine.^ The effects of ascorbic acid and air, as reported l)y Shivo et aL^ 
for L. laciiSj have been demonstrated with L. leichmannii. Autoclaving 
the tests for 15 minutes at 120° minimized the effects of ascorbic acid and 
air, but the growth stimulation by thymidine must be considered in the 
interpretation of results, particularly when crude materials are assayed* 
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^ Ott, W. H., Rickes, E. L., and Wood, T. R.,/. BioL Ckem.f 174, 1017 (1948). 

2 Short, M. S., Science^ 107, 396 (1948). 

^ Wright, L. D., Skeggs, H. R., and Hufi, J. W., /. BioL Chem., ui press. 

^ Shive, W., Ravel, J. M., and Eakiri, R. E., /. Am. Chem, Soc.^ 70, 2611 (1948). 



CONCERNING THE MECHANISM OF THE MAMMALIAN 
CONVERSION OF TRYPTOPHAN INTO 
NICOTINIC ACID* 

Sirs: 


The mechanism of the conversion of tryptophan to nicotinic acid in- 
volving kynurenine and 3-hydroxyanthranilic acid as intermediates, has 
been demonstrated in Neurospora,^ and confirmatory feeding experiments- 




T 


CH 2 GHCOOH 


\/^Y 


mh 


H 


COCHjCHCOOH 




!— NH: NH 2 

Kynurenine 


COOH 


/V * 

/ ^ qooh 


in rats have been reported recently.* We have shown* that tryptophan- 
/S-C^** is directly converted into kynurenine in the intact mammal, but, 
because the labeled carbon atom was lost, it was necessary (by other means) 
to establish its further conversion to nicotinic acid. 


Compound 

specific activity, counts per min. per mg. 

Tryptophan (fed) 

2740 

0.75 

2.0 (2.2 calculated) 

1.3 (1.2 ‘‘ ) 

N-'Mcthyliiicotinaniide picrate (carrier)... 

Nicotinic acid 

Barium carbonate from decarboxylation 



We have now synthesized^ DL-tryptophan-3-C“, and have shown that 
the conversion proceeds in the same fashion in the rat as in Nmrospora. 

* This paper is based on work performed under contract No. W-7405-eng-48 with 
the Atomic Energy Commission in connection with the Kadiation Laboratory, 
University of California, Berkeley. We axe also indebted to the Rockefeller Founda- 
tion for support. 

1 Mitchell, H. K., and Nyc, J. F., Proo. Nat. Acad. Sc., 34, 1 (1948). 

^ Albert, P. W., Scheer, B. T., and Deuel, H. J., Jr., J. Biol. Chem., 176, 479 (1948). 

» Heidelberger, C., Gullberg, M. E., Morgan, A. F., and Lepkovsky, S., J. Biol. 
Chem., 176, 471 (1948). 

* Heidelberger, C., unpublished material. 
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The tryptophan (226 mg.) was fed to three rats by stomach tiii)ej and 
the 24 hour urines were passed through a periniitit coiiiiiiii, T!ie 'N- 
niethyliiicotiiiamide (750 t) was eluted with KCl,^ 7ii mg. of carrier N- 
metliyliiicotinaniide chloride were added, and the picrate was formed and 
purified. The amide was freed of picric acid and converted with HCl 
in a sealed tube into nicotinic acid, which was purified and dtuairhoxylated 
catalytically. The specific actmtics are shown in the table. A significant 
observation is that the carbon atom, which is a precursor to tlie carboxyl 
group of the hydroxyanthranilic acid, becomes the caihoxyl carbon of 
nicotinic acid. 
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THE EFFl^C'r OF DISSOCIATION IN LACTOBACILLUS LACTIS 
CULTUBES ON THE REQUIREMENT FOR VITAMIN Bi,* 

Sirs: 


Alilioiigh. LaeiokieUlus laclis Dorner (American Type Culture Collec- 
tion No. 8000) is si:al)l(3 in its requirement for both vitamin B12 (LLD 
factor) and tomato juice (TJ) factor when cultured on a tomato juice- 
yeast extracii-skim milk inedinm, the culture undergoes dissociatioid when 
serial transfers are made on the usual yeast extract-glucose agar, with or 
Avitiiout added toma.to juice. Variants produced on this stock agar may 
grow in the amino acid assay medium with the tomato juice supplement 
only, and one isolated variant required no supplement when the concen- 
tration of l;lie amino acuds was doubled. L-IIistidine Avas responsible for 
a large amount of this growth. 

The medium used in the assay of the LL'J) factor-^' and in connection 
with the isolation of vitamin BiS is that of Baumgarten et modified 
by the addition of all the B vitamins at 10-fold concentration, except 
biotin a,n(! pt e,royjglutami(*> acid, which are used at 0.05 7 per 10 ml Ade- 
nine, guanine, uracil, and xanthine arc added at 0.1 mg., and 0.5 ml. of 
clarified tomato juice (TJ factor) is used routinely. An extremely small 
inoculum of t.wice waslied culture* is used. 

The assay as outlined above Avorks well Avith the stabilized culture and 
purified liver extracts or crystalline vitamin B12, but erratic results may 
be obtained with the dissociating culture or with some crude materials 
because of (he prescaice of inhil)iiory substances.-'^* The inhibition has 
bcHui found to bt', due?, in part, to liigh concentrations of folic acid. High 
Ic^vels of scrims, /^-aminobenzoic acid, xantliine, MnSO-i, NaCl, and FeSO/,, 
under <*t*rta.in (‘uiulitions, also inliibit growth. 

C!ultur<3 filtra,f(‘S of Lmdohacilbis cmd, Sl;replococciis faecalis R, and 


Sciontifii! {JaruT No. I. < Jonl.ribuUon No. 2134 of the Maryland Agricultural 
.Experiment StaTum ( I )(a>artnHnU< of Poultry i liisbandry). This study was supported 
in part liy a graiil from Merck and (foinpauy, Inc., Rahway, New Jersey. 

’ Braun, AV., Had. /fan, 11, 101 (1947), 

2 Bhorh, M:. 8., J. Hid. Cham., 169, 455 (1047). 

Sfiorb, M. 8., Heirmu), 107, 307 (1048). 

^Rickos, K, L., Brink, N. G., Komuszy, F. E., Wood, T. R., and Folkers, K., 
NVienre, 107, 390 (1048). 

® Baumgarteii, W,, Garcy, J. Olsen, M. J., Stone, L,, and Boruff, C. S., J. Am. 

aheiti.Soc.,m,m7 ( 1044 ). 

6 Shorb, M:. B., /. Bad., 63, 669 (1947). 
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Escherichia coli and fresh chicken droppings (frozen for 24 hours) have a 
low vitamin B 12 activity. 

Department of Poultry Husbandry Mary S. Shore 

University of Maryland G, M. Briggs'^ 

College Park, Maryland 

Received for publication, September 24, 1948 

Present address, Division of Poultry Husbandry, University of Minnesota, St. 
Paul, Minnesota. 



RESPONSE OF LACTOBxVCILLlTS LEICHMANNII 313 TO THE 
ANTIPERNICIOUS ANEMIA FACTOR 


Sirs: 

Recent observations have shown that thymidine has a growth- 
stimulating effect upon Lactobacillus lactis Dorner under conditions in 
which growth is also promoted by vitamin Thymidine has also 

been found to promote the growth of Lactobacillus leichmannii 313.® Ac- 


Addition per ml. basal medium 

Optical density 

None 

my 

0.06 

APA factor 

0.0005 

0.04 


0.0015 

0,00 


0.005 

0.12 


0.015 

0.20 


0.05 

0.37 


0.15 

0.G2 


0.5 

0.97 


1.5 

1.17 


5.0 

1 1.17 

Liver CNiract, iiijee-table 

c. mm. 

0.005 

1 

0.17 


0.015 

0.34 


0.05 

0.60 


0.15 

0.86 

j 

0.5 

1.17 


cordingly, the effect of a sample of crystalline antipernicious anemia 
factor (APA factor) was tested with this organism, with a basal medium 
similar to that described by Snell and coworkers.® A final volume of 2 or 
4 ml. and an incubation temperature of 37° were used. Readings were 
made at 14 hours with the results given in the table. 

In other e.xpcriraents higher levels of liver extract did not produce 
growth in excess of the maximum growth obtained with the APA factor. 
Half maximum growth was obtained with 0.25 to 0.5 7 of thymidine per 

1 Shive, W., Ravel, J. M., and Eakin, R. E., J. Am. Chern. Soc., 70, 2614 (1948). 

= Wright, L. D., Skeggs, H. R., and Huff, J. W., J. Biol. Chem., 175, 475 (1948). 

’Rickes, E. L., Brink, N. G., Koniuszy, F. R., Wood, T. R., and Folkers, K., 
Science, 107, 396 (1948). 

< Shorb, M. S., Science, 107, 397 (1948). 

' Snell, E. E., Kitay, E., and McNutt, W. S., J. Biol. Chem., 175, 474 (1948). 
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ml/’ When pteroylglutamic acid and p-aminobenzoic acid were omitted 
from the culture medium, the organism did not respond to tlie APA factor. 
Increasing the level of pteroylglutamic acid up to 50 y per ml. of culture 
mediiiiia did not permit growth in the absence of the APA factor. 

The results indicated that LactohacUhis leickmannii 313 may be a sensi- 
tive test organism for the crystalline antiperoicious anemia factor, and 
that liver extract produced a similar response, 

Lederle Laboratories Division C. E. Hoi''fmann 

American Cyanamid Com'pany E. L. R. Stokstad 

Pearl River ^ New York A. L, Franklin 

Thomas H. Jukes 

Received for publication, September 29, 1948 

s Samples of thymidine were kindly furnished by Dr. W. Shive and Dr. D. W, 
Woolley. 



the site of conversion of carotene to vitamin a* 


Sirs: 

In a recent paper*^ from this department evidence was presented that 
one site of conversion of carotene to vitamin A in the rat was the intestinal 
wall. Since the analytical method used in these experiments was the Carr- 
Price reaction which is not specific for vitamin A, it was felt that the 
qualitative identification of vitamin A in the intestinal wall of the rat would 
strengthen the conclusions drawn. The purpose of this paper is to present 
such evidence. 



O FI uorescerit- rnsi-enol cf 
ini-esfines 
Vi’-rgmin A dicohol 


300 310 320 530 340 350 

WAVE LENeTH,-mp. 

Fio. 1. The absorption eurves of nitamin A alcohol and the fluorescent material 
of the intestinal tract. 

Ten vitamin A-dcficient rats were given 0.5 ml. of cottonseed oil con- 
taining .1200 7 of carotcjiie'- and 0.5 per cent tocopherol by stomach tube. 
At the end of 4 hours the animals were sacrificed and the intestinal tracts 
removed. This time interval was chosen, since in the previous experi- 
ments it was found that at the end of this period the vitamin A level in 
the intestinal wall had attained its maximum value. Although vitamin A 

* Aided by a grant from the Nutrition Foundation, Inc. The author wishes to 
express his appreciation for the use of the facilities of the Hancock Foundation. 
Contribution No. 185 from the Department of Biochemistry, University of Southern 
California. 

1 Mattson, F. H., Mehl, J. W., and Deuel, H. J., Jr., Arch. Biochem., 16, 65 (1947) . 

’ Obtained from General Bioohemicals, Inc., Chagrin Falls, Ohio. 
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is also present in the liver at that time, the amount in the intestinal Avail 
exceeds that in the liver. The contents of the intestines AA^ere flushed out 
Avith 0.9 per cent sodium chloride and the intestines combined into one 
sample. The sample Avas saponified AAuth alcoholic KOH and extracted 
Avith Skellysolve A. The petroleum ether AVas then extracted three times 
with 90 per cent methyl alcohol. In this Avay most of the vitamin A is 
extracted by the methyl alcohol, leaving the carotene in the Skellysolve. 
SiiflScient AA^ater Avas then added to the methyl alcohol solution to reduce 
the concentration of alcohol to approximately 50 per cent. This Avas then 
extracted AAith Skellysolve B. The Skellysolve Avas dried Avitli anhydrous 
sodium sulfate and reduced to a small volume in a stream of nitrogen. 
This AA^as placed on a column of 1 : 1 magnesium oxide-Hyflo and the chro- 
matogram developed AAith Skellysolve B. The fluorescing band Avas 
separated mechanically and eluted AAith Skellysolve B containing a small 
amount of ethyl alcohol. The absorption curve of this fluorescing band 
AA^as determined on the Beckman spectrophotometer. These results 
AAith those determined on vitamin A alcohoP are shoAvn in the graph. A 
mixed chromatogram of vitamin A alcohol and the fluorescent material 
isolated from the intestines gaA^e a single fluorescing band on a column of 
magnesium oxide and Hyflo AAith Skellysolve B as the solvent and de- 
veloping agent. 

Since the material isolated from the intestines of the rats exhibited 
fluorescence, possessed an absorption curve similar to that of vitamin A, 
and sliGAA'^ed a single fluorescing band in a mixed chromatogram Avith vitamin 
A, it is reasonably certain that vitamin A is present in the intestinal AA^all 
of rats 4 hours after supplementing Avith carotene. 

Department of Biochemistry and Nutrition Feed H. Mattson"^ 

University of Southern California School of 
Medicine 

Los Angeles 

Received for publication, October 4, 1948 


^ Obtained from Distillation Products, Inc., Rochester, New York. 

^ Present address, The Procter and Gamble Company, Cincinnati, Ohio. 



OXIDATION IN VIVO OF EMULSIFIED RADIOACTIVE 
TRILAURIN ADMINISTERED INTRAVENOUSLY^ 


Sirs: 

Studies conducted in this laboratory have clearly shown that fat in- 
jected iiitravenouslj^ in an emulsified form is utilized for energy by the 
dogd The rate of disappeai'ance of such fat from the blood of various 
species lias been found to be very rapid.- In order to determine how 
rapidly such fat is metabolized in vivo, use has been made of an emulsion 
which contained radioactive trilaurin. The radioactive lauric acid present 


Excretion of by Rat following Intravenous Injection of 
Emulsified Trilaurin ( — ) 


Sample No. 

Time of collection 

Specific activity* 

Injected activity 
expired 

Per sample 

Total 

j 

min. 

min. 


per cent 

1 

10 

10 

4100 

2.76 

2 

10 

20 

7560 

7.23 

3 

15 

35 

9060 

15.77 

4 ! 

20 

55 

7910 

25.39 

5 1 

35 

90 

7220 

40.01 

6 

40 

130 

5510 

61.31 

7 

35 

165 

3580 

58.43 

8 

35 

200 

2640 

63.78 

9 

35 

235 

2050 

67.18 

10 

35 

270 

1670 

70.85 


Specific activity = counts per minute per mg. of CO 2 carbon. 


in the trilaurin contained in the carboxyl group, and the trilaurin was 
made by direct esterification.® An emulsion was made containing 0.6 
gm. of coconut oil, 0.4 gm. of the trilaurin, water, dextrose, and stabilizers, 
and made up to a total volume of 20 ml This product %vas sealed in 
glass ampules under N 2 and sterilized by autoclaving. 

Although a number of metabolic studies have been carried out, only 
one typical example will be described here. A non-fasted female rat 

* Supported in part by grants-in-aid from the Nutrition Foundation, Inc,, the 
Milbank Memorial Fund, The Upjohn Company, and the National Dairy Council. 

^McKibbin, J. M., Ferry, R. M., Jr., and Stare, F. J., /. Clin. Invest., 28, 679 
(1946). 

® Geyer, R. P., Mann, G. V., and Stare, F. J., J, Lab. and Clin. Med.,ZZ, 175 (1948). 

3 Details concerning the syntheses and emulsification techniques will be described 
in a more complete paper now in preparation, 
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weighing 270 gm. was anesthetised lightly with ether and was injected 
intravenously through a tail vein with 3.9 ml of the above einiilsion. The 
animal was immediately placed in a respironieter chamber and serial 
samples of expired CO 2 were collected in 1 n NaOIi. Total CO 2 deter- 
minations were made by the Van Slyke manometric technique^ and radio- 
activity assays were made on BaCOs samples prepared from the alkali- 
carbonate solution. Preparation of the samples and counting were 
accomplished according to the method described by Olson et al:^ The results 
are given in the accompanying table. 

Essentially the same results were obtained with animals fasted 24 
hours. From these data it is apparent that properly emulsified fat is 
utilized immediately for energy following its intravenous administration. 

Department oj Nvtrition, Harvard School of Robeet P. Geyi^r 

Public Health, and Department of Biological June Chii'ivian 

ChemiHnj, Harvard Medical School F. J. 8taee 

Boston 

Received for publication, October 14, 1948 


^ Olson, P. E., Miller, 0. N., Topper, Y. J., and Stare, F. J., J. Biol. Chetii., 176, 
503 (1948). 



2,().DIAMIN()PIT.RINE, A PRECURSOR OF NUCLEIC 
ACID GUANINE’^ 


Sirs: 


2,()-I)iaBiiiiopiirine (2-amin()adenine), which was postulated^ as one of 
the possible intermediates involved in the conversion of adenine into 
nucleic acid guanine^" has I)een synthesized^ with isotopic nitrogen in the 1 



Atom per cent excess 

Calculated on 
basis of 100 per 
cent in pu- 

rine fed 

2 , 6-Dianii nopuri no (dietary) 

5.44 

5.45 

100 

Sodium nucleic acids 

0.076 

0.075 

Copper purines 

0.148 

(0.157t) 


Adenine (calculated from picrate)t 

0.043 

0.78 

(h'oc)t * * 

0.042 


Guanine sulfatct 

0.222 


4.0 

(frec)t 

0.216 


Silver pyrimidines 

0.022 


! 0.40 

All an toil! 

0.336 

0.335 

6.2 

Urea 

0.023 

0.023 

0.42 

Ammonia 

0.020 

0.022 

0.38 

Total urinary nitrogen 

0.051 

0.054 

0.96 



^ ('onsolidatod-Nicr ratio mass spectrometer; duplicates are on independent 
digestioiivS and conversions. 

t Tiisuflicieut gas sample for optimum determination. 

t The guanine was shown to be free of adenine by paper chromatography (Vischer, 
K, ami CiiargafT, E. , J, BioL Chem.y 176, 703 (1948)). The adenine contained a trace 
of foreign material, not definitely identified as guanine. 


mid 3 positions of the ring and in the 2 amino group. It was administered 
by stomach tube to rats at a level of 29 mg. per kilo per day for 3 days. 


* The authors wish to acknowledge the assistance of the James Foundation of New 
York, Inc., the National Cancer Institute of the United States Public Health Service, 
and the Office of Naval Research. 

1 Brown, G. B, , Cold Spring Harbor symposia on quantitative biology, Cold Spring 
Harbor, 13, in press. 

2 Brown, G. B., Roll, P. M., Plentl, A. A., and Cavalieri, L. F., /. Biol Chem., 172, 
469 (1948). 

^ Bendich, A., Tinker, J. F., and Brown, G. B., J. Am. Chem. Soc., 70, 3109 (1948). 
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The urinary constituents and the total nucleic acids of the viscera were 
examined (see the table). 

. The results indicate that 2,6-diaminopurino is an effective precursor of 
nucleic acid guanine. 

It is interesting that both adenine and 2,6-diaminopurine are toxic for 
rats at levels at which other purines have proved to be non-toxic, and that 
2,6-diaminopurine evinces apparent 'hxntipurine-inetabolite’^ behavior^ 
under certain conditions. In so far as the authors are aware, the presence 
of this purine has not been detected in nature. 

Sloan-Kettering Institute for Cancer Research Aaron Bbndich 

New York George Boswoeth Brown 

Iteceived for publication, October 15, 1948 

^^Hitchings, G. H., Elion, G. B., VanclerWcrff, H., and Falco, E. A., J . BioL Chcm.^ 
174,^65 (1948). 



GLUTAMINE AND THE GROWTH OF 
STAPHYLOCOCCUS AUREUS 


Sna: 

Gi'ossowicz* recently reported experiments from which he concluded 
that the addition of O.d to 2.0 lug. of L-glutamine per ml. of medium (sup- 
plemented casein hydrolysate) inhibited the growth of Staphylococcus 
aureus, and that this inhibition was abolished by L-glutamate. Inhibi- 
tions by commercial preparations of L-glutamine had been observed in this 


Growth of Staphylococcus aureus on the medium of Lichtenstein and Grossowicz* 
at 37°. Inoculum 10* organisms from 16 hour broth culture. The L-glutamate and 
L-glutamine were .sterilized by filtration of a 1 per cent stock solution. 0 indicates 
no growth, 4- visible growth, -h-f-h-l- maximum growth. 


Substances acklcd to 5 nil. medium 


Growth 


16 brs. j 24 hrs. 


48 hrs. 


None 

L-Glutamine (British Drug Housch), 10 mg... , 
‘‘ ( “ “ purified), 

2-40 mg 

L-Gluiamate, 2 mg 

Zn (as ZnOB), 0.(X)1 ing 

‘‘ “ “ 0.005 “ 

“ “ 0.001 L-glutamate, 2 mg.., 

“ “ “ 0.005 “ 2 . 

“ “ ‘‘ O.Oi li-glutamine, 10 mg. . , 

“ ‘‘ “ 0,005 “ ‘‘ 10 ‘‘ . 


+ 

4*+ 

4-4-4-4- 

0 

0? 

4‘4d — h 

+ 

+++ 

-1-+-I-+ 

0? 

4*+ 

4-+++ 

0 

0 

0 

0 

0 

0? 

0 1 

++ 

Hi — 1“4’4' 

0 ' 

+++ 

++4-+ 

0 

4-+ 

4-+4-4- 

0? 1 

4"H — h 

+4'-{-4* 


^ Lichtenstein, N., and Grossowicz:, N., J , Biol, Chem.f 171, 387 (1947). 


laboratory some time ago during work on streptococci, but no inhibition 
occurred when pure glutamine was used. Two strains of Staphylococcus 
aureus showed results similar to those of Grossowicz when a preparation 
of L-glutamine from The British Dmg Houses (Batch 639261) was used. 
This specimen was purified by passing ILS through a slightly alkaline 
solution and then treating it according to Archibald.^ Concentrations up 
to 8.0 mg. per ml. of the purified material did not inhibit growth. The 
British Drag Houses examined the above batch of impure glutamine 
polarographically, and found 0.75 per cent Zn and 0.44 per cent Ba. The 
amide nitrogen Avas 54 per cent of the theoretical value. Other impurities 

‘ Grossowicz, N., J. Biol. Chem., 173, 729 (1948). 

“ -Archibald, R. M., J. Biol. Chem., 169, 693 (1945). 
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were arginine (2 per cent), ammonium pyrrolidone carboxylate^ and am- 
monium glutamate. Zn in concentrai ions comparable to those present 
in impure glutamine inhibited growth completely; this inhibition was 
reversed by L-glutamate and L-glutamine (see the table). 

As Grossowicz used commercial preparations of glutamine, one of which 
was supplied by The British Drug Houses, it is probable that the inhibitions 
observed by him were due to impurities. 

Medical Research Council Unit for Cell D. E. nuniiEs 

Metaholism 

Department of Biochemistry 
I'he University 
Sheffield 10, England 

Received for publication, October 26, 1948 



THE PARTICIPATION OF INORGANIC PYROPHOSPHATE IN 
THE REVERSIBLE ENZYMATIC SYNTHESIS OF 
:DI PHOSPHOF YRIDINE NUCLEOTIDE 


Sirs: 

A purilied enzyme preparation has been obtained from an autolysate of 
dried brewers’ yeast by ammonium sulfate fractionation and isoelectric pre- 
cipitation w'hich catalyzes the reaction: nicotinamide mononucleotide 
(NMN) -i- adenosine triphosphate (ATP) DPN + inorganic pyrophos- 


Substance cstimatedf 

DPN synthesis,* micromoles 
per ml. 

ATP synthesis,* micromoles 
per ml. 


0 min. 

60 mm. 

1 . 

A 

0 min. 

60 min. 

A 

NMNt 

2.50 



0.0 ! 



ATP 

2.20 

1.36 

-0.84 

0.0 

1 .02 

+1.02 

DPN 

0,0 

0.74 

+0.74 

1.50 j 

i 0.61 

-0,80 

P-P 

0.0 

0.83 

+0.83 

1.80 

0.79 

-1.01 

Ortliopliosphade 

1 O.IJ 

0.13 


0.16 i 

0.09 


Phosphate, acid-labile. ....... 

j 4.44 

j 4.50 


I 3.60 

3.66 



* For DPN wyathesis, 1,0 ml. of reaction mixture contained 50 y of the enzyme 
preparation, 0.3 micromole of IMgCU, and 50 micromoles of glycylglycine buffer 
(pH 7.4) in addition to ATP and NMN; for ATP synthesis 1,0 ml. contained 50 y of 
the enzyme f)r(3paration, 0.75 micromole of MgCl 2 , and 50 micromoles of glycyl- 
glycine buffer (plT 7.4) in, addition to DPN and P-P. Constant values wore reached 
after 30 to 40 minutes at 38*^. 

t ATP was estimated speotrophotometrically by triphosphopyridine nucleotide 
reduction in the presence of glucose, hexoldnase, and Zwischenferynent, and DPN 
}>y rodiictiion with the trioso phosphate dehydrogenase system, Inorganic pyro- 
pliosphate was estimat.ed as orthophosphate after acid hydrolysis of the precipitated 
and waslied manganous salt, ami acid-labile phospliate as the orthophosphate re- 
leased af (lOr to minute hydrolysis in 1 nIDSO.! at lOO®, 

X NMN was pr(i|)ared },)y hytirolysis <,)f DPN with nucleotide pyrophosphatase.^ ^ 
After imritifiat ion the ratio, nicotinamidc-ribose moiety to organic phosphate, 
was 1.0. 

phatc (P-!^). Ill the tiiblo are summurized two experiments in which 
equilibrium was attained starting from the left (DPN synthesis) and the 
right (ATP synthesis). The equilibrium constant, K = ((DPN)(P-P))/- 
((NMN)(ATP)), calculated from the data of the two experiments is 0.3 in 
one case and 0.5 in the other. The concentrations of acid-labile phosphate 
were unchanged and no orthophosphate was produced. Nicotinamide nu- 

1 Komberg, A., J. Biol. Chem., 174, 1051 (1948). 

^ Komborg, A., ntid Liiulberg, 0., Biol. Chem., 176, 665 (1948). 
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cleosidCj adenosine diphosphate, and adenylic acid were inactive in DPN 
synthesis, , The reduced form of DPN -was split by the purified enzyme 
preparation in the presence of inorganic pyrophosphate, but triphosplio- 
pyridiiie nucleotide and flavin-adenine dinucleotide were not. The possi- 
bility that the latter twm nucleotides may participate in analogous reactions 
with crude enzyme preparations requires further study. 

These findings indicate a mechanism for the synthesis of DPN and for 
the origin and function of inorganic p 3 nrophosphate. Ochoa, Cori, and 
Cori^ isolated inorganic pyrophosphate from dialyzed rat liver dispersions 
in which glutamate, pymvate, or succinate was being oxidized. It was 
later identified in washed rabbit kidney particles oxidizing glutamate,^ * - 
in molds,® and in yeast.® The present findings suggest that the accumula- 
tion of inorganic pyrophosphate in fungi and in tissues may be explained by 
a sequence of three reactions: (1) the irreversible hydrolysis of DPN by 
nucleotide pyrophosphatase^* - to yield NMN and adenylic acid, (2) the 
phosphorylation of adenylic acid to ATP in respiration or fermentation, and 
(3) the combination of NMN with ATP to produce inorgaBif3 pyrophos- 
phate and regenerate DPN. 

National Institutes of Health Aethitr Kornberg^ 

Bethesda 
Maryland 

Received for publication, November 10, 1948 


® Gori, C. F., in A symposium on respiratory enzymes, Madison (1942). 

^ Green, D. E., et aL, Abstracts, American Chemical Society, Atlantic City, 2(>B, 
April (1947). 

5 Mann, T., Biochem. J., 38, 345 (1944). 

® LindaM, P. E., and Lindberg, 0., Nature, 167, 335 (1946) . 

’ The valuable technical assistance of Mr. W, 'E. Pricer, J'r., is gralefijlly 
acknowledged. 



RELATION OF VITAMIN B,o TO THE GROWTH FACTOR 
PRESENT IN COW MANURE 


Sirs-' 

Crystalline vitamin B 12 , reported by Ott et aU to have activity for chick 
growth, has been found to be completely effective, either orally or by intra- 
muscular injection, when tested by the method developed in this labora- 
tory® to assay quantities of the unknown growth factor occurring in cow 
manure, in fish-meal, and in some other feedstuffs of animal origin. Details 


Experiment 

No. 

Supplement 

Level of supple- 
ment in diet, 
y per 100 gm. 

No. of 
chicks 

Average gain^ 
2 to4 wks. 
of age 

1 

None 


9 

gm. 

40.6 


Acid ppt. 

75,000 

9 

77.3 


lid 

150,000 

8 

89.1 


{{ ({ 

300, a)o 

8 

94.9 


Vitamin (crystalline)* 

0.25 

9 

62,6 


ii U (( 

0.50 

9 

81.7 


U 4< (C 

1.00 

8 

85,4 


H ti it 

2.00 

9 

100.9 

2 

None 

Single injection 
of supplement, 
y per chick 

8 

! 

89.3 


2 unit liver cxtractf 

100,000 

9 

98.3 


2 

200,000 

8 

115.0 


2 

300,000 

9 

116.6 


Vitamin Bn (crystalline) 

1.25 

9 

123.4 


' it ti tt 

2.5 

9 

123.3 


a U (( 

1 5.0 

9 

120.4 


* Prepared by Merck and Company, Inc., Rahway, New Jersey, 
t Liver injection (crude), 2 U. S. P. units per ml. 


of the method were the same as those reported previously,® except that the 
progeny of undepleted hens were used in the second of the two experi- 
ments. Injections were made into the breast muscle on the 1st day of the 
14 day experimental period. 

The results in the table show that the maximum growth response was 
the same in Experiment 1 for crystalline vitamin Bia and the acid precipi- 

1 Ott, W. H., Rickes, E. L., and Wood, T. R., /. Biol. Chem., 174, 1047 (1948). 

» Bird, H. R., Rubin, M., and Groschke, A. 0., J. Biol. Chem., 174, 611 (1948). 
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tate of water extract of cow manure, and essentially the same in Experi- 
ment 2 for the crystalline vitamin and 2 unit liver extract* The gains 
obtained in Experiment 1 were plotted against the dietary level of the 
crystalline vitamin and a dose-response curve constructed. The gain 
obtained with the lowest level of acid precipitate was applied to the straight 
line portion of the curve, and it was calculated that the acid precipitate 
contained the equivalent of 5.8 7 of vitamin B12. Comparative chick and 
bacterial assays would be of interest as a means of determining the possible 
existence of different forms of the vitamin. 

In view of the potency of this vitamin as a bacterial growth factor the 
injection experiments are of particular interest since they show that its 
effect on the chick is direct and not mediated through the intestinal flora. 

Bureau, of Animal Industry Robert J. Lillie 

Agricultural Research Administration (JifARLES A. Dextox 

United States Department of Agriculture H. H.. Bird 
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Globulins, fractionation, sodium sul- 
fate use, Kibrick and Blonstein, 983 
Hypoproteinemia, electrophoresis, 
Cartwright, Smith, Brown, and Win- 
trdbe, 585 

Immune, fractions, biophysics, Deutsch 
and Nichol, 797 

Vasoconstrictor, Rapport, Green, and 
Page, 1237, 1243 

— , cheinical inactivation, Rapport, 
Green, and Page, 1237 

— , isolation and characterization, Rap- 
port, Green, and Page, 1243 

Brain: Ammonia, Richter and Dawson, 

1199 

Glutamine, Richter and Dawson, 1199 
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Broiainated compound (s) : Enzymatic 
dehalogenation, Heppel and Porter- 
field, 763 

Butyrate; Liver glycogen, incorporation, 
pathways, Lifson, Lorlcr, Sakanii, 
and Wood, 1263 

Butyric acid; 2,2'-Dithioliso-, asparagus, 
isolation and identification, Jansen, 

657 

C 

Calcification; Tooth, Sohel and Hanok, 

1103 

Carbohydrate (s); Amylaceous, molec- 
ular association, Jeanes, Schieltz, 
and Wilhajn, 617 

Metabolism, plants, Stmnpf, 233 
Carbon; Radioactive, glucose oxidation, 
alloxan diabetes, use in study, Zil- 
versmit, Chaikojf, Feller, and Masoro, 

389 

Carbon dioxide: Fixation, citrulline syn- 
thesis, GrisoUa and Cohen, 929 
Malate conversion, Lactobacillus arah- 
inosus, Korkes and Ochoa, 463 
Carbonic anhydrase; Determination, 
electrometric and colorimetric, Wil- 
bur and Anderson, 147 

Carbon monoxide; Blood, determination, 
saponin substitutes, Hiller, Plazin, 
and Van Slyke, 1431 

Carbonyl: -Labeled pyruvic acid, syn- 
thesis, Anker, 1333 

Carboxypeptidase: Pancreas, identifica- 
tion, Smith and Hanson, 997 

Carcinogenesis; Tissue proteins and, 
Griffin, Nye, Noda, and Luck, 1225 
Carotene: Vitamin A, conversion site, 
Mattson, 1407 

Casein: Amino acids, hydrolysis effect, 
Hanhes, Riesen, Henderson, and 
Elvehjem, 467 

-Low diets, growth, amino acids, ef- 
fect, Singal, Sydenstricker, and Lit- 
tlejohn, 1063 

— — , nicotinic acid storage, amino 
acids, effect, Singal, Sydenstricker, 
and Littlejohn, 1063 

CMorella; Fatty acids, MiZner, 813 


Chlorinated compound(s) : Enzymatic 
dehalogenation, Heppel and Porter- 
Md, 763 

Chloroethyl: (3-, vesicants, tiiymus, ef~ 
feet, Chanulin and Ltidewig, 1063 
Cholesterol: Synthesis from accta,ie, ad- 
renal cortical tissue, Sr ere, Chaikoff, 
and Dauben , 829 

Choline; Growth, effect, Treadwell, 1141 
— , protein-low diet, effect, Treadwell, 

1149 

Lipotropism, effect, Treadwell, 1 
— , protein -low diet, effect, Treadv 

1149 

Phospholipide turnover, liver and blood 
plasma, relation, Zilmrsmit, Enten- 
man, and Chaikojf, 193 

Sulfur analogue, behavior, Maw and 
du Vigneaud, 1029 

Citrulline: Syntlicsis, carbon dioxide 
fixation , Griso lia and C oh en , 029 

Clostridium botulinum: Toxin, type A, 
crystalline, physicochemical proper- 
ties, PuUiani, Laniamia, and Sharp, 

401 

Cobalt; Giycylglycino dipoptidase ac- 
tion, r61e, Smith, 21 

Polycythemia, cysteine, histidine, and 
methionine effect, Or ten and Buc- 
ciero, 96! 

Collagen: Guinea pig, IJghtfoot and 
Coolidge, 477 

Copper; Blood plasma, protein and iron 
deficiency, eff(ict, Carlmright and 
Wintrobe, 571 

Corn: Tissue nicotinic a,ciri, (dTeci, Sin- 
gal, Sydenstricker, and LitMejohn, 

1069 

Cozymase: Reduction, Hodium horo- 
hydride e ffect , Mathews , 229 

See also Dipliosphopyridine lundeoiide 
Creatine: Blood plasma, ttistosic^rone 
and methyl tester one elhadi, Love- 
dahl and Samuels, 327 

Urine, testosterone and methyl testos- 
terone effect, LevedaM and Samuels, 

327 

Creatinine: Blood plasma, testosterone 
and methyl testosterone effect, 
Levedahl and Sa^miels, 327 

Urine, testosterone and methyl tesfcos- 
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Creatiniae- -contmuai: 

teroiie effect,, Levcdnhl and Samuels, 

327 


Cyanate: Streptomycin, effect, 

Filz- 

(jeraldy 


223 

Cyclophorase: 

System, Graffiin 

and 

Green, 


95 

Knox, Noyc 

e, iU(d Auerbach, 

117 

Atchley, 


123 


Cysteine; N-'Acoiyl-S-benzyl-L-, S-ben- 
zyltliiopynivic acid, conversion, Ste- 
'dzol, 33 

jbbalt polycythemia, effect, Orten and 
BuccicrOy 961 

DL-/3,)5-.Diet]iyl-, syuthr^sis, dn Vi- 
gneaud, Stacy, and 2'' odd, 907 

i>L-/3-Ethyl-/3“melhyl-, synthesis, da 
Vigrmiud, Stacy, and Toddy 907 
Cystine: -Deficient diet, in.-lanthionine, 
growth elTecdi, Jo)ies, Caldioelly and 
Horn, 65 

Growth, effect, Treadwell, 1141 

— , protein-low diet, effect, 2'rcadwell, 

1149 

Lipotropism, effect, Treadwell, 1141 
— , protcin-low diet, effect, Treadwell, 

1149 

Synthesis, Farlow, 71 

Cytidine: Determination, pyrimidine- 
deficient Nenrospora, use, Loring, 
Ordtoay, and Fierce, 1123 

B 

Behydro-il-ascorbic acid; Isolation, 
Moubasher, 529 

Dehydrogenase: Succinic, oxalacetate ef- 
fect, Pardee and Polier, 1085 

Dehydroisoandrosterone; Urine, deter- 
mination, colorimetric, Munso7i, 
Jones y McCall, and Gallagher, 73 
Bextran; Leuconosioc mesenteroides, 
preparation and characterimtion, 
JeaneSy Wilham, and MierSy 603 
Molecular association, JeaneSj SchieliZy 
and Wilhaniy 617 

Diabetes: Alloxan, glucose oxidation, 
radioactive carbon in study, Zilver- 
smity Chaikoff, Feller, and MasorOy 

389 


Diaminopurine; 2,6-, nucleic acid gua- 
nine, precursor, Bendich and Brown,. 

1471 

Diet: Tooth composition, relation, Sohel 
and Hanok, 1103 

Biethylcysteine: un-/3,i3-, synthesis, dn 
Vigneaud, Siacy, and Todd, 907 
Bimethylaminoazobenzene: 4-, metabo- 
lism, liver, Mueller and Miller, 535 
Bimethylethanolamine : Lipide phos- 
phorylation, effect, Artom and Cor- 
natzer, 949 

Dimethyl -/S-propiothetin : Methionine 

synthesis, rblCjDuhnoJf and Borsook, 

789 

Dimethylthetin : Methionine synthesis, 
role, Duhnoff and Borsook, 789 

-Related compounds, labile methyl 
groups, source, Maw and du Vi- 
gmaud, 1037 

Bipeptidase (s) ; 9,21 

Glycylglycine, action, dbbalt r61e. 
Smith, 21 

Glycyl-L-leucine, tissue, Smith, 9 
Biphosphopyridine nucleotide: Embryo, 
chick, Levy and Young, 185 

Purification, counter-current distribu- 
tion, Hogehoom and Barry, 935 
Pyrophosphatase, Kornherg and Lind- 
berg, 665 

Synthesis, enzymatic, inorganic pyro- 
phosphate relation, Kornherg, 1475 
See also Cozymase 

Dithiolisobutyric acid: 2,2'-, asparagus, 
isolation and identification, Jansen, 

657 

Bithizone: Blood and tissue zinc, deter- 
mination, micro-, use, Vallee and 
Gibson, 435 

Bye: Azo, carcinogenic, liver proteins, 
effect, Griffin, Nye, Noda, and Luck, 

1225 

E 

Embryo: Chick, chemistry, Leoy and 
Young, 18^ 

— , dip hosphopyri dine nucleotide, 
Levy and Young, 185 

Enzyme (s) : Action, structural analogues, 
use in study, Axelrod, Purvis, and 
Hofmann, 695 
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Enzyme (s) — contimied: 

Brominated and chlorinated com- 
pounds, dehaloge nation, Heppel and 
Porterfield^ 763 

Casein amino acids, hydrolysis, 
Eanhos^ Riesen, Henderson, and 
Elvehjem, 467 

Diphosphopyridine nucleotide synthe- 
sis, inorganic pyrophosphate rela- 
tion, Kornherg, 1475 

Glycolytic, tissue, fractionation, Le~ 
Page and Schneider, 1021 

Intracellular distribution, Schneider, 

259 

Eespiratory, determination, Potter, 
Pardee, and Lyle, 1075 

See also Adenosine triphosphatase. 
Aldolase, Aminopeptidase, Amylase, 
Anhydrase, Arginase, Carboxypep- 
tidase, Cyclophorase, Dehydrogen- 
ase, Dipeptidase, Oxidase, Phospho- 
transferase, Pyrophosphatase, Tyro- 
sinase, Urease 

Epinephrine: Kidney phosphatase and 
arginase, effect, Kochakian and Bart- 
lett, 243 

Liver phosphatase and arginase, effect, 
Kochakian and Bartlett, 243 

Erythrocyte (s): See Blood cell, red 
Escherichia coli: Pyruvate synthesis, 
acetyl precursor, Kaplan and Lip- 
mann, 459 

Estriol: 16-Ketoestrone conversion, in 
vivo, Stimrnel, Gr oilman, and Huff- 
man, 461 

Estrone: 16-Keto-, conversion to estriol 
in vivo, Siimmel, Grollman, and Huff- 
man, 461 

Ethanolamine: Dimethyl-, lipide phos- 
phorylation, effect, Artom and Cor- 
natzer, 949 

Lipide phosphorylation, effect, Arto7n 
and Cornaizer, 949 

Methyl-, lipide phosphorylation, ef- 
fect, Artom and Cornaizer, 949 
Ethyl“iS-methylcysteine : DL-jS-, synthesis, 
du Vigneaud, Stacy, and Todd, 907 
Etiocholanediol-3(Q:),17(i3): Bile, preg- 
nancy, isolation, Pearhnan and Cer- 
ceo, 847 


F 

Fat(s): -Soluble material, biotin-like, 
mosquito larva nutrition, effect, 
Trager, 1211 

, blood plasma, biotin activity, 

Trager, 133 

Fatty acid (s) : Chlorella, Milner, 813 
Oxidation, Grafflm and Green, 95 
— , sparking, Knox, Noyce, and Auer- 
bach, 117 

Feces: Amino acids, Sheffner, Kirsner, 
and Painter, 89 

Protein nitrogen, biochemistry, Al- 
hanese, Davis, Lein, and Smetak, 

1189 

Ferritin: Liver vasodepressor substance, 
relation, Mazur and Shorr, 771 

Flavicidin: Aspergillus fiavus, Adler and 
Winter Steiner, 873 

Food(s); Arginine determination, micro- 
biological, Horn, Jones, and Blum, 

m 

Phenylalanine determination, micro- 
biological, Horn, Jones, and Blum, 

679 

Formate: Glycogen conversion from, 
Sakami, 995 

Serine conversion from, Sakami, 995 
Fuchsin: -Sulfurous acid ^ test, heparin, 
Jorpes, Werner, and Aberg, 277 

G 

Gastric juice: Mucin, determination, 
Siplet, Ko7narod, and Shay, 545 
Globulin (s): Blood serum, fractiona- 
tion, sodium sulfate use, Kibrick and 
Blonstein, 083 

7 -, immunology and electrophoresis, 
Jager, Smith, Nickerson, and Broion, 

1177 

Glucose: Labeled, oxidation, alloxan dia- 
betes, Zilversmit, Chaikoff, Feller, 
andMasoro, 389 

Glutamic acid: Growth, effect. Rose, 
Oesterling, and Womack, 753 

Pteroyl-. See Pteroylglutamio acid 
Glutamine: Brain, Richter and Dawson^ 

1199 

Staphylococcus aureus growth, relation, 
Hughes, 1473 
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Glycine; Carbon -label cdj hemoglobin 
synthesis, Altman, Casarctt, Masters, 
Noo?ia7i, and Salomon, 319 

Glycogen conversion from, Saixmni, 

995 

Glycyl-. Sec Glycylglycine 
Serine conversion from, Sakami, 995 
Glycogen; Formate conversion to, Sa^ 
Jcmni, 995 

Glycine conversion to, Sakami, 995 
Liver, acetate and butyrate incorpora- 
tion, pathways, Lifson, Lorher, Sa- 
kwmi, a7id Wood, 1263 

Glycolysis: Enzymes, tissue, fractiona- 
tion, LePage and Schneider, 1021 
Tumor, LePage, 1000 

Glycylglycine: Bipeptidase, action, co- 
balt role, Smith, 21 

Glycyl-L-lencine : Bipeptidase, tissue, 
Smith, 9 

Growth: Amino acids, effect, Rose, Oes- 
terling, and Womack, 753 

Aspartic acid effect, Rose, Oesterling, 
and Wo‘mack, 753 

Casein-low diets, amino acids, effect, 
Singal, Sydensiricker , and Littlejohn, 

1063 

Choline effect, Treadwell, 1141 

Cystine effect, Treadwell, 1141 

Cystine-deficient diet, i)L-lanthioninc 
effect, Jones, Caldwell, and Horn, 

65 

Factor, manure, vitamin Bi2 relation, 
Lillie, Deniofi, and Bird, 1477 

Glutamic acid effect, Rose, Oesterling, 
and Womack, 753 

Hemophilus paralnfluenzae, putres- 
cine effect, Herbst and Snell, 989 
Hormone, pituitary, anterior, prepara- 
tion, Wilhehni, Fishman, and Rus- 
sell, 735 

— , — , iodine, Li, Sinipso7i, and Evans, 

843 

Lactic acid bacteria, amino acid effect, 
Erickson, He7iderson, Solhjell, and 
Elvehjem, 517 

Leuconostoc citrovorum, factor, Sauher- 
lich and Baumann, 165 

Lipotropism and, Treadwell, 1141, 1149 
Methionine effect, Treadwell, 1141 


Growth — con tinuc d: 

Methionine-deficient diet, DL-lanthio- 
nine effect, Jones, Caldwell, and 
Horn, 65 

Protein-low diets, cystine, methionine, 
and choline, effect, Treadwell, 1149 
Staphylococcus aureus, glutamine rela- 
tion, Hughes, 147S 

Thiopyruvic acid effect, Stekol, 38 
Guanidoacetic acid: Blood plasma and 
urine, testosterone and methyl- 
testosterone effect, Levedakl and 
Sa7nuels, 327 

Guanine: Nucleic acid, 2,6-diaminopu- 
rine as precursor, Bendich and 
Brown, 1471 

Guinea pig: Collagen, Lightfoot and Cool- 
idge, 4J17 

H 

Hemoglobin; Synthesis, carbon-labeled 
glycine, Altman, Casarett, Masters, 
Noonan, a7id Salo7non, 319 

Hemophilus parainfluenzae: Growth, 
putrescine effect, Herbst and Snell, 

989 

Heparin: Fuchsin-sulfurous acid test, 
Jorpes, Werner, and Aberg, 277 
Monosulfuric acid, Jorpes and Gardell, 

267 

Histidine; Cobalt polycythemia, effect, 
Orten and Bucciero, 961 

Histone: Nucleo-, spleen, Petermannand 
Lamb, 685 

Homeostasis: Circulatory, hepatorenal 
factors, Mazur and Short, 771 

Hyaluronic acid: Umbilical cord, prepa- 
ration and properties, Follett, 177 
Hypobromite: Protein and, reaction, 
Chinard, 1449 

Urine ammonia plus urea nitrogen, de- 
termination, use, Chinard, 1449 
Hypophysis: See Pituitary 
Hypoproteinemia: Blood serum, electro- 
phoresis, Cartwright, Srnith, Brown, 
and Wintrohe, 585 

Hypothyroidism: Blood plasma and liver 
proteins, testosterone propionate ef- 
fect, Leathern, 1285 
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■ I 

Inositol: Lipotropic need, relation, 
M acFarland and McEenry , 429 

Iodine: Pituitary growth hormone, ef- 
fect, Lii Simpson, and Evans, 843 
lodoacetic acid: Yeast, action, hydrogen 
ion concentration effect, Aldous, 

S3 

Ion: Exchange resins, blood group A-spe- 
cific substance, isolation, gastric 
mucin, use, Bennett and Niemann, 

969 

Iron: Blood cell, red, protoporphyrin, 
blood plasma copper and iron, de- 
ficiency effect, Cartioright and Win- 
tfohe, 571 

— plasma, protein and iron deficiency, 
effect, Cartwright and Winirohe, 571 
Myoglobin, Bowen, 747 

Isoleucine: Determination, chromato- 
graphic, Stein and Moore, 337 

K 

Ketoestrone: 16-, conversion to estriol 
in vivo, Siimmel, Grollman, and Huff- 
‘man, 461 

Ketone (s): Di-, acetylacetone-related, 
determination, colorimetric, Witter, 
Snyder, and Stotz, 493 

— , triacetic acid -related, metabolism 
in vitro, Witter and Stotz, 501 

Kidney: Arginase, adrenal cortex ster- 
oids, uL-thyroxine, and epinephrine, 
effect, Kochakian and Bartlett, 243 
Phosphatase, adrenal cortex steroids, 
DL-thyroxine, and epinephrine, ef- 
fect, Kochakian and Bartlett, 243 
Kjeldahl: Protein nitrogen determina- 
tion, Hiller, Flazin, and Van Slyke, 


Lactate; Malate conversion, Lactobacil- 
lus arahinosns, Korkes and Ochoa, 

463 

Lactic acid: Bacteria, growth, amino 
acid effect, Brickson, Henderson, 
Solhjell, and Elvehjem, 517 

— potassium requirement, MacLeod 
and Snell, 39 


Lactobacillus arabinosus: Malate con- 
version to lactate and carbon dioxide, 
Korkes and Ochoa, 463 

Lactobacillus case!: Nucleic acid s.ynthe- 
sis, pteroylglutamic acid effect, 
Prusoff, Tcply, and King, 1309 
Lactobacillus iactis: Cultures, dissocia- 
tion, vitamin . 1.^2 requirement, ef-' 
feet, Shorb and Briggs, 1463 

Lactobacillus leichmanii: Animal protein 
factor, determination, use, Skeggs, 
Huff, Wright, and Boss hard t, 1459 
Antipernicious anemia factor, effect, 
Hoffmann, Stokstad., Franklin, and 
Jukes, 1465 

Lanthionine : dl-, cystine- and methio- 
nine-deficient diet, growth effect, 
Jones, Caldwell, and Horn, 65 
Larva: Mosquito, laotin and l>iotin-like 
fat-solul)lc materials, nutrition 
effect, Trager, 1211 

Laurin: Tri-, radioactive, oxi<lation in 
vivo, Gcyer, Chipman, and Stare, 

1409 

Lecithin: Blood plasma, turnover, radio- 
active phosphorus in study, Zilver- 
smit, Enlennian, and Chaikoff, 209 
Leucine: Ami nopeptidase, specificity, 
Smith and Slonim, 835 

Dc te rmi nat ion, c h ron la tograp id c , Stein 
and Moore, 337 

Glycyl-L-, dipeptidase, tisBiic, Smith, 

9 

Iso-, determination, chromatographic, 
Stein and Moore, 337 

Leucocyte (s): See Blood cell, white 
Leuconostoc cltrovoram: Growth factor, 
SauherUch anti BtituHann, 165 

Leuconostoc mesenteroides: Dextran, 
preparation arid cliaracterization, 
Jca7m, Wilham, and Miers, 603 
Lipide (s ) : Phoapho-. See Fhospliolipiilc 
I^hospliory la tion , e i ha no lam in e , me t h - 
ylethanolaraine, and dimetliylethan- 
olamine effect, Artom and Cornaizer, 

949 

Lipotropic need: Inositol relation, 
MacFarland and McHenry, 429 
Lipotropism: Choline effect, Treadwell, 

1141 
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\jipotTOpism'---contimiC(l: 

Cystine eJTect, Treadwell, 1141 

Growth and, Treadwell, 1141,1149 
Methionine effect, Treadwell, ^ 1141 

Protein-low diets, cystine, methionine, 
and choline, effect, Treadwell, 1149 
Li^er; n-Arnino acid oxidase, protein-free 
diet effect, Seifler, llarknef^s, RiiMn, 
and Muntwyler, 1371 

a-Aniinoadipic acid, degradation, Bor- 
sook, Deas'ii, Haagen-Smil, Keighley, 
arid Loioy, 1395 

Arginase, adrenal cortex steroids, dl- 
thyroxine, and epinephrine, effect, 
Kochahkm and BarldeU, 243 

— , protein-free diet effect, Seifter, 
Harkrms, Rtibin, and Muntwyler, 

1371 

4 -Dimethy lami noaxol > t ‘ n ze nc me tab - 
olism, MueMer and Miller, 535 
Glycogen, acetate and tmtyratc incor- 
poration, pathways, Lifson, Lorher, 
Sakami, and Wood, 1263 

i.-Lysine, a-aminoadii)ic acid forma- 
tion, Boreook, Deaay, Haagen-Smit, 
Keighley, and Lowy, 1383 

degradation, Borsook, Deasy, 
IJaagen-Smit, Keighley, and Lowy, 

1383 

Nicotinic acid, protein-free diet effect, 
Seifter, Jlarkness, Rubin,a‘nd 3Iunt- 
ivyler, 1371 

Octanoic acid oxidation, Schneider, 

259 

Pliosphatase, adrenal cortex steroids, 
BL-thyroxine, and epinephrine, ef- 
fect, Kochakian and Bartlett, 243 
Phospbolipidcs, turnover, choline ac- 
tion, relation, Zilversmii, Enlenman, 
and Chaikojf, 193 

Protein, carcinogenic azo dyes, effect, 
Griffin, Nye, Noda, and Luck, 1225 
Proteins, hypothyroidism, testosterone 
propionate effect, Leathern, 1285 
Ribofiavin, protein-free diet effect, 
Seifter, Harkness, Rubin, and Munt- 
wyler, 1371 

Tyrosinase, pteroylgiutamic acid ef- 
fect, Keith, Broach, Warren, Day, 
and Totter, 1095 


Liver — eontinued: 

Vasodepressor substance, ferritin rela- 
tion, Mazur and Shorr, 771 

Xanthine oxidase, pteroylgiutamic acid 
effect, Keith, Broach, W'arren, Day, 
and Totter, 1095 

Lycomarasmin; Aspartic acid deriva- 
tives, determination, Woolley, 1299 
Chemical constitution, Woolley, 1291 
Synthesis, Woolley, 1299 

Lysine: l-, liver, a-aminoadipic acid for- 
mation, Borsook, Deasy, Haagen- 
Smit, Keighley, and Lowy, 1383 
, degradation, Borsook, Deasy, 
Haagen-Sinit, Keighley, and Lowy, 

1383 

M 

Magnesium: Muscle adenosinetriphos- 
phatase activity, eff'ect, Kielley and 
Meyerhof, 591 

Malaria: Antimalarials, naphthoquinone, 
Heymann and Fieser, 1359 

Fieser and Heymann, 2363 

Malate: Lactate and carbon dioxide con- 
version from Lactobacillus arahino- 
sus, Korkes and Ochoa, 463 

Malt: Barley, a-amylase, crystalline, 
Schwimnier and Balls, 465 

Manure: Growth factor, vitamin Bia re- 
lation, Lillie, Denton, and Bird, 

1477 

Metabolism: Carbohydrates, plants, 
Stumpf, 233 

Methionine: Cobalt polycythemia, ef- 
fect, Orten and Bucciero, 961 

-Deficient diet, DL-lanthionine, growth 
effect, Jones, Caldwell, and Horn, 

65 

Determination, chromatographic, Stein 
and Moore, 337 

Growth, effect, Treadwell, 1141 
— , protein-low' diet, effect, Treadwell, 

1149 

Lipotropisra, effect, Treadwell, ^141 
— , protein-low diet, effect, Treadwell, 

1149 

Selenium poisoning, effect, Fels and 
Ckeldelin, 819 

Synthesis, dimethyl thetin and di- 
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MetMonine — )?2 tin ucd: 

metB.yl“i9-propiotlietin relation, Duh- 
110 ff and Borsook, 7S9 

Metliylethanolamine: Lipide pliosplior- 
ylatioip effect, Artom and Cornatzer, 

949 

Methyl group (s); Labile, dimethyl- 
thetin-related compounds as source, 
Maw and du Vigneaudf 1037 

Methyltestosteroue; Blood plasma 
guanidoacetic acid, creatine, and cre- 
atinine, effect, Levedahl and Samuels, 

327 

Urine guanidoacetic acid, creatine, and 
creatinine, effect, Levedahl and Sam- 
vels, 327 

Mold: See also Aspergillus, Ncurospora 
Mosquito: Larva, biotin and biotin-like 
fat-soluble materials, nutrition ef- 
fect, Trager, 1211 

Mucin: Gastric, blood group A-specific 
substance, isolation, ion exchange 
resins, use, Bennett and Niemann, 

969 

— juice, determination, Siplet, Ko- 
marov, and Shay, 545 

Muscle: Adenosinetriphosphatase, Kiel- 
ley and Meyerhof, 591 

— , magnesium-activated, Kielley and 
Meyerhof, 591 

Mycobacteria: Benzoic acid oxidation, 
kinetics, Badie, Bcrnheim, and Fitz- 
gerald, 857 

Myoglobin: Iron, Bowen, 747 

Preparation, Bowen, 747 


N 

NaphtMndan-2 ,3 ,4-trione hydrate: 
peri-, Z-ascorbic acid and cnediol 
compounds, reaction, M ouhasher, 529 
Naphthoquinone: Antimalarials, Hey- 
mann and Fieser, 1359 

Fieser and Eeymann, 1363 

Plasmodium lophurae respiration, ef- 
fect, Fieser and Eeymann, 1363 
Succinate oxidase, effect, Eeymann 
and Fieser, 1359 

Neurospora: Pyrimidine-deficient, cyti- 
dine and uridine determination, use, 
Loring, Ordway, and Pierce, 1123 


IS^enrosporeL'-ronlinued: 
Pyrimidine-deficient, purine and fiy u 
idine antagonism, Pierce and Lnrii 

II 

Nicotinamide : lliidioacti ve , me labolisi 
Roth, Lerfcr, Jlogness, and Langhar 

24 

Nicotinic acid: -Deficient diets, tryptc 
phan role, Singal, Sydensiricker, an 
LittlejoJm, 105 

Liver, protein-free diet effect, Sciftci 
EarknesSj Rubin, and Muntv)]d(^r, 

137 ; 

Radioactive, metabolism, Roth, Ldfei 
Eogness, and Langhani, 24 

Storage, casein-low di(its, amino acids 
effect, Singal, Sydcttsfwicker, am 
Littlejohn, 1061 

Tissue, corn ration, effect, Singal 
ST/dcnstrickcr, and Littlejohn, 106‘ 
Tryptophan conversion to, mecha-iiisn ' 
Ecidelbcrgcr, Abraham, and Leg) 
kovsky, 146. 

Nitrogen: Ammonia, urine, determina- 
tion, hypobromi to use, Chinard, 144? 
Protein, determination, Kjeldatil, HU , 
Icr, Plazin, and Van Slyke, 141 ■ 
— , feces, biochemistry, A (ban esc 
Davis, Lein, and Snictak, 118? 

Tomato, imdabolism, isotopi(*. a/mmo 
niiim sulfate in stmly, MaeViem 
and Burris, 51 

Urea, urine, determinat ioii, liyi)ohr 
mite use, (Thinard, 1 l-n 

Nucleic acid: Guanimp ^dldifunino- 
purine as preemrsor, Bendleh and 
Brown, 1471 

Lactobacillus cased synrinnda, ptfU’oyl 
glutamic, aend cfbnd,., I*ruHojJ\ Tcply 
and King, 1301 i 

Pentose, pancr(^a,8, Visclicr and Chm | 
gaff. 71 j 

— yeast, Visher and Chargaff, 71 

Nucleohistone: Spleen, Pekrnumn amj 
Lamb, 6^ 'J 

Nucleotide; Diphosphopyridine. S 
Diphosphopyridine nucleotide 

o i] 

Octanic acid: Oxidation, liver fractioi 
Schneider, 25 J 
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ixalacetates Oxidation, homogenates, 
Potter^ Pardee^ and Lyle, 1075 

3ucciiiic dehydrogenase, effect, Pardee 
- and Potter, 1085 

xidase: p-Amino acid, liver, protein- 
^ free diet effect, Seifter, EarkneBSy 
Rubin, and Muntwyler, 1371 

Succinate, naphthoquinone effect, Eey- 
[ mann and Fieser, 1359 

, Xanthine, liver, pteroylglutamic acid 
, effect, Keith, Broach, Warren, Day, 
and Totter, 1095 

dxidation; /?, Atchley, 123 

)xybiotin: Metabolism, chick, McCoy, 
McKibhen, Axelrod, and Eofmann, 
1319, 1327 

Tissue, deposition, McCoy, McKibhen, 
Axelrod, and Eofmann, 1319 

)xygeii: Blood, determination, saponin 
• substitutes, Eiller, Plazin, and Van 

' Blyke, 1431 

P 

1 

Pancreas; Carboxy peptidase, identifica- 
( tion, Smith and Eanson, 997 

- Pentose nucleic acids, Vischer and 
! Chargaff, 715 

Parathyroid; Hormone, electrophoretic 
mobilities, Wilkehni and Sayers, 

175 

Pea (s) : Aldolase, Stumpf, 233 

Pectin: Amylo-, starch, separation and 
determination, Krishnamamy and 
Sreeriivasari, 1253 

Penicillenic acid; Benzyl-, benzylpeni- 
; cillin synthesis, intermediate, Car- 

penter , Turner , and da Vigneaud, 893 
-Penicillin (s): Ammonium, crystalline, 
precipitation, Salivar, Grenfell, and 
Brown, 977 

Aspergillus flavus, Adler and Winter- 
Steiner, 873 

Benzyl-, synthesis, benzylpenicillenic 
i acid as intermediary, Carpenter, 

Turner, and du Vigneaud, 893 
» Biosynthesis, Behrens and Kingkade, 

1047 

Biosynthetic, penicillin resistance, 
Behrens and Kingkade, 1047 

j G. See Benzylpenicillin 


Penicillin (s) — continued: 

Naturally occurring, Salivar, Grenfell, 
and Brown, 977 

Synthetic, sodium salts, preparation 
and antibacterial properties, Car- 
penter, Stacy, Genghof, Livermore, 
and du Vigneaud, 915 

Pentose; Nucleic acid, pancreas, Vischer 
and Chargaff, 715 

, yeast, Vischer and Chargaff, 715 

Peptidase: Amino-, leucine, specificity. 
Smith and Slonim, 835 

Carboxy-, pancreas, identification, 
Smith and Eanson, 997 

Di-. See Dipeptidase 
Peptide (s): Methylated, hydrolysis, 
Smith, 21 

Phenylalanine: Determination, chromat- 
ographic, Stein and Moore, Z37 
Foods, determination, microbiological, 
Eorn, Jones, and Blum, 679 

Proteins, determination, microbiologi- 
cal, Eorn, Jones, and Blum, 679 
Phosphatase: Adenosinetri-, muscle, 
Kielley and Meyerhof, 591 

— , — , magnesium-activated, Kielley 
and Meyerhof, 591 

Kidney, adrenal cortex steroids, dl- 
thyroxine, and epinephrine, effect, 
Kochakian and Bartlett, 243 

Liver, adrenal cortex steroids, DL-thy- 
roxine, and epinephrine, effect, 
Kochakian and Bartlett, 243 

Pyro-, diphosphopyridine nucleotide, 
Kornberg and Lindberg, 665 

Phospholipide(s): Blood plasma, turn- 
over, choline action, relation, Zilver- 
smit, Entenman, and Chaikoff, 193 
Liver, turnover, choline action, rela- 
tion, Zilversmit, Entenman, and 
Chaikoff, 193 

Phosphorus: Metabolism, algae and bac- 
teria, photosynthesis relation, Gest 
and Kamen, 299 

Radioactive, blood plasma lecithin and 
sphingomyelin turnover^ use in 
study, Zilversmit, Entenman, and 
Chaikoff, 209 

— , phosphotransferase mechanism, use 
in study, Axelrod, 295 
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Phosphorylation: Lipide, ethanolamine, 
methylcthanolamine, and dimethyl- 
ethanolamine effect, Artom and Cor- 
naizCTj 940 

Phosphotransferase: Mechanism, radio- 
active phosphorus in study, Axelrod^ 

295 

Photosynthesis: Algae, phosphorus me- 
tabolism, relation, Gest and Kanien^ 

299 

Bacteria, phosphorus metabolism, rela- 
tion, Gest, and Kamen^ 299 

Pituitary: Anterior, growth hormone, 
preparation, Wilhehnij Fishman^ and 
Russell, 735 

Growth hormone, iodine effect, Li, 
Simpson, and Evans, 843 

Plant (s): Carbohydrate metabolism, 
Siunipf, 233 

Plasmodium lophurae: Respiration, 
naphthoquinone effect, Fieser and 
Heymann, 1363 

Plutonium: Metabolism, intramuscular 
injection effect, SqoU, Axelrod, 
Fisher, Crowley, and Hamilton, 283 
Polycythemia: Cobalt-produced, cys- 
teine, histidine, and methionine ef- 
fect, Orlcn and Bucciero, 961 

Porphyrin; Proto-, blood cell, red, pro- 
tein and iron deficiency, effect, Cart- 
wright and Wintrohe, 571 

Potassium: Lactic acid bacteria, require- 
ment, MacLeod and Snell, 39 

Pregnancy: Bile pregnanol“3(a)-one-20, 
pregnanediol-3 (a), 20(0), and etio- 
cholanediol-3 (aO ,17(0), isolation, 
Pearlrnan and Cerceo, S47 

Pregnane dioL3 (a ), 20 (i8): Bile, preg- 
nancy, isolation, Pearlrnan and Ccr- 
cco, 847 

Pregnanol -3 (or) -one -20: Bile, preg- 
nancy, isolation, Pearlrnan and 
Cerceo, 847 

Protein (s): Ammonium compounds, 
quaternary, and, interaction, Chin- 
ard, 1439 

Arginine determination, microbiologi- 
cal, Horn, Jones, and Blum, 59 
Blood. See also Hypoproteinemia 
— • cell, red, protoporphyrin, blood 


Protein(s) - continued: 

plasma copper and iron, deficiency 
effect, Cartwright and Wintrohe, 

m 

Blood plasma, liiophysics, Deulseh 
and Nichol, 797 

- hypothyroulism, testosterone 
propionale offer* t, Ijca.fhcm, 1285 
Factor, animal, determination, Lacto- 
bacillus Icichmannii use, Skeggs, 
Huff, Wright, and HosshardJ, I459 
-Free did-, liver nicotinir; acid, ribo- 
flavin, D-amino acid oxide, se, and 
arginase, effeet, Seif ter, Hark ness, 
Rubin, and. Munlwyler, 1371 

Hypobromi(.(‘ reliction, Chinnrd, 1449 
Inver, carianogrmic azo dyes, effect, 
Griffin, Xyc, Xoda, and fmek, 1225 
— , hypothyroidism, testosterone pro- 
pionate (*fle<*t, Ijcathcm. 1285 

-T^)\v diet, choliin*, growth junl Jipo- 
tropism, efferfti, Trca<lwcll, 1149 

, cystimq growth and litiol irqiism, 

effect, TrvadweU, 1149 

, methioniiH*, growth and lipn- 

tropism, fleet, Treadwell, 1149 
Nitrogen, dr‘terminat i<m, Ivfl'hlahl, 
Hiller, Pin:: in, and Van Slyke, 1401 
— , b'ces, biocln^mistry, Aliumese, 
Davis, Lein, and Snietak, 11S9 

Iflienylalanint' «l<*t(‘rmination, rnic- 
biological, Horn, Jinies, and, Hlu i. 

679 

Purified, proteolysis |H*odue(MS, Heloff 
ami A njinsvn , SfK 

Tissue, carcioogenesiH and, Griffin 
Nyc, Noda, ami Luck, 122 

Urine, detenuination, alkyldinu‘t.liyi 
benzylammonium compounds, use 
Chinard, II 

, — , l)iunff. nu‘thr)d, Hiller, Greif, an 
Beckman, 142 

Protoporphyrin: Blood c(i!I, re<i, protei 
and iron rlefK?ien<ty, effect., (Jai 
wrighL and Wintrohe, B* 

Protozoa: See also Plamnadiwm 
Pteroylglutamic acid: 'Liver t.yrosinaw 
effect, Keith, Broach, Warren, Da , 
and Totter, lO ' 

a 
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Pteroylgltitamic acid- - continued: 

Liver xanthine oxidase, effect, Keith, 
Broach, Warren, Day, and Totter, 

1095 

Nucleic acid syntlicsis, LactohaciUus 
CMMt, effect, Tephj, and 

King, 1300 

Purine (s): Determination, micro-, y^s- 
cher and Chargaff, 703 

2,0~DiamiiJi(>-, nucleic acid guanine, 
precursor, Bendich and Brown, 1471 
-Pyrimidine antagonism, pyrimidine- 
deficient N euTOspora, Fierce and 
Loring, 1131 

Vitamin B 12 and, interrelationship, 
Skive, Havel, and Harding, 991 
Putrescine: Hemophilus parainfluenzae 
growth , effect , H erbst and Snell, 989 
Pyridine: Diphospho-. See Diphos- 
phopyridine 

Pyridoxal: Distribution, Habinowitz and 
Snell, 1157 

See also Vitamin Be 

Pyridoxamine : Distribution, Hahino- 
witz and Snell, 1157 

See also Vitamin Be 

Pyridoxine: Distribution, Habinowitz 
mid Sndl, 1157 

See also Vitamin Be 

Pyrimidine: -Deficient Neurospora, cy- 
tidine and uridine determination, 
use, Loring, Ordway, and Fierce, 

1123 

— — , purine and pyrimidine antagon- 
ism, Fierce and Loring, 1131 

Determination, micro-, Vischer and 
Chargaff, 703 

- -Purine antagonism, pyrimidine-defi- 
cient Neurospora, Fierce and Loring, 

1131 

lyrophosphatase : Diphosphopyridine 

; nucleotide, Kornberg and Lindberg, 
i 665 

pyrophosphate: Inorganic, diphospho- 
, ■ pyridine nucleotide synthesis, enzy- 
;■ matic, relation, Kornberg, 1475 
^yrtivamide: Metabolism, Anker and 
Raper, 1353 

pyruvate: Synthesis, Escherichia coli, 
acetyl precursor, Kaplan and Lip^ 
mann, ' 459 


Pyruvic add; S-Benzyltliio-, N-acetyl- 
S-benzyl-L-cysteine, conversion, 
Stekol, 33 

— , synthesis, Stekol, 33 

Carbonyl-labeled, synthesis, A 7 iker, 

1333 

Metabolism, Anker, I 337 

Thio-, growth effect, Stekol, 33 

K 

Resin (s): Ion exchange, blood group A- 
specific substance, isolation, gastric 
mucin, use, Bennett and Nieynann, 

969 

Respiratory en2yme(sj: Determination, 
F otter, Pardee, and Lyle, 1075 

Respiratory exchange: Apparatus, Lester 
and Greenberg, 53 

Riboflavin: Liver, protein-free diet ef- 
fect, Seif ter, Harkness, Rubin, and 
Muniwyler, 1371 

S 

Saponin: Substitutes, blood oxygen and 
carbon monoxide determination, 
Hiller, Plazin, and Van Slyke, 1431 
Selenium: Poisoning, methionine effect, 
Pels and Cheldelin, 819 

Serine: Formate conversion to, Sakami, 

995 

Glycine conversion to, Sakami, 995 
Serotonin: Rapport, Green, and Page, 

1237, 1243 

Chemical inactivation, Rapport, Green, 
and Page, 1237 

Isolation and characterization, Rap- 
port, Green, and Page, 1243 

Sodium borohydride: Gozymase reduc- 
tion, Mathews, 229 

Sodium hyaluronate: Meyer, 993 

Sphingomyelin: Blood plasma, turnover, 
radioactive phosphorus in study, 
Zilversmit, Entenman, and Chaikoff, 

209 

Spleen: Nucleolus tone, Petemnann and 
Lamb, 685 

Squid: Visual purple, absorption spectra, 
Bliss, 563 

, bleaching products, absorption 

spectra, Bliss, 563 
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Stapliylococetis auretis: Growth, gluta- 
mine relation, ■ 1473 

Starcli: Amy lose and amylopectin, sepa- 
ration and determination, Krish- 
naswamy and Srcenivasari, 1253 
Steroid (s): Adrenal cortex, crystalline, 

■ liver and kidney phosphatases 
and arginase, effect, Kochakian 
and Bartlett j 243 

Stomach; Mucin, blood group A-specific 
substance, isolation, ion exchange 
resins, use, Bennett and Niemann, 

969 

See also Gastric juice 
Streptomyces : Xanthoniycins A and B, 
Thorne and Peterson, 413 

Streptomycin: Cyanate effect, Fitzgerald, 

223 

Succinate: Oxidase, naphthoquinone ef- 
fect, Heymann and Fieser, 1359 
Succinic dehydrogenase: Oxalacetate ef- 
fect, Pardee and Potter, 1085 

Sulfur: Analogue, choline, behavior, 
M aw and du Vigneaud, 1029 

Sulfurous acid; Fuchsin-, heparin, 
Jorpes, Werner, and Aherg, 277 

T 

Testosterone: Blood plasma guanido- 
acetic acid, creatine, and creatinine, 
effect, Levedahl and Samuels, 327 
Methyl”, blood plasma guanidoacetic 
acid, creatine, and creatinine, effect, 
Levedahl and Samuels, 327 

— , urine guanidoacetic acid, creatine, 
and creatinine, effect, Levedahl and 
Samuels, 327 

Urine guanidoacetic acid, creatine, and 
creatinine, effect, Levedahl and 
Samuels, 327 

Testosterone propionate: Blood plasma 
proteins, hypothyroidism, effect, 
Leathern, 1285 

Liver proteins, hypothyroidism, effect, 
Leathern, 1285 

Thetin: Dimethyl-, methionine synthe- 
sis, rdle, Duhnoff and Borsook, 789 
— , related compounds, labile methyl 
groups, source, Maw and du Vi- 
gneaud 1037 


Thetin — continued: 

Dimethyl -/S-propio-, mctfiiariine u 
thesis, role, Duhnoff and Borsh.-^' " 

Thiopyruvic acid: Growth effect, Siekol, 

33 

Thymus: ^-Clilorocthyl vesicants, effect, 
Cha7iuim and Ludewig, 999 

Thyroid: Hormone, circulating, nature, 
Taurog and Chaikojf, 639 

See also Hypothyroidism 
Thyroxine: dl-, liver and kidney phos- 
phatases and arginase, effect, 
Kochakian and Bartlett, ' 243 

-Related compounds, activity, Frieden 
and Wmzlcr, 155 

Tomato: Nitrogen metabolism, iso- 
topic ammoniiuu sulfate in study, 
MacVicar and Burris, 511 

Tooth: Calcification, Sahel and Hanok, 

1103 

Composition, blood and diet, relation’, 
Sohel and Hanok, 1103 

Toxin: Clostridium boiulinum type A, 
crystalline, physicochemical proper- 
ties, Puinatn, Lamanna, and Sharp, 

401 

Transamination; Mechanism, (hnhrcit, 
O^Kane, and Gunsalus^ G29 

Triacetic acid: Metabolisiu in vitro, 
Witter and Stotz, 501 

-Related diketoncs, met,abo!ism, m 
vitro, Witter and Stotz, 501 

Synthesis and propertit^s, Wilier and 
Stotz, 485 

Trilaurin; Radioactive, oxidation in vim, 
Gcyer, Chipman, and Stare, 1469 
Tryptophan; Nicotiru<‘, Jtcid con version 
from, mechanism, Heddclhcrger, 
Abraham, a^id Lepkovsky, 1461 
— acid-deficient diets, rOie, Slugal, 
Sydenstricker , and Littlejohn, 1051 
Tumor: Glycolysis, LePage, 100<^ 

Tyrosinase: Liver, pteroylglutamicrat. 
effect, Keith, Broach, Buj, 

and Totter, 1095 

Tyrosine: Determination, chromato' 
graphic, Stein and Moore, 33 
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u 

.ilical cord: Hyaluronic acid, prepa- 
ration and properties, FolleU^ 177 
Urea: Nitrogen, urine, determination, 
hypobromite use, Chinard, 1449 
Urease; Concentration effect, Fetersoyi, 
Harmon, and Niemann, 1 

Uridine: Determination, pyrimidine-de- 
ficient Neurospora, use, Loving, Ord- 
way, and Pierce, 1123 

Urine: Ammonia nitrogen, determination, 
hy pobromi te use , Chinard, 1449 
Creatine, testosterone and methyl- 
testosterone effect, Levedahl and 
Samuels, 327 

Ch-eatinine, testosterone and methyl- 
testosterone effect, Levedahl and 
Samuels, 327 

Dehydroisoandrosterone determina- 
tion, colorimetric, Munson, Jones, 
McCall, and Gallagher, 73 

‘Guanidoacetio acid, testosterone and 
methyltestosterone effect, Levedahl 
and Samuels, 327 

Protein, determination, alkyldimethyl- 
benzylammonium compounds, use 
Chinard, 1439 

— , biuret method, Hiller, Greif, 
and Beckman, 1421 

Urea nitrogen, determination, hypo- 
broinite use, Chinard, 1449 

TJronic acid: Hyal-. See Plyaluronic acid 


V 

Valine ; Determination, chromatographic, 
Stein and Moore, 337 

Vasoconstrictor: Blood serum, Rapport, 
Green, and Page, 1237, 1243 

, chemical inactivation, Rapport, 

Green, and Page, 1237 

, isolation and characterization, 

Rapport, Green, and Page, 1243 

Vasodepressor substance: Liver, ferritin 
' relation , Mazur and Shorr, 771 

vesicant (s): iS-Chloroethyl, thymus, ef- 
feet, Chanutin and Ludewig, 999 


Visual purple: Squid, absorption spectra, 
Bliss, 563 

— , bleaching products, absorption 
spectra, Bliss, 563 

Vitamin (s): A, carotene conversion site, 
Mattson, 1467 

Be, Eahimwitz and Snell, 1157 

— , function, Umhreit, OM€ane, and 
Gunsalus, 629 

— , transamination, mechanism, 
Umhreit, O^Kane, and Gunsalus, 

629 

— . See also Pyridoxal, Pyridoxamine, 
Pyridoxine 

Bi 2 and purines, interrelationship, 
Shive, Ravel, and Harding, 991 
— , growth factor, manure, relation, 
Lillie, Denton, and Bird, 1477 
— , Lactobacillus lactis cultures, dis- 
sociation, effect, Shorb and Briggs, 

1463 


X 

Xanthine: Oxidase, liver, pteroylglutaniic 
acid effect, Keith, Broach, Warren, 
Day, and Totter, 1095 

Xanthomycin: A, Streptomyces, Thorne 
and Peterson, 413 

B, Streptomyces, Thorne and Peterson, 

413 


Y 

Yeast; lodoacetic acid action, hydrogen 
ion concentration effect, Aldous, 83 
Pentose nucleic acids, Vischer and 
ChargajJ, 715 

Z 

Zinc; Blood, Vallee and Gibson, 445 

— cell, red, Vallee and Gibson, 445 

, white, Vallee and Gibson, 445 

— , determination, micro-, dithizone 

method, Vallee and Gibson, 435 

— plasma, Vallee and Gibson, 445 
Tissue, determination, micro-, dithi- 
zone method, Vallee and Gibson, 

435 
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